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Description

[0001] This application is a continuation-in-part of United States provisional application 60/198,069, filed April 17,
2000, a continuation-in-part of United States patent application 09/837,306, filed on April 17, 2001, a continuation-in-
part of PCT application PCT/US01/12454, filed on April 17, 2001, a continuation-in-part of United States application
10/000,516, filed on October 24, 2001 and a continuation-in-part of United States application 10/045,674, filed on October
25, 2001.
[0002] The present invention relates to the embodiments characterized in the claims.
[0003] Thus, it relates to a method for producing a population or library of immunoglobin genes that comprises the
steps of:

(i) introducing synthetic diversity into at least one of VH CDR1 or VH CDR2 of those genes; and
(ii) combining the diversity from step (i) with VH CDR3 natural diversity captured from the VH CDR3 region of
immunoglobulin genes from B cells.

[0004] The present invention also relates to a library comprising a collection of genetic packages that display a member
of a diverse family of antibodies and that collectively display at least a portion of the family, the antibodies being encoded
by DNA sequences comprising sequences each encoding

a) a VH CDR1 having an amino acid sequence according to the formula -X1-Y-X2-M-X3-, wherein X1, X2, and X3
are independently selected from the group consisting of A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S, T, V, W, and Y,
provided in a human 3-23 framework;
b) a VH CDR2 having an amino acid sequence according to the formula X4-I-X5-X6-S-G-G-X7-T-X8-Y-A-D-S-V-K-
G-, wherein X4 and X5 are independently selected from the group consisting of Y, R, W, V, G, and S, X6 is selected
from the group consisting of P and S, and X7 and X8 are independently selected from the group consisting of A, D,
E, F, G, H, I, K, L, M, N, P, Q, R, S,T, V, W, and Y, provided in a human 3-23 framework; and
(c) a sequence encoding a natural VH CDR3, wherein said VH CDR3 is a VH CDR3 captured from the VH CDR3
region of an immunoglobin gene from a B cell; as defined in the claims.

[0005] In a preferred embodiment, the genetic packages are filamentous phage or phagemids.
[0006] The present disclosure further relates to vectors for displaying and/or expressing a diverse family of peptides,
polypeptides or proteins.
[0007] The present disclosure further relates to methods of screening the libraries of the invention and to the peptides,
polypeptides and proteins identified by such screening.

BACKGROUND OF THE INVENTION

[0008] It is now common practice in the art to prepare libraries of genetic packages that display, express or comprise
a member of a diverse family of peptides, polypeptides or proteins and collectively display, express or comprise at least
a portion of the diversity of the family. In many common libraries, the peptides, polypeptides or proteins are related to
antibodies. Often, they are Fabs or single chain antibodies.
[0009] In general, the DNAs that encode members of the families to be displayed and/or expressed must be amplified
before they are cloned and used to display and/or express the desired member. Such amplification typically makes use
of forward and backward primers.
[0010] Such primers can be complementary to sequences native to the DNA to be amplified or complementary to
oligonucleotides attached at the 5’ or 3’ ends of that DNA. Primers that are complementary to sequences native to the
DNA to be amplified are disadvantaged in that they bias the members of the families to be displayed. Only those members
that contain a sequence in the native DNA that is substantially complementary to the primer will be amplified. Those
that do not will be absent from the family. For those members that are amplified, any diversity within the primer region
will be suppressed.
[0011] For example, in European patent 368,684 B1, the primer that is used is at the 5’ end of the VH region of an
antibody gene. It anneals to a sequence region in the native DNA that is said to be "sufficiently well conserved" within
a single species. Such primer will bias the members amplified to those having this "conserved" region. Any diversity
within this region is extinguished.
[0012] It is generally accepted that human antibody genes arise through a process that involves a combinatorial
selection of V and J or V, D, and J followed by somatic mutations. Although most diversity occurs in the Complementary
Determining Regions (CDRs), diversity also occurs in the more conserved Framework Regions (FRs) and at least some
of this diversity confers or enhances specific binding to antigens (Ag). As a consequence, libraries should contain as
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much of the CDR and FR diversity as possible.
[0013] To clone the amplified DNAs of the peptides, polypeptides or proteins that they encode for display on a genetic
package and/or for expression, the DNAs must be cleaved to produce appropriate ends for ligation to a vector. Such
cleavage is generally effected using restriction endonuclease recognition sites carried on the primers. When the primers
are at the 5’ end of DNA produced from reverse transcription of RNA, such restriction leaves deleterious 5’ untranslated
regions in the amplified DNA. These regions interfere with expression of the cloned genes and thus the display of the
peptides, polypeptides and proteins coded for by them.

SUMMARY OF THE INVENTION

[0014] It is an object of this invention to provide a method for producing a population or library of immunoglobin genes
that comprises the steps of:

(i) introducing synthetic diversity into at least one of VH CDR1 or VH CDR2 of those genes; and
(ii) combining the diversity from step (i) with VH CDR3 natural diversity captured from the VH CDR3 region of
immunoglobulin genes from B cells.

[0015] These methods are not biased toward DNAs that contain native sequences that are complementary to the
primers used for amplification. They also enable any sequences that may be deleterious to expression to be removed
from the amplified DNA before cloning and displaying and/or expressing.
[0016] Additional objects of the invention are reflected in claims 2 to 13. Each of these claims is specifically incorporated
by reference in this specification.

BRIEF DESCRIPTION OF THE DRAWINGS

[0017]

FIG. 1 is a schematic of various methods that may be employed to amplify VH genes without using primers specific
for VH sequences.
FIG. 2 is a schematic of various methods that may be employed to amplify VL genes without using primers specific
for VL sequences.
FIG. 3 is a schematic of RACE amplification of antibody heavy and light chains.
FIG. 4 depicts gel analysis of amplification products obtained after the primary PCR reaction from 4 different patient
samples.
FIG. 5 depicts gel analysis of cleaved kappa DNA from Example 2.
FIG. 6 depicts gel analysis of extender-cleaved kappa DNA from Example 2.
FIG. 7 depicts gel analysis of the PCR product from the extender-kappa amplification from Example 2.
FIG. 8 depicts gel analysis of purified PCR product from the extender-kappa amplification from Example 2.
FIG. 9 depicts gel analysis of cleaved and ligated kappa light chains from Example 2.
FIG. 10 is a schematic of the design for CDR1 and CDR2 synthetic diversity.
FIG. 11 is a schemaitc of the cloning schedule for construction of the heavy chain repertoire.
FIG. 12 is a schematic of the cleavage and ligation of the antibody light chain.
FIG. 13 depicts gel analysis of cleaved and ligated lambda light chains from Example 4.
FIG. 14 is a schematic of the cleavage and ligation of the antibody heavy chain.
FIG. 15 depicts gel analysis of cleaved and ligated lambda light chains from Example 5.
FIG. 16 is a schematic of a phage display vector.
FIG. 17 is a schematic of a Fab cassette.
FIG. 18 is a schematic of a process for incorporating fixed FR1 residues in an antibody lambda sequence.
FIG. 19 is a schematic of a process for incorporating fixed FR1 residues in an antibody kappa sequence.
FIG. 20 is a schematic of a process for incorporating fixed FR1 residues in an antibody heavy chain sequence.

TERMS

[0018] In this application, the following terms and abbreviations are used:

Sense strand The upper strand of ds DNA as usually written. In the sense strand, 5’-ATG-3’ codes for
Met.
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Antisense strand The lower strand of ds DNA as usually written. In the antisense strand, 3’-TAC-5’ would
correspond to a Met codon in the sense strand.

Forward primer A "forward" primer is complementary to a part of the sense strand and primes for synthesis
of a new antisense-strand molecule. "Forward primer" and "lower-strand primer" are
equivalent.

Backward primer A "backward" primer is complementary to a part of the antisense strand and primes for
synthesis of a new sense-strand molecule. "Backward primer" and "top-strand primer"
are equivalent.

Bases Bases are specified either by their position in a vector or gene as their position within a
gene by codon and base. For example, "89.1" is the first base of codon 89, 89.2 is the
second base of codon 89.

Sv Streptavidin

Ap Ampicillin

apR A gene conferring ampicillin resistance.

RERS Restriction endonuclease recognition site

RE Restriction endonuclease - cleaves preferentially at RERS

URE Universal restriction endonuclease

Functionally complementary Two sequences are sufficiently complementary so as to anneal under the chosen con-
ditions.

AA Amino acid

PCR Polymerization chain reaction

GLGs Germline genes

Ab Antibody: an immunoglobin. The term also covers any protein having a binding domain
which is homologous to an immunoglobin binding domain. A few examples of antibodies
within this definition are, inter alia, immunoglobin isotypes and the Fab, F(ab1)2, scfv,
Fv, dAb and Fd fragments.

Fab Two chain molecule comprising an Ab light chain and part of a heavy-chain.

scFv A single-chain Ab comprising either VH::linker::VL or VL::linker::VH

w.t. Wild type

HC Heavy chain

LC Light chain

VK A variable domain of a Kappa light chain.

VH A variable domain of a heavy chain.

VL A variable domain of a lambda light chain.

[0019] In this application when it is said that nucleic acids are cleaved solely at the cleavage site of a restriction
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endonuclease, it should be understood that minor cleavage may occur at random, e.g., at nonspecific sites other than
the specific cleavage site that is characteristic of the restriction endonuclease. The skilled worker will recognize that
such nonspecific, random cleavage is the usual occurrence. Accordingly, "solely at the cleavage site" of a restriction
endonuclease means that cleavage occurs preferentially at the site characteristic of that endonuclease.
[0020] As used in this application and claims, the term "cleavage site formed by the complementation of the nucleic
acid and the single-stranded region of the oligonucleotide" includes cleavage sites formed by the single-stranded portion
of the partially double-stranded ologonucleotide duplexing with the single-stranded DNA, cleavage sites in the double-
stranded portion of the partially double-stranded oligonucleotide, and cleavage sites introduced by the amplification
primer used to amplify the single-stranded DNA-partially double-stranded oligonucleotide combination.
[0021] In the two methods of this invention for preparing single-stranded nucleic acid sequences, the first of those
cleavage sites is preferred. In the methods of this invention for capturing diversity and cloning a family of diverse nucleic
acid sequences, the latter two cleavage sites are preferred.

DETAILED DESCRIPTION OF THE PREFERRED EMBODIMENTS

[0022] The nucleic acid sequences that are useful in the methods of this invention, i.e., those that encode at least in
part the individual peptides, polypeptides and proteins displayed, or expressed in or comprising the libraries of this
invention, may be native, synthetic or a combination thereof. They may be mRNA, DNA or cDNA. The nucleic acids
encode antibodies. Preferably, they encode Fabs.
[0023] The nucleic acids useful in this invention may be naturally diverse, synthetic diversity may be introduced into
those naturally diverse members, or the diversity may be entirely synthetic. For example, synthetic diversity can be
introduced into one or more CDRs of antibody genes. Preferably, it is introduced into CDR1 and CDR2 of immunoglobulins.
Natural diversity is captured in the CDR3 regions of the immunoglogin genes of this invention from B cells. Thus, the
nucleic acids of this invention comprise a population of immunoglobin genes that comprise synthetic diversity in at least
one, and more preferably both of the CDR1 and CDR2 and diversity in CDR3 captured from B cells.
[0024] Synthetic diversity may be created, for example, through the use of TRIM technology (U.S. 5,869,644). TRIM
technology allows control over exactly which amino-acid types are allowed at variegated positions and in what proportions.
In TRIM technology, codons to be diversified are synthesized using mixtures of trinucleotides. This allows any set of
amino acid types to be included in any proportion.
[0025] Another alternative that may be used to generate diversified DNA is mixed oligonucleotide synthesis. With
TRIM technology, one could allow Ala and Trp. With mixed oligonucleotide synthesis, a mixture that included Ala and
Trp would also necessarily include Ser and Gly. The amino-acid types allowed at the variegated positions are picked
with reference to the structure of antibodies, or other peptides, polypeptides or proteins of the family, the observed
diversity in germline genes, the observed somatic mutations frequently observed, and the desired areas and types of
variegation.
[0026] The nucleic acid sequences for at least one CDR or other region of the peptides, polypeptides or proteins of
the family are cDNAs produced by reverse transcription from mRNA. More preferably, the mRNAs are obtained from
peripheral blood cells, bone marrow cells, spleen cells or lymph node cells (such as B-lymphocytes or plasma cells) that
express members of naturally diverse sets of related genes. The mRNAs encode a diverse family of antibodies. Most
preferably, the mRNAs are obtained from patients suffering from at least one autoimmune disorder or cancer. Preferably,
mRNAs containing a high diversity of autoimmune diseases, such as systemic lupus erythematosus, systemic sclerosis,
rheumatoid arthritis, antiphospholipid syndrome and vasculitis are used.
[0027] In a preferred embodiment of this invention, the cDNAs are produced from the mRNAs using reverse transcrip-
tion. In this preferred embodiment, the mRNAs are separated from the cell and degraded using standard methods, such
that only the full length (i.e., capped) mRNAs remain. The cap is then removed and reverse transcription used to produce
the cDNAs.
[0028] The reverse transcription of the first (antisense) strand can be done in any manner with any suitable primer.
See, e.g., HJ de Haard et al., Journal of Biological Chemistry, 274(26):18218-30 (1999). In the preferred embodiment
of this invention where the mRNAs encode antibodies, primers that are complementary to the constant regions of antibody
genes may be used. Those primers are useful because they do not generate bias toward subclasses of antibodies. In
another embodiment, poly-dT primers may be used (and may be preferred for the heavy-chain genes). Alternatively,
sequences complementary to the primer may be attached to the termini of the antisense strand.
[0029] In one preferred embodiment of this invention, the reverse transcriptase primer may be biotinylated, thus
allowing the cDNA product to be immobilized on streptavidin (Sv) beads. Immobilization can also be effected using a
primer labeled at the 5’ end with one of a) free amine group, b) thiol, c) carboxylic acid, or d) another group not found
in DNA that can react to form a strong bond to a known partner on an insoluble medium. If, for example, a free amine
(preferably primary amine) is provided at the 5’ end of a DNA primer, this amine can be reacted with carboxylic acid
groups on a polymer bead using standard amide-forming chemistry. If such preferred immobilization is used during
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reverse transcription, the top strand RNA is degraded using well-known enzymes, such as a combination of RNAseH
and RNAseA, either before or after immobilization.
[0030] The nucleic acid sequences useful in the methods of this invention are generally amplified before being used
to display and/or express the antibodies that they encode. Prior to amplification, the single-stranded DNAs may be
cleaved using either of the methods described before. Alternatively, the single-stranded DNAs may be amplified and
then cleaved using one of those methods.
[0031] Any of the well known methods for amplifying nucleic acid sequences may be used for such amplification.
Methods that maximize, and do not bias, diversity are preferred. The nucleic acid sequences are derived from antibody
genes, the present invention preferably utilizes primers in the constant regions of the heavy and light chain genes and
primers to a synthetic sequence that are attached at the 5’ end of the sense strand. Priming at such synthetic sequence
avoids the use of sequences within the variable regions of the antibody genes. Those variable region priming sites
generate bias against V genes that are either of rare subclasses or that have been mutated at the priming sites. This
bias is partly due to suppression of diversity within the primer region and partly due to lack of priming when many
mutations are present in the region complementary to the primer. The methods disclosed in this invention have the
advantage of not biasing the population of amplified antibody genes for particular V gene types.
[0032] The synthetic sequences may be attached to the 5’ end of the DNA strand by various methods well known for
ligating DNA sequences together. RT CapExtention is one preferred method.
[0033] In RT CapExtention (derived from Smart PCR(™)), a short overlap (5’-...GGG-3’ in the upper-strand primer
(USP-GGG) complements 3’-CCC....5’ in the lower strand) and reverse transcriptases are used so that the reverse
complement of the upper-strand primer is attached to the lower strand.
[0034] FIGs. 1 and 2 show schematics to amplify VH and VL genes using RT CapExtention. FIG. 1 shows a schematic
of the amplification of VH genes. FIG. 1, Panel A shows a primer specific to the poly-dT region of the 3’ UTR priming
synthesis of the first, lower strand. Primers that bind in the constant region are also suitable. Panel B shows the lower
strand extended at its 3’ end by three Cs that are not complementary to the mRNA. Panel C shows the result of annealing
a synthetic top-strand primer ending in three GGGs that hybridize to the 3’ terminal CCCs and extending the reverse
transcription extending the lower strand by the reverse complement of the synthetic primer sequence. Panel D shows
the result of PCR amplification using a 5’ biotinylated synthetic top-strand primer that replicates the 5’ end of the synthetic
primer of panel C and a bottom-strand primer complementary to part of the constant domain. Panel E shows immobilized
double-stranded (ds) cDNA obtained by using a 5’-biotinylated top-strand primer.
[0035] FIG. 2 shows a similar schematic for amplification of VL genes. FIG. 2, Panel A shows a primer specific to the
constant region at or near the 3’ end priming synthesis of the first, lower strand. Primers that bind in the poly-dT region
are also suitable. Panel B shows the lower strand extended at its 3’ end by three Cs that are not complementary to the
mRNA. Panel C shows the result of annealing a synthetic top-strand primer ending in three GGGs that hybridize to the
3’ terminal CCCs and extending the reverse transcription extending the lower strand by the reverse complement of the
synthetic primer sequence. Panel D shows the result of PCR amplification using a 5’ biotinylated synthetic top-strand
primer that replicates the 5’ end of the synthetic primer of panel C and a bottom-strand primer complementary to part
of the constant domain. The bottom-strand primer also contains a useful restriction endonuclease site, such as AscI.
Panel E shows immobilized ds cDNA obtained by using a 5’-biotinylated top-strand primer.
[0036] In FIGs. 1 and 2, each V gene consists of a 5’ untranslated region (UTR) and a secretion signal, followed by
the variable region, followed by a constant region, followed by a 3’ untranslated region (which typically ends in poly-A).
An initial primer for reverse transcription may be complementary to the constant region or to the poly A segment of the
3’-UTR. For human heavy-chain genes, a primer of 15 T is preferred. Reverse transcriptases attach several C residues
to the 3’ end of the newly synthesized DNA. RT CapExtention exploits this feature. The reverse transcription reaction
is first run with only a lower-strand primer. After about 1 hour, a primer ending in GGG (USP-GGG) and more RTase
are added. This causes the lower-strand cDNA to be extended by the reverse complement of the USP-GGG up to the
final GGG. Using one primer identical to part of the attached synthetic sequence and a second primer complementary
to a region of known sequence at the 3’ end of the sense strand, all the V genes are amplified irrespective of their V
gene subclass.
[0037] In another preferred embodiment, synthetic sequences may be added by Rapid Amplification of cDNA Ends
(RACE) (see Frohman, M.A., Dush, M.K., & Martin, G.R. (1988) Proc. Natl. Acad. Sci. USA (85): 8998-9002).
[0038] FIG. 1 shows a schematic of RACE amplification of antibody heavy and light chains. First, mRNA is selected
by treating total or poly(A+) RNA with calf intestinal phosphatase (CIP) to remove the 5’-phosphate from all molecules
that have them such as ribosomal RNA, fragmented mRNA, tRNA and genomic DNA. Full length mRNA (containing a
protective 7-methyl cap structure) is uneffected. The RNA is then treated with tobacco acid pyrophosphatase (TAP) to
remove the cap structure from full length mRNAs leaving a 5’-monophosphate group. Next, a synthetic RNA adaptor is
ligated to the RNA population, only molecules which have a 5-phosphate (uncapped, full length mRNAs) will accept the
adaptor. Reverse trascriptase reactions using an oligodT primer, and nested PCR (using one adaptor primer (located
in the 5’ synthetic adaptor) and one primer for the gene) are then used to amplify the desired transcript.
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[0039] In a preferred embodiment of this invention, the upper strand or lower strand primer may be also biotinylated
or labeled at the 5’ end with one of a) free amino group, b) thiol, c) carboxylic acid and d) another group not found in
DNA that can react to form a strong bond to a known partner as an insoluble medium. These can then be used to
immobilize the labeled strand after amplification. The immobilized DNA can be either single or double-stranded.
[0040] After amplification (using e.g., RT CapExtension or RACE), the DNAs of this invention are rendered single-
stranded. For example, the strands can be separated by using a biotinylated primer, capturing the biotinylated product
on streptavidin beads, denaturing the DNA, and washing away the complementary strand. Depending on which end of
the captured DNA is wanted, one will choose to immobilize either the upper (sense) strand or the lower (antisense) strand.
[0041] To prepare the single-stranded amplified DNAs for cloning into genetic packages so as to effect display of, or
for expression of, the peptides, polypeptides or proteins encoded, at least in part, by those DNAs, they must be manip-
ulated to provide ends suitable for cloning and display and/or expression. In particular, any 5’ untranslated regions and
mammalian signal sequences must be removed and replaced, in frame, by a suitable signal sequence that functions in
the display or expression host. Additionally, parts of the variable domains (in antibody genes) may be removed and
replaced by synthetic segments containing synthetic diversity. The diversity of other gene families may likewise be
expanded with synthetic diversity.
[0042] According to the methods of thisdisclosure, there are two ways to manipulate the single-stranded DNAs for
display and/or expression. The first method comprises the steps of:

(i) contacting the nucleic acid with a single-stranded oligonucleotide, the oligonucleotide being functionally comple-
mentary to the nucleic acid in the region in which cleavage is desired and including a sequence that with its com-
plement in the nucleic acid forms a restriction endonuclease recognition site that on restriction results in cleavage
of the nucleic acid at the desired location; and
(ii) cleaving the nucleic acid solely at the recognition site formed by the complementation of the nucleic acid and
the oligonucleotide;

the contacting and the cleaving steps being performed at a temperature sufficient to maintain the nucleic acid in sub-
stantially single-stranded form, the oligonucleotide being functionally complementary to the nucleic acid over a large
enough region to allow the two strands to associate such that cleavage may occur at the chosen temperature and at
the desired location, and the cleavage being carried out using a restriction endonuclease that is active at the chosen
temperature.
[0043] In this first method, short oligonucleotides are annealed to the single-stranded DNA so that restriction endo-
nuclease recognition sites formed within the now locally double-stranded regions of the DNA can be cleaved. In particular,
a recognition site that occurs at the same position in a substantial fraction of the single-stranded DNAs is identical.
[0044] For antibody genes, this can be done using a catalog of germline sequences. See, e.g., "http://www.mrc-
cpe.cam.ac.uk/imt-doc/restricted/ok.html." Updates can be obtained from this site under the heading "Amino acid and
nucleotide sequence alignments." For other families, similar comparisons exist and may be used to select appropriate
regions for cleavage and to maintain diversity.
[0045] For example, Table 1 depicts the DNA sequences of the FR3 regions of the 51 known human VH germline
genes. In this region, the genes contain restriction endonuclease recognition sites shown in Table 2. Restriction endo-
nucleases that cleave a large fraction of germline genes at the same site are preferred over endonucleases that cut at
a variety of sites. Furthermore, it is preferred that there be only one site for the restriction endonucleases within the
region to which the short oligonucleotide binds on the single-stranded DNA, e.g., about 10 bases on either side of the
restriction endonuclease recognition site.
[0046] An enzyme that cleaves downstream in FR3 is also more preferable because it captures fewer mutations in
the framework. This may be advantageous is some cases. However, it is well known that framework mutations exist
and confer and enhance antibody binding. The present invention, by choice of appropriate restriction site, allows all or
part of FR3 diversity to be captured. Hence, the method also allows extensive diversity to be captured.
[0047] Finally, in the methods of this invention restriction endonucleases that are active between about 37°C and
about 75°C are used. Preferably, restriction endonucleases that are active between about 45°C and about 75°C may
be used. More preferably, enzymes that are active above 50°C, and most preferably active about 55°C, are used. Such
temperatures maintain the nucleic acid sequence to be cleaved in substantially single-stranded form.
[0048] Enzymes shown in Table 2 that cut many of the heavy chain FR3 germline genes at a single position include:
MaeIII (24@4), Tsp45I (21@4), HphI (44@5), BsaJI (23@65) , AluI (23@47) , BlpI (21@48), DdeI (29@58), BglII
(10@61), MslI (44@72), BsiEI (23@74), EaeI (23@74) EagI (23@74), HaeIII (25@75), Bst4CI(51@86), HpyCH4III
(51@86) , HinfI (38@2) , MlyI (18@2), PleI (18@2) , MnlI (31@67), HpyCH4V (21@44), BsmAI (16@11), BpmI (19@12),
XmnI (12@30), and SacI (11@51). (The notation used means, for example, that BsmAI cuts 16 of the FR3 germline
genes with a restriction endonuclease recognition site beginning at base 11 of FR3.)
[0049] For cleavage of human heavy chains in FR3, the preferred restriction endonucleases are: Bst4CI (or TaaI or
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HpyCH4III), BlpI, HpyCH4V, and MslI. Because ACNGT (the restriction endonuclease recognition site for Bst4CI, TaaI,
and HpyCH4III) is found at a consistent site in all the human FR3 germline genes, one of those enzymes is the most
preferred for capture of heavy chain CDR3 diversity. BlpI and HpyCH4V are complementary. BlpI cuts most members
of the VH1 and VH4 families while HpyCH4V cuts most members of the VH3, VH5, VH6, and VH7 families. Neither
enzyme cuts VH2s, but this is a very small family, containing only three members. Thus, these enzymes may also be
used in preferred embodiments of the methods of this invention.
[0050] The restriction endonucleases HpyCH4III, Bst4CI, and TaaI all recognize 5’-ACnGT-3’ and cut upper strand
DNA after n and lower strand DNA before the base complementary to n. This is the most preferred restriction endonuclease
recognition site for this method on human heavy chains because it is found in all germline genes. Furthermore, the
restriction endonuclease recognition region (ACnGT) matches the second and third bases of a tyrosine codon (tay) and
the following cysteine codon (tgy) as shown in Table 3. These codons are highly conserved, especially the cysteine in
mature antibody genes.
[0051] Table 4 E shows the distinct oligonucleotides of length 22 (except the last one which is of length 20) bases.
Table 5 C shows the analysis of 1617 actual heavy chain antibody genes. Of these, 1511 have the site and match one
of the candidate oligonucleotides to within 4 mismatches. Eight oligonucleotides account for most of the matches and
are given in Table 4 F.1. The 8 oligonucleotides are very similar so that it is likely that satisfactory cleavage will be
achieved with only one oligonucleotide (such as H43.77.97.1-02#1) by adjusting temperature, pH, salinity, and the like.
One or two oligonucleotides may likewise suffice whenever the germline gene sequences differ very little and especially
if they differ very little close to the restriction endonuclease recognition region to be cleaved. Table 5 D shows a repeat
analysis of 1617 actual heavy chain antibody genes using only the 8 chosen oligonucleotides. This shows that 1463 of
the sequences match at least one of the oligonucleotides to within 4 mismatches and have the site as expected. Only
7 sequences have a second HpyCH4III restriction endonuclease recognition region in this region.
[0052] Another illustration of choosing an appropriate restriction endonuclease recognition site involves cleavage in
FR1 of human heavy chains. Cleavage in FR1 allows capture of the entire CDR diversity of the heavy chain.
[0053] The germline genes for human heavy chain FR1 are shown in Table 6. Table 7 shows the restriction endonu-
clease recognition sites found in human germline genes FR1s. The preferred sites are BsgI(GTGCAG;39@4), BsoFI
(GCngc; 43@6, 11@9, 2@3, 1@12), TseI (Gcwgc; 43@6, 11@9, 2@3, 1@12), MspA1I (CMGckg; 46@7, 2@1), PvuII
(CAGctg; 46@7, 2@1), AluI (AGct; 48@82@2), DdeI (Ctnag; 22@52, 9@48), HphI (tcacc; 22@80), BssKI (Nccngg;
35@39, 2@40), BsaJI (Ccnngg; 32@40, 2@41), BstNI (CCwgg; 33@40), ScrFI (CCngg; 35@40, 2@41), EcoO109I
(RGgnccy; 22@46, 11@43), Sau96I (Ggncc;23@47, 11@44), AvaII (Ggwcc; 23@47, 4@44), PpuMI (RGgwccy; 22@46,
4@43), BsmFI (gtccc; 20@48), HinfI (Gantc; 34@16, 21@56, 21@77), TfiI (21@77), MlyI (GAGTC; 34@16), MlyI (gactc;
21@56), and AlwNI (CAGnnnctg; 22@68). The more preferred sites are MspAI and PvuII. MspAI and PvuII have 46
sites at 7-12 and 2 at 1-6. To avoid cleavage at both sites, oligonucleotides are used that do not fully cover the site at
1-6. Thus, the DNA will not be cleaved at that site. We have shown that DNA that extends 3, 4, or 5 bases beyond a
PvuII-site can be cleaved efficiently.
[0054] Another illustration of choosing an appropriate restriction endonuclease recognition site involves cleavage in
FR1 of human kappa light chains. Table 8 shows the human kappa FR1 germline genes and Table 9 shows restriction
endonuclease recognition sites that are found in a substantial number of human kappa FR1 germline genes at consistent
locations. Of the restriction endonuclease recognition sites listed, BsmAI and PflFI are the most preferred enzymes.
BsmAI sites are found at base 18 in 35 of 40 germline genes. PflFI sites are found in 35 of 40 germline genes at base 12.
[0055] Another example of choosing an appropriate restriction endonuclease recognition site involves cleavage in
FR1 of the human lambda light chain. Table 10 shows the 31 known human lambda FR1 germline gene sequences.
Table 11 shows restriction endonuclease recognition sites found in human lambda FR1 germline genes. HinfI and DdeI
are the most preferred restriction endonucleases for cutting human lambda chains in FR1.
[0056] After the appropriate site or sites for cleavage are chosen, one or more short oligonucleotides are prepared so
as to functionally complement, alone or in combination, the chosen recognition site. The oligonucleotides also include
sequences that flank the recognition site in the majority of the amplified genes. This flanking region allows the sequence
to anneal to the single-stranded DNA sufficiently to allow cleavage by the restriction endonuclease specific for the site
chosen.
[0057] The actual length and sequence of the oligonucleotide depends on the recognition site and the conditions to
be used for contacting and cleavage. The length must be sufficient so that the oligonucleotide is functionally comple-
mentary to the single-stranded DNA over a large enough region to allow the two strands to associate such that cleavage
may occur at the chosen temperature and at the desired location.
[0058] Typically, the oligonucleotides of this preferred method of the invention are about 17 to about 30 nucleotides
in length. Below about 17 bases, annealing is too weak and above 30 bases there can be a loss of specificity. A preferred
length is 18 to 24 bases.
[0059] Oligonucleotides of this length need not be identical complements of the germline genes. Rather, a few mis-
matches taken may be tolerated. Preferably, however, no more than 1-3 mismatches are allowed. Such mismatches do
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not adversely affect annealing of the oligonucleotide to the single-stranded DNA. Hence, the two DNAs are said to be
functionally complementary.
[0060] The second method to manipulate the single-stranded DNAs of this invention for display and/or expression
comprises the steps of:

(i) contacting the nucleic acid with a partially double-stranded oligonucleotide, the single-stranded region of the
oligonucleotide being functionally complementary to the nucleic acid in the region in which cleavage is desired, and
the double-stranded region of the oligonucleotide having a restriction endonuclease recognition site; and
(ii) cleaving the nucleic acid solely at the cleavage site formed by the complementation of the nucleic acid and the
single-stranded region of the oligonucleotide;

the contacting and the cleaving steps being performed at a temperature sufficient to maintain the nucleic acid in sub-
stantially single-stranded form, the oligonucleotide being functionally complementary to the nucleic acid over a large
enough region to allow the two strands to associate such that cleavage may occur at the chosen temperature and at
the desired location, and the cleavage being carried out using a restriction endonuclease that is active at the chosen
temperature.
[0061] As explained above, the cleavage site may be formed by the single-stranded portion of the partially double-
stranded oligonucleotide duplexing with the single-stranded DNA, the cleavage site may be carried in the double-stranded
portion of the partially double-stranded oligonucleotide, or the cleavage site may be introduced by the amplification
primer used to amplify the single-stranded DNA-partially double-stranded oligonucleotide combination. In this embodi-
ment, the first is preferred. And, the restriction endonuclease recognition site may be located in either the double-stranded
portion of the oligonucleotide or introduced by the amplification primer, which is complementary to that double-stranded
region, as used to amplify the combination.
[0062] Preferably, the restriction endonuclease site is that of a Type II-S restriction endonuclease, whose cleavage
site is located at a known distance from its recognition site.
[0063] This second method, preferably, employs Universal Restriction Endonucleases ("URE"). UREs are partially
double-stranded oligonucleotides. The single-stranded portion or overlap of the URE consists of a DNA adapter that is
functionally complementary to the sequence to be cleaved in the single-stranded DNA. The double-stranded portion
consists of a restriction endonuclease recognition site, preferably type II-S.
[0064] The URE method of this invention is specific and precise and can tolerate some (e.g., 1-3) mismatches in the
complementary regions, i.e., it is functionally complementary to that region. Further, conditions under which the URE is
used can be adjusted so that most of the genes that are amplified can be cut, reducing bias in the library produced from
those genes.
[0065] The sequence of the single-stranded DNA adapter or overlap portion of the URE typically consists of about
14-22 bases. However, longer or shorter adapters may be used. The size depends on the ability of the adapter to
associate with its functional complement in the single-stranded DNA and the temperature used for contacting the URE
and the single-stranded DNA at the temperature used for cleaving the DNA with the restriction enzyme. The adapter
must be functionally complementary to the single-stranded DNA over a large enough region to allow the two strands to
associate such that the cleavage may occur at the chosen temperature and at the desired location. We prefer singe-
stranded or overlap portions of 14-17 bases in length, and more preferably 18-20 bases in length.
[0066] The site chosen for cleavage using the URE is preferably one that is substantially conserved in the family of
amplified DNAs. As compared to the first cleavage method of this invention, these sites do not need to be endonuclease
recognition sites. However, like the first method, the sites chosen can be synthetic rather than existing in the native DNA.
Such sites may be chosen by references to the sequences of known antibodies or other families of genes. For example,
the sequences of many germline genes are reported at http://www.mrc-cpe.cam.ac.uk/imt-doc/restricted/ok.html. For
example, one preferred site occurs near the end of FR3 -- codon 89 through the second base of codon 93. CDR3 begins
at codon 95.
[0067] The sequences of 79 human heavy-chain genes are also available at
http://www.ncbi.nlm.nih.gov/entre2/nucleotide.html. This site can be used to identify appropriate sequences for URE
cleavage according to the methods of this invention. See, e.g., Table 12B.
[0068] Most preferably, one or more sequences are identified using these sites or other available sequence information.
These sequences together are present in a substantial fraction of the amplified DNAs. For example, multiple sequences
could be used to allow for known diversity in germline genes or for frequent somatic mutations. Synthetic degenerate
sequences could also be used. Preferably, a sequence(s) that occurs in at least 65% of genes examined with no more
than 2-3 mismatches is chosen
[0069] URE single-stranded adapters or overlaps are then made to be complementary to the chosen regions.
Conditions for using the UREs are determined empirically. These conditions should allow cleavage of DNA that contains
the functionally complementary sequences with no more than 2 or 3 mismatches but that do not allow cleavage of DNA
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lacking such sequences.
[0070] As described above, the double-stranded portion of the URE includes an endonuclease recognition site, pref-
erably a Type II-S recognition site. Any enzyme that is active at a temperature necessary to maintain the single-stranded
DNA substantially in that form and to allow the single-stranded DNA adapter portion of the URE to anneal long enough
to the single-stranded DNA to permit cleavage at the desired site may be used.
[0071] The preferred Type II-S enzymes for use in the URE methods of this invention provide asymmetrical cleavage
of the single-stranded DNA. Among these are the enzymes listed in Table 13. The most preferred Type II-S enzyme is FokI.
[0072] When the preferred FokI containing URE is used, several conditions are preferably used to effect cleavage:

1) Excess of the URE over target DNA should be present to activate the enzyme. URE present only in equimolar
amounts to the target DNA would yield poor cleavage of ssDNA because the amount of active enzyme available
would be limiting.
2) An activator may be used to activate part of the FokI enzyme to dimerize without causing cleavage. Examples
of appropriate activators are shown in Table 14.
3) The cleavage reaction is performed at a temperature between 45°-75°C, preferably above 50°C and most pref-
erably above 55°C.

[0073] The UREs used in the prior art contained a 14-base single-stranded segment, a 10-base stem (containing a
FokI site), followed by the palindrome of the 10-base stem. While such UREs may be used in the methods of this
invention, the preferred UREs of this invention also include a segment of three to eight bases (a loop) between the FokI
restriction endonuclease recognition site containing segments. In the preferred embodiment, the stem (containing the
FokI site) and its palindrome are also longer than 10 bases. Preferably, they are 10-14 bases in length. Examples of
these "lollipop" URE adapters are shown in Table 15.
[0074] One example of using a URE to cleave an single-stranded DNA involves the FR3 region of human heavy chain.
Table 16 shows an analysis of 840 full-length mature human heavy chains with the URE recognition sequences shown.
The vast majority (718/840=0.85) will be recognized with 2 or fewer mismatches using five UREs (VHS881-1.1,
VHS881-1.2, VHS881-2.1, VHS881-4.1, and VHS881-9.1). Each has a 20-base adaptor sequence to complement the
germline gene, a ten-base stem segment containing a FokI site, a five base loop, and the reverse complement of the
first stem segment. Annealing those adapters, alone or in combination, to single-stranded antisense heavy chain DNA
and treating with FokI in the presence of, e.g., the activator FOKIact, will lead to cleavage of the antisense strand at the
position indicated.
[0075] Another example of using a URE(s) to cleave a single-stranded DNA involves the FR1 region of the human
Kappa light chains. Table 17 shows an analysis of 182 full-length human kappa chains for matching by the four 19-base
probe sequences shown. Ninety-six percent of the sequences match one of the probes with 2 or fewer mismatches. The
URE adapters shown in Table 17 are for cleavage of the sense strand of kappa chains. Thus, the adaptor sequences
are the reverse complement of the germline gene sequences. The URE consists of a ten-base stem, a five base loop,
the reverse complement of the stem and the complementation sequence. The loop shown here is TTGTT, but other
sequences could be used. Its function is to interrupt the palindrome of the stems so that formation of a lollypop monomer
is favored over dimerization. Table 17 also shows where the sense strand is cleaved.
[0076] Another example of using a URE to cleave a single-stranded DNA involves the human lambda light chain.
Table 18 shows analysis of 128 human lambda light chains for matching the four 19-base probes shown. With three or
fewer mismatches, 88 of 128 (69%) of the chains match one of the probes. Table 18 also shows URE adapters corre-
sponding to these probes. Annealing these adapters to upper-strand ssDNA of lambda chains and treatment with FokI
in the presence of FOKIact at a temperature at or above 45°C will lead to specific and precise cleavage of the chains.
[0077] The conditions under which the short oligonucleotide sequences of the first method and the UREs of the second
method are contacted with the single-stranded DNAs may be empirically determined. The conditions must be such that
the single-stranded DNA remains in substantially single-stranded form. More particularly, the conditions must be such
that the single-stranded DNA does not form loops that may interfere with its association with the oligonucleotide sequence
or the URE or that may themselves provide sites for cleavage by the chosen restriction endonuclease.
[0078] The effectiveness and specificity of short oligonucleotides (first method) and UREs (second method) can be
adjusted by controlling the concentrations of the URE adapters/oligonucleotides and substrate DNA, the temperature,
the pH, the concentration of metal ions, the ionic strength, the concentration of chaotropes (such as urea and formamide),
the concentration of the restriction endonuclease (e.g., FokI), and the time of the digestion. These conditions can be
optimized with synthetic oligonucleotides having: 1) target germline gene sequences, 2) mutated target gene sequences,
or 3) somewhat related non-target sequences. The goal is to cleave most of the target sequences and minimal amounts
of non-targets.
[0079] In accordance with this invention, the single-stranded DNA is maintained in substantially that form using a
temperature between about 37°C and about 75°C. Preferably, a temperature between about 45°C and about 75°C is
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used. More preferably, a temperature between 50°C and 60°C, most preferably between 55°C and 60°C, is used. These
temperatures are employed both when contacting the DNA with the oligonucleotide or URE and when cleaving the DNA
using the method of thisinvention, as defined in the claims.
[0080] The two cleavage methods of this disclosure have several advantages. The first method allows the individual
members of the family of single-stranded DNAs to be cleaved preferentially at one substantially conserved endonuclease
recognition site. The method also does not require an endonuclease recognition site to be built into the reverse tran-
scription or amplification primers. Any native or synthetic site in the family can be used.
[0081] The second method has both of these advantages. In addition, the preferred URE method allows the single-
stranded DNAs to be cleaved at positions where no endonuclease recognition site naturally occurs or has been syn-
thetically constructed.
[0082] Most importantly, both cleavage methods permit the use of 5’ and 3’ primers so as to maximize diversity and
then cleavage to remove unwanted or deleterious sequences before cloning, display and/or expression.
[0083] After cleavage of the amplified DNAs using one of the methods of this invention, the DNA is prepared for cloning,
display and/or expression. This is done by using a partially duplexed synthetic DNA adapter, whose terminal sequence
is based on the specific cleavage site at which the amplified DNA has been cleaved.
[0084] The synthetic DNA is designed such that when it is ligated to the cleaved single-stranded DNA in proper reading
frame so that the desired antibody can be displayed on the surface of the genetic package and/or expressed. Preferably,
the double-stranded portion of the adapter comprises the sequence of several codons that encode the amino acid
sequence characteristic of the family of peptides, polypeptides or proteins up to the cleavage site. For human heavy
chains, the amino acids of the 3-23 framework are preferably used to provide the sequences required for expression of
the cleaved DNA.
[0085] Preferably, the double-stranded portion of the adapter is about 12 to 100 bases in length. More preferably,
about 20 to 100 bases are used. The double-standard region of the adapter also preferably contains at least one
endonuclease recognition site useful for cloning the DNA into a suitable display and/or expression vector (or a recipient
vector used to archive the diversity). This endonuclease restriction site may be native to the germline gene sequences
used to extend the DNA sequence. It may be also constructed using degenerate sequences to the native germline gene
sequences. Or, it may be wholly synthetic.
[0086] The single-stranded portion of the adapter is complementary to the region of the cleavage in the single-stranded
DNA. The overlap can be from about 2 bases up to about 15 bases. The longer the overlap, the more efficient the ligation
is likely to be. A preferred length for the overlap is 7 to 10. This allows some mismatches in the region so that diversity
in this region may be captured.
[0087] The single-stranded region or overlap of the partially duplexed adapter is advantageous because it allows DNA
cleaved at the chosen site, but not other fragments to be captured. Such fragments would contaminate the library with
genes encoding sequences that will not fold into proper antibodies and are likely to be non-specifically sticky.
[0088] One illustration of the use of a partially duplexed adaptor in the methods of this invention involves ligating such
adaptor to a human FR3 region that has been cleaved, as described above, at 5’-ACnGT-3’ using HpyCH4III, Bst4CI
or TaaI.
[0089] Table 4 F.2 shows the bottom strand of the double-stranded portion of the adaptor for ligation to the cleaved
bottom-strand DNA. Since the HpyCH4III-Site is so far to the right (as shown in Table 3), a sequence that includes the
AflII-site as well as the XbaI site can be added. This bottom strand portion of the partially-duplexed adaptor, H43.XAExt,
incorporates both XbaI and AflII-sites. The top strand of the double-stranded portion of the adaptor has neither site (due
to planned mismatches in the segments opposite the XbaI and AflII-Sites of H43.XAExt), but will anneal very tightly to
H43.XAExt. H43AExt contains only the AflII-site and is to be used with the top strands H43.ABr1 and H43.ABr2 (which
have intentional alterations to destroy the AflII-site).
[0090] After ligation, the desired, captured DNA can be PCR amplified again, if desired, using in the preferred embod-
iment a primer to the downstream constant region of the antibody gene and a primer to part of the double-standard
region of the adapter. The primers may also carry restriction endonuclease sites for use in cloning the amplified DNA.
[0091] After ligation, and perhaps amplification, of the partially double-stranded adapter to the single-stranded amplified
DNA, the composite DNA is cleaved at chosen 5’ and 3’ endonuclease recognition sites.
[0092] The cleavage sites useful for cloning depend on the phage or phagemid or other vectors into which the cassette
will be inserted and the available sites in the antibody genes. Table 19 provides restriction endonuclease data for 75
human light chains. Table 20 shows corresponding data for 79 human heavy chains. In each Table, the endonucleases
are ordered by increasing frequency of cutting. In these Tables, Nch is the number of chains cut by the enzyme and Ns
is the number of sites (some chains have more than one site).
[0093] From this analysis, SfiI, NotI, AflII, ApaLI, and AscI are very suitable. SfiI and NotI are preferably used in pCES1
to insert the heavy-chain display segment. ApaLI and AscI are preferably used in pCES1 to insert the light-chain display
segment.
[0094] BstEII-sites occur in 97% of germ-line JH genes. In rearranged V genes, only 54/79 (68%) of heavy-chain
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genes contain a BstEII-Site and 7/61 of these contain two sites. Thus, 47/79 (59%) contain a single BstEII-Site. An
alternative to using BstEII is to cleave via UREs at the end of JH and ligate to a synthetic oligonucleotide that encodes
part of CH1.
[0095] One example of preparing a family of DNA sequences using the methods of this invention involves capturing
human CDR 3 diversity. As described above, mRNAs from various autoimmune patients are reverse transcribed into
lower strand cDNA. After the top strand RNA is degraded, the lower strand is immobilized and a short oligonucleotide
used to cleave the cDNA upstream of CDR3. A partially duplexed synthetic DNA adapter is then annealed to the DNA
and the DNA is amplified using a primer to the adapter and a primer to the constant region (after FR4). The DNA is then
cleaved using BstEII (in FR4) and a restriction endonuclease appropriate to the partially double-stranded adapter (e.g.,
XbaI and AflII (in FR3)). The DNA is then ligated into a synthetic VH skeleton such as 3-23.
[0096] One example of preparing a single-stranded DNA that was cleaved using the URE method involves the human
Kappa chain. The cleavage site in the sense strand of this chain is depicted in Table 17. The oligonucleotide kapextURE
is annealed to the oligonucleotides (kaBR01UR, kaBR02UR, kaBR03UR, and kaBR04UR) to form a partially duplex
DNA. This DNA is then ligated to the cleaved soluble kappa chains. The ligation product is then amplified using primers
kapextUREPCR and CKForeAsc (which inserts a AscI site after the end of C kappa). This product is then cleaved with
ApaLI and AscI and ligated to similarly cut recipient vector.
[0097] Another example involves the cleavage of lambda light chains, illustrated in Table 18. After cleavage, an
extender (ON_LamEx133) and four bridge oligonucleotides (ON_LamB1-133, ON_LamB2-133, ON_LamB3-133, and
ON_LamB4-133) are annealed to form a partially duplex DNA. That DNA is ligated to the cleaved lambda-chain sense
strands. After ligation, the DNA is amplified with ON_Lam133PCR and a forward primer specific to the lambda constant
domain, such as CL2ForeAsc or CL7ForeAsc (Table 130).
[0098] In human heavy chains, one can cleave almost all genes in FR4 (downstream, i.e., toward the 3’ end of the
sense strand, of CDR3) at a BstEII-Site that occurs at a constant position in a very large fraction of human heavy-chain
V genes. One then needs a site in FR3, if only CDR3 diversity is to be captured, in FR2, if CDR2 and CDR3 diversity is
wanted, or in FR1, if all the CDR diversity is wanted. These sites are preferably inserted as part of the partially double-
stranded adaptor.
[0099] The present disclosure also relates to recipient vectors (e.g., for display and/or expression) having sites that
allow cloning of either light or heavy chains. Such vectors are well known and widely used in the art. A preferred phage
display vector in accordance with this invention is phage MALIA3. This displays in gene III. The sequence of the phage
MALIA3 is shown in Table 21A (annotated) and Table 21B (condensed).
[0100] The DNA encoding the selected regions of the light or heavy chains can be transferred to the vectors using
endonucleases that cut either light or heavy chains only very rarely. For example, light chains may be captured with
ApaLI and AscI. Heavy-chain genes are preferably cloned into a recipient vector having SfiI, NcoI, XbaI, AflII, BstEII,
ApaI, and NotI sites. The light chains are preferably moved into the library as ApaLI-AscI fragments. The heavy chains
are preferably moved into the library as SfiI-NotI fragments.
[0101] Most preferably, the display is had on the surface of a derivative of M13 phage. The most preferred vector
contains all the genes of M13, an antibiotic resistance gene, and the display cassette. The preferred vector is provided
with restriction sites that allow introduction and excision of members of the diverse family of genes, as cassettes. The
preferred vector is stable against rearrangement under the growth conditions used to amplify phage.
[0102] In another embodiment of this invention, the diversity captured by the methods of the present invention may
be displayed and/or expressed in a phagemid vector (e.g., pCES1) that displays and/or expresses the peptide, polypeptide
or protein. Such vectors may also be used to store the diversity for subsequent display and/or expression using other
vectors or phage.
[0103] In another embodiment of this invention, the diversity captured by the methods of the present invention may
be displayed and/or expressed in a yeast vector.
[0104] In another embodiment, the mode of display may be through a short linker to anchor domains -- one possible
anchor comprising the final portion of M13 III ("IIIstump") and a second possible anchor being the full length III mature
protein.
[0105] The IIIstump fragment contains enough of M13 III to assemble into phage but not the domains involved in
mediating infectivity. Because the w.t. III proteins are present the phage is unlikely to delete the antibody genes and
phage that do delete these segments receive only a very small growth advantage. For each of the anchor domains, the
DNA encodes the w.t. AA sequence, but differs from the w.t. DNA sequence to a very high extent. This will greatly reduce
the potential for homologous recombination between the anchor and the w.t. gene that is also present (see Example 6).
[0106] Most preferably, the present invention uses a complete phage carrying an antibiotic-resistance gene (such as
an ampicillin-resistance gene) and the display cassette. Because the w.t. iii and possibly viii genes are present, the w.t.
proteins are also present. The display cassette is transcribed from a regulatable promoter (e.g., PLacZ). Use of a regu-
latable promoter allows control of the ratio of the fusion display gene to the corresponding w.t. coat protein. This ratio
determines the average number of copies of the display fusion per phage (or phagemid) particle.
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[0107] In another embodiment of the methods of this invention, the phage or phagemid can display and/or express
proteins other than Fab, by replacing the Fab portions indicated above, with other protein genes.
[0108] Various hosts can be used the display and/or expression aspect of this invention. Such hosts are well known
in the art. In the preferred embodiment, where Fabs are being displayed and/or expressed, the preferred host should
grow at 30°C and be RecA- (to reduce unwanted genetic recombination) and EndA- (to make recovery of RF DNA
easier). It is also preferred that the host strain be easily transformed by electroporation.
[0109] XL1-Blue MRF’ satisfies most of these preferences, but does not grow well at 30°C. XL1-Blue MRF’ does grow
slowly at 38°C and thus is an acceptable host. TG-1 is also an acceptable host although it is RecA+ and EndA+. XL1-
Blue MRF’ is more preferred for the intermediate host used to accumulate diversity prior to final construction of the library.
[0110] After display and/or expression, the libraries of this invention may be screened using well known and conven-
tionally used techniques. The selected peptides, polypeptides or proteins may then be used to treat disease. Generally,
the peptides, polypeptides or proteins for use in therapy or in pharmaceutical compositions are produced by isolating
the DNA encoding the desired peptide, polypeptide or protein from the member of the library selected. That DNA is then
used in conventional methods to produce the peptide, polypeptides or protein it encodes in appropriate host cells,
preferably mammalian host cells, e.g., CHO cells. After isolation, the peptide, polypeptide or protein is used alone or
with pharmaceutically acceptable compositions in therapy to treat disease.

EXAMPLES

Example 1: RACE amplification of heavy and light chain antibody repertoires from autoimmune patients.

[0111] Total RNA was isolated from individual blood samples (50 ml) of 11 patients using a RNAzolTM kit (CINNA/Bi-
otecx), as described by the manufacturer. The patients were diagnosed as follows:

1. SLE and phospholipid syndrome
2. limited systemic sclerosis
3. SLE and Sjogren syndrome
4. Limited Systemic sclerosis
5. Reumatoid Arthritis with active vasculitis
6. Limited systemic sclerosis and Sjogren Syndrome
7. Reumatoid Artritis and (not active) vasculitis
8. SLE and Sjogren syndrome
9. SLE
10. SLE and (active) glomerulonephritis
11. Polyarthritis/ Raynauds Phenomen

From these 11 samples of total RNA, Poly-A+ RNA was isolated using Promega PolyATtract® mRNA Isolation kit
(Promega).
[0112] 250 ng of each poly-A+ RNA sample was used to amplify antibody heavy and light chains with the GeneRAac-
erTM kit (Invitrogen cat no. L1500-01). A schematic overview of the RACE procedure is shown in FIG. 3.
[0113] Using the general protocol of the GeneRAacer™ kit, an RNA adaptor was ligated to the 5’end of all mRNAs.
Next, a reverse transcriptase reaction was performed in the presence of oligo(dT15) specific primer under conditions
described by the manufacturer in the GeneRAacer™ kit.
[0114] 1/5 of the cDNA from the reverse transcriptase reaction was used in a 20 ul PCR reaction. For amplification of
the heavy chain IgM repertoire, a forward primer based on the CH1 chain of IgM [HuCmFOR] and a backward primer
based on the ligated synthetic adaptor sequence [5’A] were used. (See Table 22)
[0115] For amplification of the kappa and lambda light chains, a forward primer that contains the 3’ coding-end of the
cDNA [HuCkFor and HuCLFor2+HuCLfor7] and a backward primer based on the ligated synthetic adapter sequence
[5’A] was used (See Table 22). Specific amplification products after 30 cycles of primary PCR were obtained.
[0116] FIG. 4 shows the amplification products obtained after the primary PCR reaction from 4 different patient samples.
8 ul primary PCR product from 4 different patients was analyzed on a agarose gel [labeled 1,2, 3 and 4]. For the heavy
chain, a product of approximately 950 nt is obtained while for the kappa and lambda light chains the product is approx-
imately 850 nt. M1-2 are molecular weight markers.
[0117] PCR products were also analyzed by DNA sequencing [10 clones from the lambda, kappa or heavy chain
repertoires]. All sequenced antibody genes recovered contained the full coding sequence as well as the 5’ leader se-
quence and the V gene diversity was the expected diversity (compared to literature data).
[0118] 50 ng of all samples from all 11 individual amplified samples were mixed for heavy, lambda light or kappa light
chains and used in secondary PCR reactions.
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[0119] In all secondary PCRs approximately 1 ng template DNA from the primary PCR mixture was used in multiple
50 ul PCR reactions [25 cycles].
[0120] For the heavy chain, a nested biotinylated forward primer [HuCm-Nested] was used, and a nested 5’end
backward primer located in the synthetic adapter-sequence [5’NA] was used. The 5’end lower-strand of the heavy chain
was biotinylated.
[0121] For the light chains, a 5’end biotinylated nested primer in the synthetic adapter was used [5’NA] in combination
with a 3’end primer in the constant region of Ckappa and Clambda, extended with a sequence coding for the AscI
restriction site [ kappa: HuCkForAscI, Lambda: HuCL2-FOR-ASC + HuCL7-FOR-ASC]. [5’end Top strand DNA was
biotinylated]. After gel-analysis the secondary PCR products were pooled and purified with Promega Wizzard PCR
cleanup.
[0122] Approximately 25 ug biotinylated heavy chain, lambda and kappa light chain DNA was isolated from the 11
patients.

Example 2: Capturing kappa chains with BsmAI.

[0123] A repertoire of human-kappa chain mRNAs was prepared using the RACE method of Example 1 from a collection
of patients having various autoimmune diseases.
[0124] This Example followed the protocol of Example 1. Approximately 2 micrograms (ug) of human kappa-chain
(Igkappa) gene RACE material with biotin attached to 5’-end of upper strand was immobilized as in Example 1 on 200
microliters (mL) of Seradyn magnetic beads. The lower strand was removed by washing the DNA with 2 aliquots 200
mL of 0.1 M NaOH (pH 13) for 3 minutes for the first aliquot followed by 30 seconds for the second aliquot. The beads
were neutralized with 200 mL of 10 mM Tris (pH 7.5) 100 mM NaCl. The short oligonucleotides shown in Table 23 were
added in 40 fold molar excess in 100 mL of NEB buffer 2 (50 mM NaCl, 10 mM Tris-HCl, 10 mM MgCl2, 1 mM dithiothreitol
pH 7.9) to the dry beads. The mixture was incubated at 95°C for 5 minutes then cooled down to 55°C over 30 minutes.
Excess oligonucleotide was washed away with 2 washes of NEB buffer 3 (100 mM NaCl, 50 mM Tris-HC1, 10 mM
MgCl2, 1 mM dithiothreitol pH 7.9). Ten units of BsmAI (NEB) were added in NEB buffer 3 and incubated for 1 h at 55°C.
The cleaved downstream DNA was collected and purified over a Qiagen PCR purification column (FIGs. 5 and 6).
[0125] FIG. 5 shows an analysis of digested kappa single-stranded DNA. Approximately 151.5 pmol of adapter was
annealed to 3.79 pmol of immobilized kappa single-stranded DNA followed by digestion with 15 U of BsmAI. The
supernatant containing the desired DNA was removed and analyzed by 5% polyacrylamide gel along with the remaining
beads which contained uncleaved full length kappa DNA. 189 pmol of cleaved single-stranded DNA was purified for
further analysis. Five percent of the original full length ssDNA remained on the beads.
[0126] FIG. 6 shows an analysis of the extender - cleaved kappa ligation. 180 pmol of pre-annealed bridge/extender
was ligated to 1.8 pmol of BsmAI digested single-stranded DNA. The ligated DNA was purified by Qiagen PCR purification
column and analyzed on a 5% polyacrylamide gel. Results indicated that the ligation of extender to single-stranded DNA
was 95% efficient.
[0127] A partially double-stranded adaptor was prepared using the oligonucleotide shown in Table 23. The adaptor
was added to the single-stranded DNA in 100 fold molar excess along with 1000 units of T4 DNA ligase and incubated
overnight at 16°C. The excess oligonucleotide was removed with a Qiagen PCR purification column. The ligated material
was amplified by PCR using the primers kapPCRt1 and kapfor shown in Table 23 for 10 cycles with the program shown
in Table 24. The soluble PCR product was run on a gel and showed a band of approximately 700 n, as expected (FIGs.
7 and 8). The DNA was cleaved with enzymes ApaLI and AscI, gel purified, and ligated to similarly cleaved vector pCES1.
[0128] FIG. 7 shows an analysis of the PCR product from the extender-kappa amplification. Ligated extender-kappa
single-stranded DNA was amplified with primers specific to the extender and to the constant region of the light chain.
Two different template concentrations, 10 ng versus 50 ng, were used as template and 13 cycles were used to generate
approximately 1.5 ug of dsDNA as shown by 0.8% agarose gel analysis.
[0129] FIG. 8 shows an analysis of the purified PCR product from the extender-kappa amplification. Approximately 5
ug of PCR amplified extender-kappa double-stranded DNA was run out on a 0.8% agarose gel, cut out, and extracted
with a GFX gel purification column. By gel analysis, 3.5 ug of double-stranded DNA was prepared.
[0130] The assay for capturing kappa chains with BsmA1 was repeated and produced similar results. FIG 9A shows
the DNA after it was cleaved and collected and purified over a Qiagen PCR purification column. FIG. 9B shows the
partially double-stranded adaptor ligated to the single-stranded DNA. This ligated material was then amplified (FIG. 9C).
The gel showed a band of approximately 700 n.
[0131] Table 25 shows the DNA sequence of a kappa light chain captured by this procedure. Table 26 shows a second
sequence captured by this procedure. The closest bridge sequence was complementary to the sequence 5’-agccacc-
3’, but the sequence captured reads 5’-Tgccacc-3’, showing that some mismatch in the overlapped region is tolerated.
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Example 3: Construction of Synthetic CDR1 and CDR2 Diversity in V-3-23 VH Framework.

[0132] Synthetic diversity in Complementary Determinant Region (CDR) 1 and 2 was created in the 3-23 VH framework
in a two step process: first, a vector containing the 3-23 VH framework was constructed; and then, a synthetic CDR 1
and 2 was assembled and cloned into this vector.
[0133] For construction of the 3-23 VH framework, 8 oligonucleotides and two PCR primers (long oligonucleotides -
TOPFR1A, BOTFR1B, BOTFR2, BOTFR3, F06, BOTFR4, ON-vgC1, and ON-vgC2 and primers - SFPRMET and BOT-
PCRPRIM, shown in Table 27) that overlap were designed based on the Genebank sequence of 3-23 VH framework
region. The design incorporated at least one useful restriction site in each framework region, as shown in Table 27. In
Table 27, the segments that were synthesized are shown as bold, the overlapping regions are underscored, and the
PCR priming regions at each end are underscored.
[0134] A mixture of these 8 oligos was combined at a final concentration of 2.5uM in a 20ul PCR reaction. The PCR
mixture contained 200uM dNTPs, 2.5mM MgCl2, 0.02U Pfu Turbo™ DNA Polymerase, 1U Qiagen HotStart Taq DNA
Polymerase, and 1X Qiagen PCR buffer. The PCR program consisted of 10 cycles of 94_C for 30s, 55_C for 30s, and
72_C for 30s.
[0135] The assembled 3-23 VH DNA sequence was then amplified, using 2.5ul of a 10-fold dilution from the initial
PCR in 100ul PCR reaction. The PCR reaction contained 200uM dNTPs, 2.5mM MgCl2, 0.02U Pfu Turbo™ DNA
Polymerase, 1U Qiagen HotStart Taq DNA Polymerase, 1X Qiagen PCR Buffer and 2 outside primers (SFPRMET and
BOTPCRPRIM) at a concentration of 1uM. The PCR program consisted of 23 cycles at 94_C for 30s, 55_C for 30s, and
72_C for 60s. The 3-23 VH DNA sequence was digested and cloned into pCES1 (phagemid vector) using the SfiI and
BstEII restriction endonuclease sites. All restriction enzymes mentioned herein were supplied by New England BioLabs,
Beverly, MA and used as per the manufacturer’s instructions.
[0136] Stuffer sequences (shown in Table 28 and Table 29) were introduced into pCES1 to replace CDR1/CDR2
sequences (900 bases between BspEI and XbaI RE sites) and CDR3 sequences (358 bases between AflII and BstEII)
prior to cloning the CDR1/CDR2 diversity. This new vector was termed pCES5 and its sequence is given in Table 29.
[0137] Having stuffers in place of the CDRs avoids the risk that a parental sequence would be over-represented in
the library. The stuffer sequences are fragments from the penicillase gene of E. coli. The CDR1-2 stuffer contains
restriction sites for BglII, Bsu36I, BclI, XcmI, MluI, PvuII, HpaI, and HincII, the underscored sites being unique within the
vector pCES5. The stuffer that replaces CDR3 contains the unique restriction endonuclease site RsrII.
[0138] A schematic representation of the design for CDR1 and CDR2 synthetic diversity is shown FIG. 10. The design
was based on the presence of mutations in DP47/3-23 and related germline genes. Diversity was designed to be
introduced at the positions within CDR1 and CDR2 indicated by the numbers in FIG. 10. The diversity at each position
was chosen to be one of the three following schemes: 1 = ADEFGHIKLMNPQRSTVWY; 2 = YRWVGS; 3 = PS, in which
letters encode equimolar mixes of the indicated amino acids.
[0139] For the construction of the CDR1 and CDR2 diversity, 4 overlapping oligonucleotides (ON-vgC1, ON_Br12,
ON_CD2Xba, and ON-vgC2, shown in Table 27 and Table 30) encoding CDR1/2, plus flanking regions, were designed.
A mixture of these 4 oligos was combined at a final concentration of 2.5uM in a 40ul PCR reaction. Two of the 4 oligos
contained variegated sequences positioned at the CDR1 and the CDR2. The PCR mixture contained 200uM dNTPs,
2.5U Pwo DNA Polymerase (Roche), and 1X Pwo PCR buffer with 2mM MgSO4. The PCR program consisted of 10
cycles at 94_C for 30s, 60_C for 30s, and 72_C for 60s. This assembled CDR1/2 DNA sequence was amplified, using
2.5ul of the mixture in 100ul PCR reaction. The PCR reaction contained 200uM dNTPs, 2.5U Pwo DNA Polymerase,
1X Pwo PCR Buffer with 2mM MgSO4 and 2 outside primers at a concentration of 1uM. The PCR program consisted
of 10 cycles at 94_C for 30s, 60_C for 30s, and 72_C for 60s. These variegated sequences were digested and cloned
into the 3-23 VH framework in place of the CDR1/2 stuffer.
[0140] We obtained approximately 7 X 107 independent transformants. CDR3 diversity either from donor populations
or from synthetic DNA can be cloned into the vector containing synthetic CDR1 and CDR 2 diversity.
[0141] A schematic representation of this procedure is shown in FIG. 11. A sequence encoding the FR-regions of the
human V3-23 gene segment and CDR regions with synthetic diversity was made by oligonucleotide assembly and
cloning via BspE1 and Xbal sites into a vector that complements the FR1 and FR3 regions. Into this library of synthetic
VH segments, the complementary VH-CDR3 sequence (top right) was cloned via Xbal an BstEll sites. The resulting
cloned CH genes contain a combination of designed synthetic diversity and natural diversity (see FIG. 11).

Example 4: Cleavage and ligation of the lambda light chains with HinfI.

[0142] A schematic of the cleavage and ligation of antibody light chains is shown in FIGs. 12A and 12B. Approximately
2 ug of biotinylated human Lambda DNA prepared as described in Example 1 was immobilized on 200 ul Seradyn
magnetic beads. The lower strand was removed by incubation of the DNA with 200 ul of 0.1 M NaOH (pH=13) for 3
minutes, the supernatant was removed and an additional washing of 30 seconds with 200 ul of 0.1 M NaOH was
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performed. Supernatant was removed and the beads were neutralized with 200 ul of 10 mM Tris (pH=7.5), 100 mM
NaCl. 2 additional washes with 200 ul NEB2 buffer 2, containing 10 mM Tris (pH=7.9), 50 mM NaCl, 10 mM MgCl2 and
1 mM dithiothreitol, were performed. After immobilization, the amount of ssDNA was estimated on a 5% PAGE-UREA gel.
[0143] About 0.8 ug ssDNA was recovered and incubated in 100 ul NEB2 buffer 2 containing 80 molar fold excess of
an equimolar mix of ON_Lam1aB7, ON_Lam2aB7, ON_Lam3lB7 and ON_Lam3rB7 [each oligo in 20 fold molar excess]
(see Table 31).
[0144] The mixture was incubated at 95° C for 5 minutes and then slowly cooled down to 50° C over a period of 30
minutes. Excess of oligonucleotide was washed away with 2 washes of 200 ul of NEB buffer 2. 4 U/ug of Hinf I was
added and incubated for 1 hour at 50° C. Beads were mixed every 10 minutes.
[0145] After incubation the sample was purified over a Qiagen PCR purification column and was subsequently analysed
on a 5% PAGE-urea gel (see FIG. 13A, cleavage was more than 70% efficient).
[0146] A schematic of the ligation of the cleaved light chains is shown in FIG. 12B. A mix of bridge/extender pairs was
prepared from the Brg/Ext oligo’s listed in Table 31 (total molar excess 100 fold) in 1000 U of T4 DNA Ligase (NEB) and
incubated overnight at 16° C. After ligation of the DNA, the excess oligonucleotide was removed with a Qiagen PCR
purification column and ligation was checked on a Urea-PAGE gel (see FIG. 13B; ligation was more than 95% efficient).
[0147] Multiple PCRs were performed containing 10 ng of the ligated material in an 50 ul PCR reaction using 25 pMol
ON lamPlePCR and 25 pmol of an equimolar mix of Hu-CL2AscI/HuCL7AscI primer (see Example 1).
[0148] PCR was performed at 60° C for 15 cycles using Pfu polymerase. About 1 ug of dsDNA was recovered per
PCR (see FIG. 13C) and cleaved with ApaL1 and AscI for cloning the lambda light chains in pCES2.

Example 5: Capture of human heavy-chain CDR3 population.

[0149] A schematic of the cleavage and ligation of antibody light chains is shown in FIGs. 14A and 14B.
[0150] Approximately 3 ug of human heavy-chain (IgM) gene RACE material with biotin attached to 5’-end of lower
strand was immobilized on 300 uL of Seradyn magnetic beads. The upper strand was removed by washing the DNA
with 2 aliquots 300 uL of 0.1 M NaOH (pH 13) for 3 minutes for the first aliquot followed by 30 seconds for the second
aliquot. The beads were neutralized with 300 uL of 10 mM Tris (pH 7.5) 100 mM NaCl. The REdaptors (oligonucleotides
used to make single-stranded DNA locally double-stranded) shown in Table 32 were added in 30 fold molar excess in
200 uL of NEB buffer 4 (50 mM Potasium Acetate, 20 mM Tris-Acetate, 10 mM Magnesuim Acetate, 1 mM dithiothreitol
pH 7.9) to the dry beads. The REadaptors were incubated with the single-stranded DNA at 80 °C for 5 minutes then
cooled down to 55 °C over 30 minutes. Excess REdaptors were washed away with 2 washes of NEB buffer 4. Fifteen
units of HpyCH4III (NEB) were added in NEB buffer 4 and incubated for 1 hour at 55 °C. The cleaved downstream DNA
remaining on the beads was removed from the beads using a Qiagen Nucleotide removal column (see FIG. 15).
[0151] The Bridge/Extender pairs shown in Table 33 were added in 25 molar excess along with 1200 units of T4 DNA
ligase and incubated overnight at 16 °C. Excess Bridge/Extender was removed with a Qiagen PCR purification column.
The ligated material was amplified by PCR using primers H43.XAExtPCR2 and Hucumnest shown in Table 34 for 10
cycles with the program shown in Table 35.
[0152] The soluble PCR product was run on a gel and showed a band of approximately 500 n, as expected (see FIG.
15B). The DNA was cleaved with enzymes SfiI and NotI, gel purified, and ligated to similarly cleaved vector PCES1.

Example 6: Description of Phage Display Vector CJRA05, a member of the library built in vector DY3F7.

[0153] Table 36 contains an annotated DNA sequence of a member of the library, CJRA05, see FIG. 16. Table 36 is
to be read as follows: on each line everything that follows an exclamation mark "!" is a comment. All occurrences of A,
C, G, and T before "!" are the DNA sequence. Case is used only to show that certain bases constitute special features,
such as restriction sites, ribosome binding sites, and the like, which are labeled below the DNA. CJRA05 is a derivative
of phage DY3F7, obtained by cloning an ApaLI to NotI fragment into these sites in DY3F31. DY3F31 is like DY3F7
except that the light chain and heavy chain genes have been replaced by "stuffer" DNA that does not code for any
antibody. DY3F7 contains an antibody that binds streptavidin, but did not come from the present library.
[0154] The phage genes start with gene ii and continue with genes x, v, vii, ix, viii, iii, vi, i, and iv. Gene iii has been
slightly modified in that eight codons have been inserted between the signal sequence and the mature protein and the
final amino acids of the signal sequence have been altered. This allows restriction enzyme recognition sites EagI and
XbaI to be present. Following gene iv is the phage origin of replication (ori). After ori is bla which confers resistance to
ampicillin (ApR). The phage genes and bla are transcribed in the same sense.
[0155] After bla, is the Fab cassette (illustrated in FIG. 17) comprising:

a) PlacZ promoter,
b) A first Ribosome Binding Site (RBS1),
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c) The signal sequence form M13 iii,
d) An ApaLI RERS,
e) A light chain (a kappa L20::JK1 shortened by one codon at the V-J boundary in this case),
f) An AscI RERS,
g) A second Ribosome Binding Site (RBS2),
h) A signal sequence, preferably PelB, which contains,
i) An SfiI RERS,
j) A synthetic 3-23 V region with diversity in CDR1 and CDR2,
k) A captured CDR3,
l) A partially synthetic J region (FR4 after BstEII),
m) CH1,
n) A NotI RERS,
o) A His6 tag,
p) A cMyc tag,
q) An amber codon,
r) An anchor DNA that encodes the same amino-acid sequence as codons 273 to 424 of M13 iii (as shown in Table 37).
s) Two stop codons,
t) An AvrII RERS, and
u) A trp terminator.

[0156] The anchor (item r) encodes the same amino-acid sequence as do codons 273 to 424 of M13 iii but the DNA
is approximately as different as possible from the wild-type DNA sequence. In Table 36, the III’ stump runs from base
8997 to base 9455. Below the DNA, as comments, are the differences with wild-type iii for the comparable codons with
"!W.T" at the ends of these lines. Note that Met and Trp have only a single codon and must be left as is. These AA types
are rare. Ser codons can be changed at all three base, while Leu and Arg codons can be changed at two.
[0157] In most cases, one base change can be introduced per codon. This has three advantages: 1) recombination
with the wild-type gene carried elsewhere on the phage is less likely, 2) new restriction sites can be introduced, facilitating
construction; and 3) sequencing primers that bind in only one of the two regions can be designed.
[0158] The fragment of M13 III shown in CJRA05 is the preferred length for the anchor segment. Alternative longer
or shorter anchor segments defined by reference to whole mature III protein may also be utilized.
[0159] The sequence of M13 III consists of the following elements: Signal Sequence::Domain 1 (D1)::Linker 1 (L1)::Do-
main 2 (D2)::Linker 2 (L2)::Domain 3 (D3)::Transmembrane Segment (TM):: Intracellular anchor (IC) (see Table 38).
[0160] The pIII anchor (also known as trpIII) preferably consists of D2::L2::D3::TM::IC. Another embodiment for the
pIII anchor consists of D2’::L2::D3::TM::IC (where D2’ comprises the last 21 residues of D2 with the first 109 residues
deleted). A further embodiment of the pIII anchor consists of D2’(C>S)::L2::D3::TM::IC (where D2’(C>S) is D2’ with the
single C converted to S), and d) D3::TM::IC.
[0161] Table 38 shows a gene fragment comprising the NotI site, His6 tag, cMyc tag, an amber codon, a recombinant
enterokinase cleavage site, and the whole of mature M13 III protein. The DNA used to encode this sequence is intentionally
very different from the DNA of wild-type gene iii as shown by the lines denoted "W.T." containing the w.t. bases where
these differ from this gene. III is divided into domains denoted "domain 1" "linker 1" "domain 2", "linker 2", "domain 3",
"transmembrane segment", and "intracellular anchor".
[0162] Alternative preferred anchor segments (defined by reference to the sequence of Table 38) include:

codons 1-29 joined to codons 104-435, deleting domain 1 and retaining linker 1 to the end;
codons 1-38 joined to codons 104-435, deleting domain land retaining the rEK cleavage site plus linker 1 to the end
from III;
codons 1-29 joined to codons 236-435, deleting domain 1, linker 1, and most of domain 2 and retaining linker 2 to
the end;
codons 1-38 joined to codons 236-435, deleting domain 1, linker 1, and most of domain 2 and retaining linker 2 to
the end and the rEK cleavage site;
codons 1-29 joined to codons 236-435 and changing codon 240 to Ser(e.g., agc), deleting domain 1, linker 1, and
most of domain 2 and retaining linker 2 to the end; and
codons 1-38 joined to codons 236-435 and changing codon 240 to Ser (e.g., agc), deleting domain 1, linker 1, and
most of domain 2 and retaining linker 2 to the end and the rEK cleavage site.

[0163] The constructs would most readily be made by methods similar to those of Wang and Wilkinson (Biotechniques
2001: 31(4)722-724) in which PCR is used to copy the vector except the part to be deleted and matching restriction sites
are introduced or retained at either end of the part to be kept. Table 39 shows the oligonucleotides to be used in deleting
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parts of the III anchor segment. The DNA shown in Table 38 has an NheI site before the DINDDRMA recombinant
enterokinase cleavage site (rEKCS). If NheI is used in the deletion process with this DNA, the rEKCS site would be lost.
This site could be quite useful in cleaving Fabs from the phage and might facilitate capture of very high-afffinity antibodies.
One could mutagenize this sequence so that the NheI site would follow the rEKCS site, an Ala Ser amino-acid sequence
is already present. Alternatively, one could use SphI for the deletions. This would involve a slight change in amino acid
sequence but would be of no consequence.

Example 7 : Selection of antigen binders from an enriched library of human antibodies using phage vector 
DY3F31.

[0164] In this example the human antibody library used is described in de Haard et al., (Journal of Biological Chemistry,
274 (26): 18218-30 (1999). This library, consisting of a large non-immune human Fab phagemid library, was first enriched
on antigen, either on streptavidin or on phenyl-oxazolone (phOx). The methods for this are well known in the art. Two
preselected Fab libraries, the first one selected once on immobilized phOx-BSA (R1-ox) and the second one selected
twice on streptavidin (R2-strep), were chosen for recloning.
[0165] These enriched repertoires of phage antibodies, in which only a very low percentage have binding activity to
the antigen used in selection, were confirmed by screening clones in an ELISA for antigen binding. The selected Fab
genes were transferred from the phagemid vector of this library to the DY3F31 vector via ApaL1-Not1 restriction sites.
[0166] DNA from the DY3F31 phage vector was pretreated with ATP dependent DNAse to remove chromosomal DNA
and then digested with ApaL1 and Not1.
An extra digestion with AscI was performed in between to prevent self-ligation of the vector. The ApaL1/NotI Fab fragment
from the preselected libraries was subsequently ligated to the vector DNA and transformed into competent XL1-blue
MRF’ cells.
[0167] Libraries were made using vector:insert ratios of 1:2 for phOx-library and 1:3 for STREP library, and using 100
ng ligated DNA per 50 ml of electroporation-competent cells (electroporation conditions : one shock of 1700 V, 1 hour
recovery of cells in rich SOC medium, plating on amplicillin-containing agar plates).
[0168] This transformation resulted in a library size of 1.6 x 106 for R1-ox in DY3F31 and 2.1 x 106 for R2-strep in
DY3F31. Sixteen colonies from each library were screened for insert, and all showed the correct size insert (61400 bp)
(for both libraries).
[0169] Phage was prepared from these Fab libraries as follows. A representative sample of the library was inoculated
in medium with ampicillin and glucose, and at OD 0.5, the medium exchanged for ampicillin and 1 mM IPTG. After
overnight growth at 37 °C, phage was harvested from the supernatant by PEG-NaCl precipitation. Phage was used for
selection on antigen. R1-ox was selected on phOx-BSA coated by passive adsorption onto immunotubes and R2-strep
on streptavidin coated paramagnetic beads (Dynal, Norway), in procedures described in de Haard et. al. and Marks et.
al., Journal of Molecular Biology, 222(3): 581-97 (1991). Phage titers and enrichments are given in Table 40.
[0170] Clones from these selected libraries, dubbed R2-ox and R3-strep respectively, were screened for binding to
their antigens in ELISA. 44 clones from each selection were picked randomly and screened as phage or soluble Fab for
binding in ELISA. For the libraries in DY3F31, clones were first grown in 2TY-2% glucose-50 mg/ml AMP to an OD600
of approximately 0.5, and then grown overnight in 2TY-50 mg/ml AMP +/- 1mM IPTG. Induction with IPTG may result in
the production of both phage-Fab and soluble Fab. Therefore the (same) clones were also grown without IPTG. Table
41 shows the results of an ELISA screening of the resulting supernatant, either for the detection of phage particles with
antigen binding (Anti-M13 HRP = anti-phage antibody), or for the detection of human Fabs, be it on phage or as soluble
fragments, either with using the anti-myc antibody 9E10 which detects the myc-tag that every Fab carries at the C-
terminal end of the heavy chain followed by a HRP-labeled rabbit-anti-Mouse serum (column 9E10/RAM-HRP), or with
anti-light chain reagent followed by a HRP-labeled goat-anti-rabbit antiserum(anti-CK/CL Gar-HRP).
[0171] The results shows that in both cases antigen-binders are identified in the library, with as Fabs on phage or with
the anti-Fab reagents (Table 41). IPTG induction yields an increase in the number of positives. Also it can be seen that
for the phOx-clones, the phage ELISA yields more positives than the soluble Fab ELISA, most likely due to the avid
binding of phage. Twenty four of the ELISA-positive clones were screened using PCR of the Fab-insert from the vector,
followed by digestion with BstNI. This yielded 17 different patterns for the phOx-binding Fab’s in 23 samples that were
correctly analyzed, and 6 out of 24 for the streptavidin binding clones. Thus, the data from the selection and screening
from this pre-enriched non-immune Fab library show that the DY3F31 vector is suitable for display and selection of Fab
fragments, and provides both soluble Fab and Fab on phage for screening experiments after selection.

Example 8: Selection of Phage-antibody libraries on streptavidin magnetic beads.

[0172] The following example describes a selection in which one first depletes a sample of the library of binders to
streptavidin and optionally of binders to a non-target (i.e., a molecule other than the target that one does not want the



EP 1 578 903 B2

20

5

10

15

20

25

30

35

40

45

50

55

selected Fab to bind). It is hypothesized that one has a molecule, termed a "competitive ligand", which binds the target
and that an antibody which binds at the same site would be especially useful.
[0173] For this procedure Streptavidin Magnetic Beads (Dynal) were blocked once with blocking solution (2% Marvel
Milk, PBS (pH 7.4), 0.01% Tween-20 ("2%MPBST")) for 60 minutes at room temperature and then washed five times
with 2%MPBST. 450 mL of beads were blocked for each depletion and subsequent selection set.
[0174] Per selection, 6.25 mL of biotinylated depletion target (1 mg/mL stock in PBST) was added to 0.250 mL of
washed, blocked beads (from step 1). The target was allowed to bind overnight, with tumbling, at 4°C. The next day,
the beads are washed 5 times with PBST.
[0175] Per selection, 0.010 mL of biotinylated target antigen (1 mg/mL stock in PBST) was added to 0.100 mL of
blocked and washed beads (from step 1). The antigen was allowed to bind overnight, with tumbling, at 4°C. The next
day, the beads were washed 5 times with PBST.
[0176] In round 1, 2 X 1012 up to 1013 plaque forming units (pfu) per selection were blocked against non-specific
binding by adding to 0.500 mL of 2%MPBS (=2%MPBST without Tween) for 1 hr at RT (tumble). In later rounds, 1011
pfu per selection were blocked as done in round 1.
[0177] Each phage pool was incubated with 50 mL of depletion target beads (final wash supernatant removed just
before use) on a Labquake rotator for 10 min at room temperature. After incubation, the phage supernatant was removed
and incubated with another 50 mL of depletion target beads. This was repeated 3 more times using depletion target
beads and twice using blocked streptavidin beads for a total of 7 rounds of depletion, so each phage pool required 350
mL of depletion beads.
[0178] A small sample of each depleted library pool was taken for titering. Each library pool was added to 0.100 mL
of target beads (final wash supernatant was removed just before use) and allowed to incubate for 2 hours at room
temperature (tumble).
[0179] Beads were then washed as rapidly as possible (e.g., 3 minutes total) with 5 X 0.500 mL PBST and then 2X
with PBS. Phage still bound to beads after the washing were eluted once with 0.250 mL of competitive ligand (∼1 mmM)
in PBST for 1 hour at room temperature on a Labquake rotator. The eluate was removed, mixed with 0.500 mL Minimal
A salts solution and saved. For a second selection, 0.500 mL 100 mM TEA was used for elution for 10 min at RT, then
neutralized in a mix of 0.250 mL of 1 M Tris, pH 7.4 + 0.500 mL Min A salts.
[0180] After the first selection elution, the beads can be eluted again with 0.300 mL of non-biotinylated target (1 mg/mL)
for 1 hr at RT on a Labquake rotator. Eluted phage are added to 0.450 mL Minimal A salts.
[0181] Three eluates (competitor from 1st selection, target from 1st selection and neutralized TEA elution from 2nd
selection) were kept separate and a small aliquot taken from each for titering. 0.500 mL Minimal A salts were added to
the remaining bead aliquots after competitor and target elution and after TEA elution. Take a small aliquot from each
was taken for tittering.
[0182] Each elution and each set of eluted beads was mixed with 2X YT and an aliquot (e.g., 1 mL with 1. E 10/mL)
of XL1-Blue MRF’ E. coli cells (or other F’ cell line) which had been chilled on ice after having been grown to mid-
logarithmic phase, starved and concentrated (see procedure below - "Mid-Log prep of XL-1 blue MRF’ cells for infection").
[0183] After approximately 30 minutes at room temperature, the phage/cell mixtures were spread onto Bio-Assay
Dishes (243 X 243 X 18 mm, Nalge Nunc) containing 2XYT, 1mM IPTG agar. The plates were incubated overnight at
30°C. The next day, each amplified phage culture was harvested from its respective plate. The plate was flooded with
35 mL TBS or LB, and cells were scraped from the plate. The resuspended cells were transferred to a centrifuge bottle.
An additional 20 mL TBS or LB was used to remove any cells from the plate and pooled with the cells in the centrifuge
bottle. The cells were centrifuged out, and phage in the supernatant was recovered by PEG precipitation. Over the next
day, the amplified phage preps were titered.
[0184] In the first round, two selections yielded five amplified eluates. These amplified eluates were panned for 2-3
more additional rounds of selection using ~1. E 12 input phage/round. For each additional round, the depletion and
target beads were prepared the night before the round was initiated.
[0185] For the elution steps in subsequent rounds, all elutions up to the elution step from which the amplified elution
came from were done, and the previous elutions were treated as washes. For the bead infection amplified phage, for
example, the competitive ligand and target elutions were done and then tossed as washes (see below). Then the beads
were used to infect E. coli. Two pools, therefore, yielded a total of 5 final elutions at the end of the selection.

1st selection set

[0186]

A. Ligand amplified elution: elute w/ ligand for 1 hr, keep as elution

B. Target amplified elution: elute w/ ligand for 1 hr, toss as wash elute w/ target for 1 hr, keep as elution
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C. Bead infect. amp. elution: elute w/ ligand for 1 hr, toss as wash elute w/ target for 1 hr, toss as wash elute w/ cell
infection, keep as elution

2nd selection set

[0187]

A. TEA amplified elution; elute w/ TEA 10min, keep as elution

B. Bead infect. amp. elution; elute w/ TEA 10min, toss as wash elute w/ cell infection, keep as elution

Mid-log prep of XL1 blue MRF’ cells for infection (based on Barbas et al. Phage Display manual procedure)

[0188] Culture XL1 blue MRF’ in NZCYM (12.5 mg/mL tet) at 37°C and 250 rpm overnight. Started a 500 mL culture
in 2 liter flask by diluting cells 1/50 in NZCYM/tet (10 mL overnight culture added) and incubated at 37°C at 250 rpm
until OD600 of 0.45 (1.5-2 hrs) was reached. Shaking was reduced to 100 rpm for 10 min. When OD600 reached between
0.55-0.65, cells were transferred to 2 x 250 mL centrifuge bottles, centrifuged at 600 g for 15 min at 4°C. Supernatant
was poured off. Residual liquid was removed with a pipette.
[0189] The pellets were gently resuspended (not pipetting up and down) in the original volume of 1 X Minimal A salts
at room temp. The resuspended cells were transferred back into 2-liter flask, shaken at 100 rpm for 45 min at 37°C. This
process was performed in order to starve the cells and restore pili. The cells were transferred to 2 x 250 mL centrifuge
bottles, and centrifuged as earlier.
[0190] The cells were gently resuspended in ice cold Minimal A salts (5 mL per 500 mL original culture). The cells
were put on ice for use in infections as soon as possible.
[0191] The phage eluates were brought up to 7.5 mL with 2XYT medium and 2.5 mL of cells were added. Beads were
brought up to 3 mL with 2XYT and 1 mL of cells were added. Incubated at 37oC for 30 min. The cells were plated on
2XYT, 1 mM IPTG agar large NUNC plates and incubated for 18 hr at 30°C.

Example 9: Incorporation of synthetic region in FR1/3 region.

[0192] Described below are examples for incorporating of fixed residues in antibody sequences for light chain kappa
and lambda genes, and for heavy chains. The experimental conditions and oligonucleotides used for the examples below
have been described in previous examples (e.g., Examples 3 & 4).
[0193] The process for incorporating fixed FR1 residues in an antibody lambda sequence consists of 3 steps (see
FIG. 18): (1) annealing of single-stranded DNA material encoding VL genes to a partially complementary oligonucleotide
mix (indicated with Ext and Bridge), to anneal in this example to the region encoding residues 5-7 of the FR1 of the
lambda genes (indicated with X..X; within the lambda genes the overlap may sometimes not be perfect); (2) ligation of
this complex; (3) PCR of the ligated material with the indicated primer (’PCRpr’) and for example one primer based within
the VL gene. In this process the first few residues of all lambda genes will be encoded by the sequences present in the
oligonucleotides (Ext., Bridge or PCRpr). After the PCR, the lambda genes can be cloned using the indicated restriction
site for ApaLI.
[0194] The process for incorporating fixed FR1 residues in an antibody kappa sequence (FIG. 19) consists of 3 steps :
(1) annealing of single-stranded DNA material encoding VK genes to a partially complementary oligonucleotide mix
(indicated with Ext and Bri), to anneal in this example to the region encoding residues 8-10 of the FR1 of the kappa
genes (indicated with X..X; within the kappa genes the overlap may sometimes not be perfect) ; (2) ligation of this
complex; (3) PCR of the ligated material with the indicated primer (’PCRpr’) and for example one primer based within
the VK gene. In this process the first few (8) residues of all kappa genes will be encode by the sequences present in
the oligonucleotides (Ext., Bridge or PCRpr.). After the PCR, the kappa genes can be cloned using the indicated restriction
site for ApaLI.
[0195] The process of incorporating fixed FR3 residues in a antibody heavy chain sequence (FIG. 20) consists of 3
steps : (1) annealing of single-stranded DNA material encoding part of the VH genes (for example encoding FR3, CDR3
and FR4 regions) to a partially complementary oligonucleotide mix (indicated with Ext and Bridge), to anneal in this
example to the region encoding residues 92-94 (within the FR3 region) of VH genes (indicated with X..X; within the VH
genes the overlap may sometimes not be perfect); (2) ligation of this complex; (3) PCR of the ligated material with the
indicated primer (’PCRpr’) and for example one primer based within the VH gene (such as in the FR4 region). In this
process certain residues of all VH genes will be encoded by the sequences present in the oligonucleotides used here,
in particular from PCRpr (for residues 70-73), or from Ext/Bridge oligonucleotides (residues 74-91). After the PCR, the
partial VH genes can be cloned using the indicated restriction site for XbaI.
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Table 2: Enzymes that either cut 15 or more human GLGs or have 5+-base recognition in FR3
Typical entry:
REname Recognition #sites

GLGid#:base# GLGid#:base# GLGid#:base#.....

BstEII Ggtnacc 2

1: 3 48: 3
There are 2 hits at base# 3

MaeIII gtnac 36
1: 4 2: 4 3: 4 4: 4 5: 4 6: 4
7: 4 8: 4 9: 4 10: 4 11: 4 37: 4

37: 58 38: 4 38: 58 39: 4 39: 58 40: 4
40: 58 41: 4 41: 58 42: 4 42: 58 43: 4
43: 58 44: 4 44: 58 45: 4 45: 58 46: 4
46: 58 47: 4 47: 58 48: 4 49: 4 50: 58

There are 24 hits at base# 4

Tsp45I gt sac 33
1: 4 2: 4 3: 4 4: 4 5: 4 6: 4
7: 4 8: 4 9: 4 10: 4 11: 4 37: 4

37: 58 38: 4 38: 58 39: 58 40: 4 40: 58
41: 58 42: 58 43: 4 43: 58 44: 4 44: 58

45: 4 45: 58 46: 4 46: 58 47: 4 47: 58
48: 4 49: 4 50: 58

There are 21 hits at base# 4

HphI tcacc 45
1: 5 2: 5 3: 5 4: 5 5: 5 6: 5

7: 5 8: 5 11: 5 12: 5 12: 11 13: 5
14: 5 15: 5 16: 5 17: 5 18: 5 19: 5
20: 5 21: 5 22: 5 23: 5 24: 5 25: 5
26: 5 27: 5 28: 5 29: 5 30: 5 31: 5
32: 5 33: 5 34: 5 35: 5 36: 5 37: 5
38: 5 40: 5 43: 5 44: 5 45: 5 46: 5

47: 5 48: 5 49: 5
There are 44 hits at base# 5
NIaIII CATG 26

1: 9 1: 42 2: 42 3: 9 3: 42 4: 9
4: 42 5: 9 5: 42 6: 42 6: 78 7: 9
7: 42 8: 21 8: 92 9: 42 10: 42 11: 42

12: 57 13: 48 13: 57 14: 57 31: 72 38: 9
48: 78 49: 78

There are 11 hits at base# 42
There are 1 hits at base# 48 Could cause raggedness.

BsaJI Ccnngg 37
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(continued)

Typical entry:
REname Recognition #sites
GLGid#:base# GLGid#:base# GLGid#:base#.....

1: 14 2: 14 5: 14 6: 14 7: 14 8: 14
8: 65 9: 14 10: 14 11: 14 12: 14 13: 14

14: 14 15: 65 17: 14 17: 65 18: 65 19: 65
20: 65 21: 65 22: 65 26: 65 29: 65 30: 65
33: 65 34: 65 35: 65 37: 65 38: 65 39: 65
40: 65 42: 65 43: 65 48: 65 49: 65 50: 65
51: 14

There are 23 hits at base# 65

There are 14 hits at base# 14

AluI AGct 42
1: 47 2: 47 3: 47 4: 47 5: 47 6: 47
7: 47 8: 47 9: 47 10: 47 11: 47 16: 63

23: 63 24: 63 25: 63 31: 63 32: 63 36: 63

37: 47 37: 52 38: 47 38: 52 39: 47 39: 52

40: 47 40: 52 41: 47 41: 52 42: 47 42: 52

43: 47 43: 52 44: 47 44: 52 45: 47 45: 52

46: 47 46: 52 47: 47 47: 52 49: 15 50: 47

There are 23 hits at base# 47
There are 11 hits at base# 52 Only 5 bases from 47

BlpI GCtnagc 21
1: 48 2: 48 3: 48 5: 48 6: 48 7: 48
8: 48 9: 48 10: 48 11: 48 37: 48 38: 48

39: 48 40: 48 41: 48 42: 48 43: 48 44: 48
45: 48 46: 48 47: 48

There are 21 hits at base# 48

MwoI GCNNNNNnngc 19
1: 48 2: 28 19: 36 22: 36 23: 36 24: 36

25: 36 26: 36 35: 36 37: 67 39: 67 40: 67
41: 67 42: 67 43: 67 44: 67 45: 67 46: 67
47: 67

There are 10 hits at base# 67

There are 7 hits at base# 36

DdeI Ctnag 71
1: 49 1: 58 2: 49 2: 58 3: 49 3: 58
3: 65 4: 49 4: 58 5: 49 5: 58 5: 65
6: 49 6: 58 6: 65 7: 49 7: 58 7: 65

8: 49 8: 58 9: 49 9: 58 9: 65 10: 49

10: 58 10: 65 11: 49 11: 58 11: 65 15: 58

16: 58 16: 65 17: 58 18: 58 20: 58 21: 58

22: 58 23: 58 23: 65 24: 58 24: 65 25: 58

25: 65 26: 58 27: 58 27: 65 28: 58 30: 58
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(continued)

Typical entry:
REname Recognition #sites
GLGid#:base# GLGid#:base# GLGid#:base#.....

31: 58 31: 65 32: 58 32: 65 35: 58 36: 58

36: 65 37: 49 38: 49 39: 26 39: 49 40: 49
41: 49 42: 26 42: 49 43: 49 44: 49 45: 49
46: 49 47: 49 48: 12 49 12 51: 65

There are 29 hits at base# 58
There are 22 hits at base# 49 Only nine base from 58
There are 16 hits at base# 65 Only seven bases from 58

BglII Agatct 11
1: 61 2: 61 3: 61 4: 61 5: 61 6: 61
7: 61 9: 61 10: 61 11: 61 51: 47

There are 10 hits at base# 61

BstYI Rgatcy 12
1: 61 2: 61 3: 61 4: 61 5: 61 6: 61
7: 61 8: 61 9: 61 10: 61 11: 61 51: 47

There are 11 hits at base# 61
Hpy188I TCNga 17

1: 64 2: 64 3: 64 4: 64 5: 64 6: 64
7: 64 8: 64 9: 64 10: 64 11: 64 16: 57

20: 57 27: 57 35: 57 48: 67 49: 67
There are 11 hits at base# 64
There are 4 hits at base# 57
There are 2 hits at base# 67 Could be ragged.

MslI CAYNNnnRTG 44
1: 72 2: 72 3: 72 4: 72 5: 72 6: 72
7: 72 8: 72 9: 72 10: 72 11: 72 15: 72

17: 72 18: 72 19: 72 21: 72 23: 72 24: 72
25: 72 26: 72 28: 72 29: 72 30: 72 31: 72

32: 72 33: 72 34: 72 35: 72 36: 72 37: 72
38: 72 39: 72 40: 72 41: 72 42: 72 43: 72
44: 72 45: 72 46: 72 47: 72 48: 72 49: 72
50: 72 51: 72

There are 44 hits at base# 72

BsiEI CGRYcg 23
1: 74 3: 74 4: 74 5: 74 7: 74 8: 74
9: 74 10: 74 11: 74 17: 74 22: 74 30: 74

33: 74 34: 74 37: 74 38: 74 39: 74 40: 74
41: 74 42: 74 45: 74 46: 74 47: 74

There are 23 hits at base# 74

EaeI Yggccr 23
1: 74 3: 74 4: 74 5: 74 7: 74 8: 74
9: 74 10: 74 11: 74 17: 74 22: 74 30: 74

33: 74 34: 74 37: 74 38: 74 39: 74 40: 74
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(continued)

Typical entry:
REname Recognition #sites
GLGid#:base# GLGid#:base# GLGid#:base#.....

41: 74 42: 74 45: 74 46: 74 47: 74
There are 23 hits at base# 74

EagI Cggccg 23
1: 74 3: 74 4: 74 5: 74 7: 74 8: 74
9: 74 10: 74 11: 74 17: 74 22: 74 30: 74

33: 74 34: 74 37: 74 38: 74 39: 74 40: 74
41: 74 42: 74 45: 74 46: 74 47: 74

There are 23 hits at base# 74
HaeIII GGcc 27

1: 75 3: 75 4: 75 5: 75 7: 75 8: 75
9: 75 10: 75 11: 75 16: 75 17: 75 20: 75

22: 75 30: 75 33: 75 34: 75 37: 75 38: 75
39: 75 40: 75 41: 75 42: 75 45: 75 46: 75

47: 75 48: 63 49: 63
There are 25 hits at base# 75

Bst4CI ACNgt 65°C 63 Sites There is a third isoschismer
1: 86 2: 86 3: 86 4: 86 5: 86 6: 86

7: 34 7: 86 8: 86 9: 86 10: 86 11: 86
12: 86 13: 86 14: 86 15: 36 15: 86 16: 53
16: 86 17: 36 17: 86 18: 86 19: 86 20: 53
20: 86 21: 36 21: 86 22: 0 22: 86 23: 86
24: 86 25: 86 26: 86 27: 53 27: 86 28: 36
28: 86 29: 86 30: 86 31: 86 32: 86 33: 36

33: 86 34: 86 35: 53 35: 86 36: 86 37: 86
38: 86 39: 86 40: 86 41: 86 42: 86 43: 86
44: 86 45: 86 46: 86 47: 86 48: 86 49: 86
50: 86 51: 0 51: 86

There are 51 hits at base# 86 All the other sites are well away

HpyCH4III ACNgt 63
1: 86 2: 86 3: 86 4: 86 5: 86 6: 86
7: 34 7: 86 8: 86 9: 86 10: 86 11: 86

12: 86 13: 86 14: 86 15: 36 15: 86 16: 53
16: 86 17: 36 17: 86 18: 86 19: 86 20: 53
20: 86 21: 36 21: 86 22: 0 22: 86 23: 86

24: 86 25: 86 26: 86 27: 53 27: 86 28: 36
28: 86 29: 86 30: 86 31: 86 32: 86 33: 36
33: 86 34: 86 35: 53 35: 86 36: 86 37: 86
38: 86 39: 86 40: 86 41: 86 42: 86 43: 86
44: 86 45: 86 46: 86 47: 86 48: 86 49: 86
50: 86 51: 0 51: 86

There are 51 hits at base# 86
HinfI Gantc 43

2: 2 3: 2 4: 2 5: 2 6: 2 7: 2
8: 2 9: 2 9: 22 10: 2 11: 2 15: 2

16: 2 17: 2 18: 2 19: 2 19: 22 20: 2
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(continued)

Typical entry:
REname Recognition #sites
GLGid#:base# GLGid#:base# GLGid#:base#.....

21: 2 23: 2 24: 2 25: 2 26: 2 27: 2
28: 2 29: 2 30: 2 31: 2 32: 2 33: 2

33: 22 34: 22 35: 2 36: 2 37: 2 38: 2
40: 2 43: 2 44: 2 45: 2 46: 2 47: 2

50: 60
There are 38 hits at base# 2

MlyI GAGTCNNNNNn 18

2: 2 3: 2 4: 2 5: 2 6: 2 7: 2
8: 2 9: 2 10: 2 11: 2 37: 2 38: 2

40: 2 43: 2 44: 2 45: 2 46: 2 47: 2
There are 18 hit ts at bas e# 2

PleI gagtc 18

2: 2 3: 2 4: 2 5: 2 6: 2 7: 2
8: 2 9: 2 10: 2 11: 2 37: 2 38: 2

40: 2 43: 2 44: 2 45: 2 46: 2 47: 2
There are 18 hits at base# 2
AciI Ccgc 24

2: 26 9: 14 10: 14 11: 14 27: 74 37: 62

37: 65 38: 62 39: 65 40: 62 40: 65 41: 65

42: 65 43: 62 43: 65 44: 62 44: 65 45: 62

46: 62 47: 62 47: 65 48: 35 48: 74 49: 74

There are 8 hits at base# 62
There are 8 hits at base# 65
There are 3 hits at base# 14
There are 3 hits at base# 74

There are 1 hits at base# 26
There are 1 hits at base# 35
-"- Gcgg 11

8: 91 9: 16 10: 16 11: 16 37: 67 39: 67
40: 67 42: 67 43: 67 45: 67 46: 67

There are 7 hits at base# 67

There are 3 hits at base# 16
There are 1 hits at base# 91
BsiHKAI GWGCWc 20

2: 30 4: 30 6: 30 7: 30 9: 30 10: 30
12: 89 13: 89 14: 89 37: 51 38: 51 39: 51
40: 51 41: 51 42: 51 43: 51 44: 51 45: 51

46: 51 47: 51
There are 11 hits at base# 51

Bsp1286I GDGCHc 20
2: 30 4: 30 6: 30 7: 30 9: 30 10: 30

12: 89 13: 89 14: 89 37: 51 38: 51 39: 51

40: 51 41: 51 42: 51 43: 51 44: 51 45: 51
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(continued)

Typical entry:
REname Recognition #sites
GLGid#:base# GLGid#:base# GLGid#:base#.....

46: 51 47: 51
There are 11 hits at base# 51

HgiAI GWGCWc 20
2: 30 4: 30 6: 30 7: 30 9: 30 10: 30

12: 89 13: 89 14: 89 37: 51 38: 51 39: 51
40: 51 41: 51 42: 51 43: 51 44: 51 45: 51
46: 51 47: 51

There are 11 hits at base# 51

BsoFI GCngc 26
2: 53 3: 53 5: 53 6: 53 7: 53 8: 53
8: 91 9: 53 10: 53 11: 53 31: 53 36: 36

37: 64 39: 64 40: 64 41: 64 42: 64 43: 64

44: 64 45: 64 46: 64 47: 64 48: 53 49: 53
50: 45 51: 53

There are 13 hits at base# 53
There are 10 hits at base# 64

TseI Gcwgc 17
2: 53 3: 53 5: 53 6: 53 7: 53 8: 53
9: 53 10: 53 11: 53 31: 53 36: 36 45: 64

46: 64 48: 53 49: 53 50: 45 51: 53
There are 13 hits at base# 53
MnlI gagg 34

3: 67 3: 95 4: 51 5: 16 5: 67 6: 67
7: 67 8: 67 9: 67 10: 67 11: 67 15: 67

16: 67 17: 67 19: 67 20: 67 21: 67 22: 67
23: 67 24: 67 25: 67 26: 67 27: 67 28: 67
29: 67 30: 67 31: 67 32: 67 33: 67 34: 67
35: 67 36: 67 50: 67 51: 67

There are 31 hits at base# 67

HpyCH4V TGca 34
5: 90 6: 90 11: 90 12: 90 13: 90 14: 90

15: 44 16: 44 16: 90 17: 44 18: 90 19: 44
20: 44 21: 44 22: 44 23: 44 24: 44 25: 44

26: 44 27: 44 27: 90 28: 44 29: 44 33: 44
34: 44 35: 44 35: 90 36: 38 48: 44 49: 44
50: 44 50: 90 51: 44 51: 52

There are 21 hits at base# 44
There are 1 hits at base# 52

AccI GTmkac 13 5-base recognition
7: 37 11: 24 37: 16 38: 16 39: 16 40: 16

41: 16 42: 16 43: 16 44: 16 45: 16 96: 16
47: 16

There are 11 hits at base# 16



EP 1 578 903 B2

32

5

10

15

20

25

30

35

40

45

50

55

(continued)

Typical entry:
REname Recognition #sites
GLGid#:base# GLGid#:base# GLGid#:base#.....

SacII CCGCgg 8 6-base recognition

9: 14 10: 14 11: 14 37: 65 39: 65 40: 65
42: 65 43: 65

There are 5 hits at base# 65
There are 3 hits at base# 14

TfiI Gawtc 24

9: 22 15: 2 16: 2 17: 2 18: 2 19: 2
19: 22 20: 2 21: 2 23: 2 24: 2 25: 2

26: 2 27: 2 28: 2 29: 2 30: 2 31: 2
32: 2 33: 2 33: 22 34: 22 35: 2 36: 2

There are 20 hits at base# 2
BsmAI Nnnnnngagac 19

15: 11 16: 11 20: 11 21: 11 22: 11 23: 11
24: 11 25: 11 26: 11 27: 11 28: 11 28: 56
30: 11 31: 11 32: 11 35: 11 36: 11 44: 87
48: 87

There are 16 hits at base# 11

Bpml ctccag 19
15: 12 16: 12 17: 12 18: 12 20: 12 21: 12
22: 12 23: 12 24: 12 25: 12 26: 12 27: 12
28: 12 30: 12 31: 12 32: 12 34: 12 35: 12
36: 12

There are 19 hits at base# 12

XmnI GAANNnnttc 12
37: 30 38: 30 39: 30 40: 30 41: 30 42: 30
43: 30 44: 30 45: 30 46: 30 47: 30 50: 30

There are 12 hits at base# 30

BsrI NCcagt 12
37: 32 38: 32 39: 32 40: 32 41: 32 42: 32
43: 32 44: 32 45: 32 46: 32 47: 32 50: 32

There are 12 hits at base# 32

BanII GRGCYc 11
37: 51 38: 51 39: 51 40: 51 41: 51 42: 51
43: 51 44: 51 45: 51 46: 51 47: 51

There are 11 hits at base# 51

Ecll36I GAGctc 11

37: 51 38: 51 39: 51 40: 51 41: 51 42: 51
43: 51 44: 51 45: 51 46: 51 47: 51

There are 11 hits at base# 51

SacI GAGCTc 11
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(continued)

Typical entry:
REname Recognition #sites
GLGid#:base# GLGid#:base# GLGid#:base#.....

37: 51 38: 51 39: 51 40: 51 41: 51 42: 51
43: 51 44: 51 45: 51 46: 51 47: 51

There are 11 hits at base# 51
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Table 7: RERS sites in Human HC GLG FR1s where there are at least 20 GLGs cut
BsgI GTGCAG 71 (cuts 16/14 bases to right)

1: 4 1: 13 2: 13 3: 4 3: 13 4: 13
6: 13 7: 4 7: 13 8: 13 9: 4 9: 13
10: 4 10: 13 15: 4 15: 65 16: 4 16: 65
17: 4 17: 65 18: 4 18: 65 19: 4 19: 65
20: 4 20: 65 21: 4 21: 65 22: 4 22: 65
23: 4 23: 65 24: 4 24: 65 25: 4 25: 65

26: 4 26: 65 27: 4 27: 65 28: 4 28: 65
29: 4 30: 4 30: 65 31: 4 31: 65 32: 4

32: 65 33: 4 33: 65 34: 4 34: 65 35: 4
35: 65 36: 4 36: 65 37: 4 38: 4 39: 4

41: 4 42: 4 43: 4 45: 4 46: 4 47: 4
48: 4 48: 13 49: 4 49: 13 51: 4

There are 39 hits at base# 4
There are 21 hits at base# 65

—"— ctgcac 9
12: 63 13: 63 14: 63 39: 63 41: 63 42: 63

44: 63 45: 63 46: 63
BbvI GCAGC 65

1: 6 3: 6 6: 6 7: 6 8: 6 9: 6
10: 6 15: 6 15: 67 16: 6 16: 67 17: 6

17: 67 18: 6 18: 67 19: 6 19: 67 20: 6
20: 67 21: 6 21: 67 22: 6 22: 67 23: 6

23: 67 24: 6 24: 67 25: 6 25: 67 26: 6
26: 67 27: 6 27: 67 28: 6 28: 67 29: 6

30: 6 30: 67 31: 6 31: 67 32: 6 32: 67
33: 6 33: 67 34: 6 34: 67 35: 6 35: 67
36: 6 36: 67 37: 6 38: 6 39: 6 40: 6
41: 6 42: 6 43: 6 44: 6 45: 6 46: 6

47: 6 48: 6 49: 6 50: 12 51: 6
There are 43 hits at base# 6 Bolded sites very near sites listed below
There are 21 hits at base# 67

-"- gctgc 13
37: 9 38: 9 39: 9 40: 3 40: 9 41: 9
42: 9 44: 3 44: 9 45: 9 46: 9 47: 9

50: 9
There are 11 hits at base# 9

BsoFI GCngc 78
1: 6 3: 6 6: 6 7: 6 8: 6 9: 6

10: 6 15: 6 15: 67 16: 6 16: 67 17: 6

17: 67 18: 6 18: 67 19: 6 19: 67 20: 6
20: 67 21: 6 21: 67 22: 6 22: 67 23: 6
23: 67 24: 6 24: 67 25: 6 25: 67 26: 6
26: 67 27: 6 27: 67 28: 6 28: 67 29: 6

30: 6 30: 67 31: 6 31: 67 32: 6 32: 67
33: 6 33: 67 39: 6 34: 67 35: 6 35: 67

36: 6 36: 67 37: 6 37: 9 38: 6 38: 9

39: 6 39: 9 40: 3 40: 6 40: 9 41: 6
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(continued)

41: 9 42: 6 42: 9 43: 6 44: 3 44: 6

44: 9 45: 6 45: 9 46: 6 46: 9 47: 6

47: 9 48: 6 49: 6 50: 9 50: 12 51: 6

There are 43 hits at base# 6 These often occur together.
There are 11 hits at base# 9
There are 2 hits at base# 3
There are 21 hits at base# 67

TseI Gcwg 78

1: 6 3: 6 6: 6 7: 6 8: 6 9: 6
10: 6 15: 6 15: 67 16: 6 16: 67 17: 6

17: 67 18: 6 18: 67 19: 6 19: 67 20: 6
20: 67 21: 6 21: 67 22: 6 22: 67 23: 6
23: 67 24: 6 24: 67 25: 6 25: 67 26: 6
26: 67 27: 6 27: 67 28: 6 28: 67 29: 6

30: 6 30: 67 31: 6 31: 67 32: 6 32: 67
33: 6 33: 67 34: 6 34: 67 35: 6 35: 67
36: 6 36: 67 37: 6 37: 9 38: 6 38: 9

39: 6 39: 9 40: 3 40: 6 40: 9 41: 6

41: 9 42: 6 42: 9 43: 6 44: 3 44: 6

44: 9 45: 6 45: 9 46: 6 46: 9 47: 6

47: 9 48: 6 49: 6 50: 9 50: 12 51: 6

There are 43 hits at base# 6 Often together.
There are 11 hits at base# 9

There are 2 hits at base# 3
There are 1 hits at base# 12
There are 21 hits at base# 67

MspAlI CMGckg 48
1: 7 3: 7 4: 7 5: 7 6: 7 7: 7

8: 7 9: 7 10: 7 11: 7 15: 7 16: 7
17: 7 18: 7 19: 7 20: 7 21: 7 22: 7
23: 7 24: 7 25: 7 26: 7 27: 7 28: 7
29: 7 30: 7 31: 7 32: 7 33: 7 34 : 7
35: 7 36: 7 37: 7 38: 7 39: 7 40: 1

40: 7 41: 7 42: 7 44: 1 44: 7 45: 7

46: 7 47: 7 48: 7 49: 7 50: 7 51: 7
There are 46 hits at base# 7
PvuII CAGctg 48

1: 7 3: 7 4: 7 5: 7 6: 7 7 : 7

8: 7 9: 7 10: 7 11: 7 15: 7 16: 7
17: 7 18: 7 19: 7 20: 7 21: 7 22: 7
23: 7 24: 7 25: 7 26: 7 27: 7 28: 7
29: 7 30: 7 31: 7 32: 7 33: 7 34: 7
35: 7 36: 7 37: 7 38: 7 39: 7 40: 1
40: 7 41: 7 42: 7 44: 1 44: 7 45: 7

46: 7 47: 7 48: 7 49: 7 50: 7 51: 7
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(continued)

There are 46 hits at base# 7
There are 2 hits at base# 1

AluI AGct 54
1: 8 2: 8 3: 8 4 : 8 4: 24 5: 8
6: 8 7: 8 8: 8 9: 8 10: 8 11: 8

15: 8 16: 8 17: 8 18: 8 19: 8 20: 8
21: 8 22: 8 23: 8 24: 8 25: 8 26: 8
27: 8 28: 8 29: 8 29: 69 30: 8 31: 8
32: 8 33: 8 34: 8 35: 8 36: 8 37: 8
38: 8 39: 8 40: 2 40: 8 41: 8 42: 8

43: 8 44: 2 44: 8 45: 8 46: 8 47: 8

48: 8 48: 82 49: 8 49: 82 50: 8 51: 8
There are 48 hits at base# 8
There are 2 hits at base# 2

DdeI Ctnag 48
1: 26 1: 48 2: 26 2: 48 3: 26 3: 48
4: 26 4: 48 5: 26 5: 48 6: 26 6: 48
7: 26 7: 48 8: 26 8: 48 9: 26 10: 26

11: 26 12: 85 13: 85 14: 85 15: 52 16: 52

17: 52 18: 52 19: 52 20: 52 21: 52 22: 52
23: 52 24: 52 25: 52 26: 52 27: 52 28: 52
29: 52 30: 52 31: 52 32: 52 33: 52 35: 30
35: 52 36: 52 40: 24 49: 52 51: 26 51: 48

There are 22 hits at base# 52 52 and 48 never together.
There are 9 hits at base# 48

There are 12 hits at base# 26 26 and 24 never together.

HphI tcacc 42
1: 86 3: 86 6: 86 7: 86 8: 80 11: 86
12: 5 13: 5 14: 5 15: 80 16: 80 17: 80

18: 80 20: 80 21: 80 22: 80 23: 80 24: 80

25: 80 26: 80 27: 80 28: 80 29: 80 30: 80
31: 80 32: 80 33: 80 34: 80 35: 80 36: 80
37: 59 38: 59 39: 59 40: 59 41: 59 42: 59
43: 59 44 59 45: 59 46: 59 47: 59 50: 59

There are 22 hits at base# 80 80 and 86 never together
There are 5 hits at base# 86

There are 12 hits at base# 59

BssKI Nccngg 50
1: 39 2: 39 3: 39 4: 39 5: 39 7: 39
8: 39 9: 39 10: 39 11: 39 15: 39 16: 39

17: 39 18: 39 19: 39 20: 39 21: 29 21: 39

22: 39 23: 39 24: 39 25: 39 26: 39 27: 39
28: 39 29: 39 30: 39 31: 39 32: 39 33: 39
34: 39 35: 19 35: 39 36: 39 37: 24 38: 24
39: 24 41: 24 42: 24 44: 24 45: 24 46: 24
47: 24 48: 39 48: 40 49 39 49: 40 50: 24
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(continued)

50: 73 51: 39
There are 35 hits at base# 39 39 and 40 together twice.
There are 2 hits at base# 40

BsaJI Ccnngg 47
1: 40 2: 40 3: 40 4: 40 5: 40 7: 40
8: 40 9: 40 9: 47 10: 40 10: 47 11: 40

15: 40 18: 40 19: 40 20: 40 21: 40 22: 40
23: 40 24: 40 25: 40 26: 40 27: 40 28: 40

29: 40 30: 40 31: 40 32: 40 34: 40 35: 20
35: 40 36: 40 37: 24 38: 24 39: 24 41: 24
42: 24 44: 24 45: 24 46: 24 47: 24 48: 40

48: 41 49: 40 49: 41 50: 74 51: 40

There are 32 hits at base# 40 40 and 41 together twice
There are 2 hits at base# 41
There are 9 hits at base# 24
There are 2 hits at base# 47

BstNI CCwgg 44
PspGI ccwgg
ScrFI($M.HpaII) CCwgg

1: 40 2: 40 3: 40 4: 40 5: 40 7: 40
8: 40 9: 40 10: 40 11: 40 15: 40 16: 40

17: 40 18: 40 19: 40 20: 40 21: 30 21: 40

22: 40 23: 40 24: 40 25: 40 26: 40 27: 40
28: 40 29: 40 30: 40 31: 40 32: 40 33: 40
34: 40 35: 40 36: 40 37: 25 38: 25 39: 25
41: 25 42: 25 44: 25 95: 25 46: 25 47: 25
50: 25 51: 40

There are 33 hits at base# 40

ScrFI CCngg 50
1: 40 2: 40 3: 40 4: 40 5: 40 7: 40
8: 40 9: 40 10: 40 11: 40 15: 40 16: 40

17: 40 18: 40 19: 40 20: 40 21: 30 21: 40
22: 40 23: 40 24: 40 25: 40 26: 40 27: 40

28: 40 29: 40 30: 40 31: 40 32: 40 33: 40
34: 40 35: 20 35: 40 36: 40 37: 25 38: 25
39: 25 41: 25 42: 25 44: 25 45: 25 46: 25
47: 25 48: 40 48: 41 49: 90 49: 41 50: 25
50: 74 51: 40

There are 35 hits at base# 40

There are 2 hits at base# 41

Eco0109I RGgnccy 34
1: 43 2: 43 3: 43 4: 43 5: 43 6: 43
7: 43 8: 43 9: 43 10: 43 15: 46 16: 46

17: 46 18: 46 19: 46 20: 46 21: 46 22: 46

23: 46 24: 46 25: 46 26: 46 27: 46 28: 46
30: 46 31: 46 32: 46 33: 46 39: 46 35: 46
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(continued)

36: 46 37: 46 43: 79 51: 43
There are 22 hits at base# 46 46 and 43 never together
There are 11 hits at base# 43
NlaIV GGNncc 71

1: 43 2: 43 3: 43 4: 43 5: 43 6: 43
7: 43 8: 43 9: 43 9: 79 10: 43 10: 79

15: 46 15: 47 16: 47 17: 46 17: 47 18: 46

18: 47 19: 46 19: 47 20: 46 20: 47 21: 46

21: 47 22: 46 22: 47 23: 47 24: 47 25: 47

26: 47 27: 46 27: 47 28: 46 28: 47 29: 47

30: 46 30: 47 31: 46 31: 47 32: 46 32: 47

33: 46 33: 47 34: 46 34: 47 35: 46 35: 47

36: 46 36: 47 37: 21 37: 46 37: 47 37: 79

38: 21 39: 21 39: 79 40: 79 41: 21 41: 79

42: 21 42: 79 43: 79 44: 21 44: 79 45: 21
45: 79 46: 21 46: 79 47: 21 51: 43

There are 23 hits at base# 47 46 & 47 often together
There are 17 hits at base# 46 There are 11 hits at base# 43
Sau96I Ggncc 70

1: 44 2: 3 2: 44 3: 44 4: 44 5: 3 5: 44 6: 44
7: 44 8: 22 8: 44 9: 44 10: 44 11: 3 12: 22 13: 22

14: 22 15: 33 15: 47 16: 47 17: 47 18: 47 19: 47 20: 47
21: 47 22: 47 23: 33 23: 47 24: 33 24: 47 25: 33 25: 47
26: 33 26: 47 27: 47 28: 47 29: 47 30: 47 31: 33 31: 47
32: 33 32: 47 33: 33 33: 47 34: 33 34: 47 35: 47 36: 47

37: 21 37: 22 37: 47 38: 21 38: 22 39: 21 39: 22 41: 21

41: 22 42: 21 42: 22 43: 80 44: 21 44: 22 45: 21 45: 22

46: 21 46: 22 47: 21 47: 22 50: 22 51: 44
There are 23 hits at base# 47 These do not occur together.
There are 11 hits at base# 44
There are 14 hits at base# 22 These do occur together.
There are 9 hits at base# 21

BsmAI GTCTCNnnnn 22
1: 58 3: 58 4: 58 5: 58 8: 58 9: 58

10: 58 13: 70 36: 18 37: 70 38: 70 39: 70
40: 70 41: 70 42: 70 44: 70 45: 70 46: 70
47: 70 48: 48 49: 48 50: 85

There are 11 hits at base# 70

-"- Nnnnnngagac 27
13: 40 15: 48 16: 48 17: 48 18: 48 20: 48
21: 48 22: 48 23: 48 24: 48 25: 48 26: 48
27: 48 28: 48 29: 48 30: 10 30: 48 31: 48
32: 48 33: 48 35: 48 36: 48 43: 40 44: 40

45: 40 46: 40 47: 40
There are 20 hits at base# 48
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(continued)

AvaII Ggwcc 44
Sau96I($M.HaeIII) Ggwcc 44

2: 3 5: 3 6: 44 8: 44 9: 44 10: 44
11: 3 12: 22 13: 22 14: 22 15: 33 15: 47

16: 47 17: 47 18: 47 19: 47 20: 47 21: 47
22: 47 23: 33 23: 47 24: 33 29: 47 25: 33

25: 47 26: 33 26: 47 27: 47 28: 47 29: 47
30: 47 31: 33 31: 47 32: 33 32: 47 33: 33
33: 47 34: 33 34: 47 35: 47 36: 47 37: 47
43: 80 50: 22

There are 23 hits at base# 47 44 & 47 never together
There are 4 hits at base# 44

PpuMI RGgwccy 27
6: 43 8: 43 9: 43 10: 43 15: 46 16: 46

17: 46 18: 46 19: 46 20: 46 21: 46 22: 46
23: 46 24: 46 25: 46 26: 46 27: 46 28: 46
30: 46 31: 46 32: 46 33: 46 34: 46 35: 46

36: 46 37: 46 43: 79
There are 22 hits at base# 46 43 and 46 never occur together.
There are 4 hits at base# 43

BsmFI GG GAC 3

8: 43 37: 46 50: 77
-"- gtccc 33

15: 48 16: 48 17: 48 1: 0 1: 0 20: 48
21: 48 22: 48 23: 48 29: 48 25: 48 26: 48
27: 48 28: 48 29: 48 30: 48 31: 48 32: 48
33: 48 34: 48 35: 48 36: 48 37: 54 38: 54

39: 54 40: 54 41: 54 42: 54 43: 54 44: 54
45: 54 46: 54 47: 54

There are 20 hits at base# 48
There are 11 hits at base# 54

HinfI Gantc 80

8: 77 12: 16 13: 16 14: 16 15: 16 15: 56
15: 77 16: 16 16: 56 16: 77 17: 16 17: 56
17: 77 18: 16 18: 56 18: 77 19: 16 19: 56
19: 77 20: 16 20: 56 20: 77 21: 16 21: 56
21: 77 22: 16 22: 56 22: 77 23: 16 23: 56
23: 77 24: 16 24: 56 24: 77 25: 16 25: 56

25: 77 26: 16 26: 56 26: 77 27: 16 27: 26
27: 56 27: 77 28: 16 28: 56 28: 77 29: 16
29: 56 29: 77 30: 56 31: 16 31: 56 31: 77
32: 16 32: 56 32: 77 33: 16 33: 56 33: 77
34: 16 35: 16 35: 56 35: 77 36: 16 36: 26
36: 56 36: 77 37: 16 38: 16 39: 16 40: 16

41: 16 42: 16 44: 16 45: 16 46: 16 47: 16
48: 46 49: 46

There are 34 hits at base# 16
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(continued)

TfiI Gawtc 21
8: 77 15: 77 16: 77 17: 77 18: 77 19: 77

20: 77 21: 77 22: 77 23: 77 24: 77 25: 77
26: 77 27: 77 28: 77 29: 77 31: 77 32: 77
33: 77 35: 77 36: 77

There are 21 hits at base# 77

MlyI GAGTC 38
12: 16 13: 16 14: 16 15: 16 16: 16 17: 16
18: 16 19: 16 20: 16 21: 16 22: 16 23: 16
24: 16 25: 16 26: 16 27: 16 27: 26 28: 16
29: 16 31: 16 32: 16 33: 16 34: 16 35: 16

36: 16 36: 26 37: 16 38: 16 39: 16 40: 16
41: 16 42: 16 44: 16 45: 16 46: 16 47: 16
48: 46 49: 46

There are 34 hits at base# 16

-"- GACTC 21

15: 56 16: 56 17: 56 18: 56 19: 56 20: 56
21: 56 22: 56 23: 56 24: 56 25: 56 26: 56
27: 56 28: 56 29: 56 30: 56 31: 56 32: 56
33: 56 35: 56 36: 56

There are 21 hits at base# 56

PleI gagtc 38
12: 16 13: 16 14: 16 15: 16 16: 16 17: 16
18: 16 19: 16 20: 16 21: 16 22: 16 23: 16
24: 16 25: 16 26: 16 27: 16 27: 26 28: 16
29: 16 31: 16 32: 16 33: 16 34: 16 35: 16

36: 16 36: 26 37: 16 38: 16 39: 16 40: 16
41: 16 42: 16 44: 16 45: 16 46: 16 47: 16
48: 46 49: 46

There are 34 hits at base# 16
-"- gactc 21

15: 56 16: 56 17: 56 18: 56 19: 56 20: 56

21: 56 22: 56 23: 56 24: 56 25: 56 26: 56
27: 56 28: 56 29: 56 30: 56 31: 56 32: 56
33: 56 35: 56 36: 56

There are 21 hits at base# 56
AlwNI CAGNNNctg 26

15: 68 16: 68 17: 68 18: 68 19: 68 20: 68

21: 68 22: 68 23: 68 24: 68 25: 68 26: 68
27: 68 28: 68 29: 68 30: 68 31: 68 32: 68
33: 68 34: 68 35: 68 36: 68 39: 46 40: 46
41: 46 42: 46

There are 22 hits at base# 68
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Table 11 RERSs found in human lambda FR1 GLGs
! There are 31 lambda GLGs
MlyI NnnnnnGACTC 25

1: 6 3: 6 9: 6 6: 6 7: 6 8: 6

9: 6 10: 6 11: 6 12: 6 15: 6 16: 6
20: 6 21: 6 22: 6 23: 6 23: 50 24: 6
25: 6 25: 50 26: 6 27: 6 28: 6 30: 6
31: 6

There are 23 hits at base# 6

-"- GAGTCNNNNNn 1
26: 34

MwoI GCNNNNNnngc 20
1: 9 2: 9 3: 9 4: 9 11: 9 11: 56

12: 9 13: 9 14: 9 16: 9 17: 9 18: 9
19: 9 20: 9 23: 9 24: 9 25: 9 26: 9
30: 9 31: 9

There are 19 hits at base# 9
HinfI Gantc 27

1: 12 3: 12 4: 12 6: 12 7: 12 8: 12

9: 12 10: 12 11: 12 12: 12 15: 12 16: 12
20: 12 21: 12 22: 12 23: 12 23: 46 23: 56
24: 12 25: 12 25: 56 26: 12 26: 34 27: 12
28: 12 30: 12 31: 12

There are 23 hits at base# 12
PleI gactc 25

1: 12 3: 12 4: 12 6: 12 7: 12 8: 12
9: 12 10: 12 11: 12 12: 12 15: 12 16: 12

20: 12 21: 12 22: 12 23: 12 23: 56 24: 12
25: 12 25: 56 26: 12 27: 12 28: 12 30: 12
31: 12

There are 23 hits at base# 12

-"- gagtc 1
26: 34

DdeI Ctnag 32
1: 14 2: 24 3: 14 3: 24 4: 14 4: 24

5: 24 6: 14 7: 14 7: 24 8: 14 9: 14
10: 14 11: 14 11: 24 12: 14 12: 24 15: 5
15: 14 16: 14 16: 24 19: 24 20: 14 23: 14
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(continued)

24: 14 25: 14 26: 14 27: 14 28: 14 29: 30
30: 14 31: 14

There are 21 hits at base# 14

BsaJI Ccnngg 38
1: 23 1: 40 2: 39 2: 40 3: 39 3: 40

4: 39 4: 40 5: 39 11: 39 12: 38 12: 39
13: 23 13: 39 14: 23 14: 39 15: 38 16: 39
17: 23 17: 39 18: 23 18: 39 21: 38 21: 39
21: 47 22: 38 22: 39 22: 47 26: 40 27: 39
28: 39 29: 14 29: 39 30: 38 30: 39 30: 47
31: 23 31: 32

There are 17 hits at base# 39
There are 5 hits at base# 38
There are 5 hits at base# 40 Makes cleavage ragged.
MnlI cctc 35

1: 23 2: 23 3: 23 4: 23 5: 23 6: 19
6: 23 7: 19 8: 23 9: 19 9: 23 10: 23

11: 23 13: 23 14: 23 16: 23 17: 23 18: 23
19: 23 20: 47 21: 23 21: 29 21: 47 22: 23
22: 29 22: 35 22: 47 23: 26 23: 29 24: 27
27: 23 28: 23 30: 35 30: 47 31: 23

There are 21 hits at base# 23

There are 3 hits at base# 19
There are 3 hits at base# 29
There are 1 hits at base# 26
There are 1 hits at base# 27 These could make cleavage 
ragged.
-"- gagg 7

1: 48 2: 48 3: 48 4: 48 27: 44 28: 44
29: 44

BssKI Nccngg 39
1: 40 2: 39 3: 39 3: 40 4: 39 4: 40
5: 39 6: 31 6: 39 7: 31 7: 39 8: 39

9: 31 9: 39 10: 39 11: 39 12: 38 12: 52
13: 39 13: 52 14: 52 16: 39 16: 52 17: 39
17: 52 18: 39 18: 52 19: 39 19: 52 21: 38
22: 38 23: 39 24: 39 26: 39 27: 39 28: 39
29: 14 29: 39 30: 38

There are 21 hits at base# 39

There are 4 hits at base# 38
There are 3 hits at base# 31
There are 3 hits at base# 40 Ragged

BstNI CCwgg 30
1: 91 2: 40 5: 40 6: 40 7: 40 8: 40

9: 40 10: 40 11: 40 12: 39 12: 53 13: 40
13: 53 14: 53 16: 40 16: 53 17: 40 17: 53
18: 40 18: 53 19: 53 21: 39 22: 39 23: 40
24: 40 27: 40 28: 40 29: 15 29: 40 30: 39
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(continued)

There are 17 hits at base# 40
There are 7 hits at base# 53
There are 4 hits at base# 39
There are 1 hits at base# 41 Ragged

PspGI ccwgg 30

1: 41 2: 40 5: 40 6: 40 7: 40 8: 40
9: 40 10: 40 11: 40 12: 39 12: 53 13: 40

13: 53 14: 53 16: 40 16: 53 17: 40 17: 53
18: 40 18: 53 19: 53 21: 39 22: 39 23: 40
24: 40 27: 40 28: 40 29: 15 29: 40 30: 39

There are 17 hits at base# 40

There are 7 hits at base# 53
There are 4 hits at base# 39
There are 1 hits at base# 41

ScrFI CCngg 39
1: 41 2: 40 3: 40 3: 41 4: 40 4: 41

5: 40 6: 32 6: 40 7: 32 7: 40 8: 40
9: 32 9: 40 10: 40 11: 40 12: 39 12: 53

13: 40 13: 53 14: 53 16: 40 16: 53 17: 40
17: 53 18: 40 18: 53 19: 40 19: 53 21: 39
22: 39 23: 40 29: 40 26: 40 27: 40 28: 40

29: 15 29: 40 30: 39
There are 21 hits at base# 40
There are 4 hits at base# 39
There are 3 hits at base# 41

MaeIII gtnac 16

1: 52 2: 52 3: 52 4: 52 5: 52 6: 52
7: 52 9: 52 26: 52 27: 10 27: 52 28: 10

28: 52 29: 10 29: 52 30: 52
There are 13 hits at base# 52

Tsp45I gtsac 15

1: 52 2: 52 3: 52 4: 52 5: 52 6: 52
7: 52 9: 52 27: 10 27: 52 28: 10 28: 52

29: 10 29: 52 30: 52
There are 12 hits at base# 52

HphI tcacc 26

1: 53 2: 53 3: 53 4: 53 5: 53 6: 53
7: 53 8: 53 9: 53 10: 53 11: 59 13: 59

14: 59 17: 59 18: 59 19: 59 20: 59 21: 59
22: 59 23: 59 24: 59 25: 59 27: 59 28: 59
30: 59 31: 59

There are 16 hits at base# 59

There are 10 hits at base# 53

BspMI ACCTGCNNNNn 14
11: 61 13: 61 14: 61 17: 61 18: 61 19: 61
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(continued)

20: 61 21: 61 22: 61 23: 61 24: 61 25: 61
30: 61 31: 61

There are 14 hits at base# 61 Goes into CDR1

Table 12: Matches to URE FR3 adapters in 79 human HC.
A. List of Heavy-chains genes sampled

AF008566 AF103367 HSA235674 HSU94417 S83240
AF035043 AF103368 HSA235673 HSU94418 SABVH369
AF103026 AF103369 HSA240559 HSU96389 SADEIGVH
af103033 AF103370 HSCB201 HSU96391 SAH2IGVH
AF103061 af103371 HSIGGVHC HSU96392 SDA3IGVH
Af103072 AF103372 HSU44791 HSU96395 SIGVHTTD

af103078 AF158381 HSU44793 HSZ93849 SUK4IGVH
AF103099 E05213 HSU82771 HSZ93850
AF103102 E05886 HSU82949 HSZ93851
AF103103 E05887 HSU82950 HSZ93853
AF103174 HSA235661 HSU82952 HSZ93855

AF103186 HSA235664 HSU82961 HSZ93857
af103187 HSA235660 HSU86522 HSZ93860
AF103195 HSA235659 HSU86523 HSZ93863
af103277 HSA235678 HSU92452 MCOMFRAA
af103286 HSA235677 HSU94412 MCOMFRVA
AF103309 HSA235676 HSU94415 S82745

af103393 HSA235675 HSU94416 S82764

Table 12B. Testing all distinct GLGs from bases 89.1 to 93.2 of the heavy variable domain
Id Nb 0 1 2 3 4 SEQ ID NO:
1 38 15 11 10 0 2 Seq1 gtgtattactgtgc 25
2 19 7 6 4 2 0 Seq2 gtAtattactgtgc 26
3 1 0 0 1 0 0 Seq3 gtgtattactgtAA 27
4 7 1 5 1 0 0 Seq4 gtgtattactgtAc 28

5 0 0 0 0 0 0 Seq5 Ttgtattactgtgc 29
6 0 0 0 0 0 0 Seq6 TtgtatCactgtgc 30
7 3 1 0 1 1 0 Seq7 ACAtattactgtgc 31
8 2 0 2 0 0 0 Seq8 ACgtattactgtgc 32
9 9 2 2 4 1 0 Seq9 ATgtattactgtgc 33

Group 26 26 21 4 2
Cumulative 26 52 73 77 79

Table 12C Most important URE recognition seqs in FR3 Heavy
1 VHSzy1 GTGtattactgtgc (ON_SHC103) (SEQ ID NO:25)

2 VHSzy2 GTAtattactgtgc (ON_SHC323) (SEQ ID NO:26)
3 VHSzy4 GTGtattactgtac (ON_SHC349) (SEQ ID NO:28)
4 VHSzy9 ATGtattactgtgc (ON_SHC5a) (SEQ ID NO:33)
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[0196] One sequence has five mismatches with sequences 2, 4, and 9; it is scored as best for 2.
[0197] Id is the number of the adapter.
[0198] Best is the number of sequence for which the identified adapter was the best available.
[0199] The rest of the table shows how well the sequences match the adapters. For example, there are 10 sequences
that match VHSzy1(Id=1) with 2 mismatches and are worse for all other adapters. In this sample, 90% come within 2
bases of one of the four adapters.

Table 12D, testing 79 human HC V genes with four probes
Number of sequences 79

Number of bases 29143
Number of mismatches

Id Best 0 1 2 3 4 5
1 39 15 11 10 1 2 0 Seq1 gtgtattactgtgc (SEQ ID NO:25)
2 22 7 6 5 3 0 1 Seq2 gtAtattactgtgc (SEQ ID NO:26)
3 7 1 5 1 0 0 0 Seq4 gtgtattactgtAc (SEQ ID NO:28)

4 11 2 4 4 1 0 0 Seq9 ATgtattactgtgc (SEQ ID NO:33)

Group 25 26 20 5 2

Cumulative 25 51 71 76 78

Table 13
The following list of enzymes was taken from http://rebase.neb.com/cqi-bin/asymmlist.

I have removed the enzymes that a) cut within the recognition, b) cut on both sides of the recognition, or c) have 
fewer than 2 bases between recognition and closest cut site.

REBASE Enzymes
04/13/2001

Type II restriction enzymes with asymmetric recognition sequences:
Enzymes Recognition Sequence Isoschizomers Suppliers

AarI CACCTGCNNNN^NNNN_ - y
AceIII CAGCTCNNNNNNN^NNNN_ -
Bbr7I GAAGACNNNNNNN^NNNN_ - -
BbvI GCAGCNNNNNNNN^NNNN_ y
BbvII GAAGACNN^NNNN_
Bce83I CTTGAGNNNNNNNNNNNNNN_NN^ - -

BceAI ACGGCNNNNNNNNNNNN^NN_ - y
BcefI ACGGCNNNNNNNNNNNN^N_ - -
BciVI GTATCCNNNNN_N^ BfuI y
BfiI ACTGGGNNNN_N^ BmrI y
BinI GGATCNNNN^N_
BscAI GCATCNNNN^NN_ - -

BseRI GAGGAGNNNNNNNN_NN^ - y
BsmFI GGGACNNNNNNNNNN^NNNN_ BspLU11III y
BspMI. ACCTGCNNNN^NNNN_ Acc36I y
EciI GGCGGANNNNNNNNN_NN^ - y
Eco57I CTGAAGNNNNNNNNNNNNNN_NN^ BspKT5I y
FauI CCCGCNNNN^NN_ BstFZ438I y

FokI GGATGNNNNNNNNN^NNNN_ BstPZ418I y
GsuI CTGGAGNNNNNNNNNNNNNN_NN^ - y
HgaI GACGCNNNNN^NNNNN_ - y
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(continued)

Type II restriction enzymes with asymmetric recognition sequences:
HphI GGTGANNNNNNN_N^ AsuHPI y
MboII GAAGANNNNNNN_N^ - y
MlyI GAGTCNNNNN^ SchI y
MmeI TCCRACNNNNNNNNNNNNNNNNNN_NN^ - -
MnlI CCTCNNNNNN_N^ - y

PleI GAGTCNNNN^N_ PpsI y
RleAI CCCACANNNNNNNNN_NNN^ - -
SfaNI GCATCNNNNN^NNNN_ BspST5I y
SspD5I GGTGANNNNNNNN^ - -
Sth132I CCCGNNNN^NNNN_ - -
StsI GGATGNNNNNNNNNN^NNNN_ - -

TaqII GACCGANNNNNNNNN_NN^, 
CACCCANNNNNNNNN_NN^

- -

Tth111II CAARCANNNNNNNNN_NN^ - -
UbaPI CGAACG - -
The notation is ̂  means cut the upper strand and _ means cut the lower strand. If the upper and lower strand are cut 
at the same place, then only ^ appears.
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Table 19: Cleavage of 75 human light chains.
Enzyme Recognition* Nch Ns Planned location of site

AfeI AGCgct 0 0
AflII Cttaag 0 0 HC FR3

AgeI Accggt 0 0

AscI GGcgcgcc 0 0 After LC
BglII Agatct 0 0

BsiWI Cgtacg 0 0
BspDI ATcgat 0 0
BssHII Gcgcgc 0 0

BstBI TTcgaa 0 0
DraIII CACNNNgtg 0 0
EagI Cggccg 0 0
FseI GGCCGGcc 0 0
FspI TGCgca 0 0
HpaI GTTaac 0 0

MfeI Caattg 0 0 HC FR1
MluI Acgcgt 0 0
NcoI Ccatgg 0 0 Heavy chain signal
NheI Gctagc 0 0 HC/anchor linker
NotI GCggccgc 0 0 In linker after HC
NruI TCGcga 0 0

PacI TTAATtaa 0 0
PmeI GTTTaaac 0 0
PmlI CACgtg 0 0
PvuI CGATcg 0 0
SacII CCGCgg 0 0

SalI Gtcgac 0 0

SfiI GGCCNNNNnggcc 0 0 Heavy Chain signal
SgfI GCGATcgc 0 0

SnaBI TACgta 0 0
StuI AGGcct 0 0

XbaI Tctaga 0 0 HC FR3
AatII GACGTc 1 1

AclI AAcgtt 1 1
AseI ATtaat 1 1
BsmI GAATGCN 1 1

BspEI Tccgga 1 1 HC FR1
BstXI CCANNNNNntgg 1 1 HC FR2

DrdI GACNNNNnngtc 1 1

HindIII Aagctt 1 1
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(continued)

Enzyme Recognition* Nch Ns Planned location of site

PciI Acatgt 1 1
SapI gaagagc 1 1
ScaI AGTact 1 1

SexAI Accwggt 1 1

SpeI Actagt 1 1
TliI Ctcgag 1 1

XhoI Ctcgag 1 1
BcgI cgannnnnntgc 2 2
BlpI GCtnagc 2 2

BssSI Ctcgtg 2 2

BstAPI GCANNNNntgc 2 2
EspI GCtnagc 2 2
KasI Ggcgcc 2 2
PflMI CCANNNNntgg 2 2
XmnI GAANNnnttc 2 2

ApaLI Gtgcac 3 3 LC signal seq

NaeI GCCggc 3 3
NgoMI Gccggc 3 3

PvuII CAGctg 3 3
RsrII CGgwccg 3 3

BsrBI GAGcgg 4 4

BsrDI GCAATGNNn 4 4
BstZ17I GTAtac 4 4

EcoRI Gaattc 4 4
SphI GCATGc 4 4
SspI AATatt 4 4
AccI GTmkac 5 5

BclI Tgatca 5 5
BsmBI Nnnnnngagacg 5 5
BsrGI Tgtaca 5 5

DraI TTTaaa 6 6
NdeI CAtatg 6 6 HC FR4
SwaI ATTTaaat 6 6

BamHI Ggatcc 7 7
SacI GAGCTc 7 7

BciVI GTATCCNNNNNN 8 8
BsaBI GATNNnnatc 8 8

NsiI ATGCAt 8 8
Bsp120I Gggccc 9 9 CH1

ApaI GGGCCc 9 9 CH1
PspOOMI Gggccc 9 9

BspHI Tcatga 9 11
EcoRV GATatc 9 9

Ahdl GACNNNnngtc 11 11
BbsI GAAGAC 11 14

PsiI TTAtaa 12 12
BsaI GGTCTCNnnnn 13 15

XmaI Cccggg 13 14
AvaI Cycgrg 14 16
BglI GCCNNNNnggc 14 17
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(continued)

Enzyme Recognition* Nch Ns Planned location of site

AlwNI CAGNNNctg 16 16
BspMI ACCTGC 17 19

XcmI CCANNNNNnnnntgg 17 26
BstEII Ggtnacc 19 22 HC FR4

Sse8387I CCTGCAgg 20 20
AvrII Cctagg 22 22

HincII GTYrac 22 22
BsgI GTGCAG 27 29
MscI TGGcca 30 34

BseRI NNnnnnnnnnctcctc 32 35

Bsu36I CCtnagg 35 37
PstI CTGCAg 35 40
EciI nnnnnnnnntccgcc 38 40

PpuMI RGgwccy 41 50
StyI Ccwwgg 44 73

Eco0109I RGgnccy 46 70

Acc65I Ggtacc 50 51
KpnI GGTACc 50 51
BpmI ctccag 53 82
AvaII Ggwcc 71 124

* cleavage occurs in the top strand after the last upper-case base. For REs that cut palindromic sequences, the lower
strand is cut at the symmetrical site.

Table 20: Cleavage of 79 human heavy chains
Enzyme Recognition Nch Ns Planned location of site

AfeI AGCgct 0 0
AflII Cttaag 0 0 HC FR3

AscI GGcgcgcc 0 0 After LC
BsiWI Cgtacg 0 0
BspDI ATcgat 0 0
BssHII Gcgcgc 0 0

FseI GGCCGGcc 0 0
HpaI GTTaac 0 0

NheI Gctagc 0 0 HC Linker
NotI GCggccgc 0 0 In linker, HC/anchor
NruI TCGcga 0 0
NsiI ATGCAt 0 0

PacI TTAATtaa 0 0
PciI Acatgt 0 0

PmeI GTTTaaac 0 0
PvuI CGATcg 0 0
RsrII CGgwccg 0 0
SapI gaagagc 0 0
SfiI GGCCNNNNnggcc 0 0 HC signal seq
SgfI GCGATcgc 0 0

SwaI ATTTaaat 0 0
AclI AAcgtt 1 1

AgeI Accggt 1 1
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(continued)

Enzyme Recognition Nch Ns Planned location of site

AseI ATtaat 1 1
AvrII Cctagg 1 1
BsmI GAATGCN 1 1
BsrBI GAGcgg 1 1

BsrDI GCAATGNNn 1 1
DraI TTTaaa 1 1
FspI TGCgca 1 1

HindIII Aagctt 1 1
MfeI Caattg 1 1 HC FR1
NaeI GCCggc 1 1

NgoMI Gccggc 1 1
SpeI Actagt 1 1

Acc65I Ggtacc 2 2
BstBI TTcgaa 2 2
KpnI GGTACc 2 2
MluI Acgcgt 2 2

NcoI Ccatgg 2 2 In HC signal seq
NdeI CAtatg 2 2 HC FR4
PmlI CACgtg 2 2
Xcml CCANNNNNnnnntgg 2 2
BcgI cgannnnnntgc 3 3

BelI Tgatca 3 3
BglI GCCNNNNnggc 3 3

BsaBI GATNNnnatc 3 3
BsrGI Tgtaca 3 3
SnaBI TACgta 3 3

Sse8387I CCTGCAgg 3 3

ApaLI Gtgcac 4 4 LC Signal/FR1
BspHI Tcatga 4 4
BssSI Ctcgtg 4 4

PsiI TTAtaa 4 5
SphI GCATGc 4 4
AhdI GACNNNnngtc 5 5

BspEI Tccgga 5 5 HC FR1
MscI TGGcca 5 5
SacI GAGCTc 5 5
ScaI AGTact 5 5

SexAI Accwggt 5 6
SspI AATatt 5 5

TliI Ctcgag 5 5
XhoI Ctcgag 5 5
BbsI GAAGAC 7 8

BstAPI GCANNNNntgc 7 8
BstZ17I GTAtac 7 7
EcoRV GATatc 7 7

EcoRI Gaattc 8 8
BlpI GCtnagc 9 9

Bsu36I CCtnagg 9 9
DraIII CACNNNgtg 9 9
EspI GCtnagc 9 9
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(continued)

Enzyme Recognition Nch Ns Planned location of site

StuI AGGcct 9 13
XbaI Tctaga 9 9 HC FR3

Bsp120I Gggccc 10 11 CH1
ApaI GGGCCc 10 11 CH1

PspOOMI Gggccc 10 11
BciVI GTATCCNNNNNN 11 11

SalI Gtcgac 11 12
DrdI GACNNNNnngtc 12 12
KasI Ggcgcc 12 12

XmaI Cccggg 12 14

BglII Agatct 14 14
HincII GTYrac 16 18

BamHI Ggatcc 17 17
PflMI CCANNNNntgg 17 18

BsmBI Nnnnnngagacg 18 21
BstXI CCANNNNNntgg 18 19 HC FR2

XmnI GAANNnnttc 18 18
SacII CCGCgg 19 19

PstI CTGCAg 20 24
PvuII CAGctg 20 22
AvaI Cycgrg 21 24

EagI Cggccg 21 22
AatII GACGTc 22 22

BspMI ACCTGC 27 33
AccI GTmkac 30 43
StyI Ccwwgg 36 49

AlwNI CAGNNNctg 38 44

BsaI GGTCTCNnnnn 38 44
PpuMI RGgwccy 43 46

BsgI GTGCAG 44 54
BseRI NNnnnnnnnnctcctc 48 60

EciI nnnnnnnnntccgcc 52 57
BstEII Ggtnacc 54 61 HC Fr4, 47/79 have one

EcoO109I RGgnccy 54 86
BpmI ctccag 60 121
AvaII Ggwcc 71 140
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Table 23: ONs used in Capture of kappa light chains using CJ method and BsmAl
All ONs are written 5’ to 3’.

REdapters (6)
ON_20SK15012 gggAggATggAgAcTgggTc
ON_20SK15L12 gggAAgATggAgAcTgggTc
ON_20SK15A17 gggAgAgTggAgAcTgAgTc
ON_20SK15A27 gggTgccTggAgAcTgcgTc

ON_20SK15A11 gggTggcTggAgAcTgcgTc
ON_20SK15B3 gggAgTcTggAgAcTgggTc

Bridges (6)
kapbri1012 gggAggATggAgAcTgggTcATcTggATgTcTTgTgcAcTgTgAcAgAgg
kapbri1L12 gggAAgATggAgAcTgggTcATcTggATgTcTTgTgcAcTgTgAcAgAgg

kapbri1A17 gggAgAgTggAgAcTgggTcATcTggATgTcTTgTgcAcTgTgAcAgAgg
kapbri1A27 gggTgccTggAgAcTgggTcATcTggATgTcTTgTgcAcTgTgAcAgAgg
kapbri1A11 gggTggcTggAgAcTgggTcATcTggATgTcTTgTgcAcTgTgAcAgAgg
kapbri1B3 gggAgTcTggAgAcTgggTcATcTggATgTcTTgTgcAcTgTgAcAgAgg

Extender (5’ biotinylated)
kapextl bio ccTcTgTcAcAgTgcAcAAgAcATccAgATgAcccAgTcTcc

Primers
kaPCRtI ccTcTgTcAcAgTgcAcAAgAc
kapfor 5’-aca ctc tcc cct gtt gaa gct ctt-3’

Table 24: PCR program for amplification of kappa DNA

95°C 5 minutes
95°C 15 seconds
65°C 30 seconds
72°C 1 minute
72°C 7 minutes
4°C hold

Reagents (100 ul reaction) :
Template 50 ng
10x turbo PCR buffer 1x
turbo Pfu 4U
dNTPs 200 mM each

kaPCRtl 300 nM
kapfor 300 nM
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Table 30: Oligonucleotides used to clone CDR1/2 diversity
All sequences are 5’ to 3’.

1) ON_CDlBsp, 30 bases

2) ON_Br12, 42 bases

3) ON_CD2Xba, 51 bases

4) ON_BotXba, 23 bases
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Table 33: Bridge/extender pairs

Bridges (2)
H43.XABr1

H43.XABr2

Extender

H43.XAExt

Table 34: PCR primers
Primers
H43.XAPCR2 gactgggTgTAgTgATcTAg
Hucmnest cttttctttgttgccgttggggtg

Table 35: PCR program for amplification of heavy chain CDR3 DNA
95 degrees C 5 minutes

95 degrees C 20 seconds
60 degrees C 30 seconds repeat 20x
72 degrees C 1 minute

72 degrees C 7 minutes
4 degrees C hold

Reagents (100 ul reaction):
Template 5ul ligation mix

10x PCR buffer 1x
Taq 5U
dNTPs 200 uM each
MgCl2 2mM
H43.XAPCR2-biotin 400 nM
Hucmnest 200 nM
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SEQUENCE LISTING

[0200]

<110> LADNER, ROBERT C.
COHEN, EDWARD H.
NASTRI, HORACIO G.
ROOKEY, KRISTIN L.
HOET, RENE
HOOGENBOOM, HENDRICUS R. J. M.

<120> NOVEL METHODS OF CONSTRUCTING LIBRARIES COMPRISING DISPLAYED AND/OR EXPRESSED
MEMBERS OF A DIVERSE FAMILY OF PEPTIDES, POLYPEPTIDES OR PROTEINS AND THE NOVEL LIBRAR-
IES

<130> DYAX/002 CIP2

<140> 10/045,674
<141> 2001-10-25

<150> 06/198,069
<151> 2000-04-17

<150> 09/837,306
<151> 2001-04-17

<160> 635

<170> Patentln Ver. 2.1

<210> 1
<211> 17
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 1
catgtgtatt actgtgc 17

Table 40: Phage titers and enrichments of a selections with a DY3F31-based human Fab library

Input (total cfu) Output (total cfu) Output/input ratio

R1-ox selected on phOx-BSA 4,5 x 1012 3,4 x 105 7,5 x 10-8

R2-Strep selected on Strep-beads 9,2 x 1012 3 x 108 3,3 x 10-5

Table 41: Frequency of ELISA positives in DY3F31-based Fab libraries

Anti-M13 HRP 9E10/RAM-HRP Anti-CK/CL Gar-HRP

R2-ox (with IPTG induction) 18/44 10/44 10/44

R2-ox (without IPTG) 13/44 ND ND

R3-strep (with IPTG) 39/44 38/44 36/44

R3-strep (without IPTG) 33/44 ND ND
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<210> 2
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 2
cacatccgtg cttcttgcac ggatgtggca cagtaataca catg 44

<210> 3
<211> 18
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 3
gtgtattaga ctgctgcc 18

<210> 4
<211> 43
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 4
ggcagcagtc taatacacca catccgtgtt cttcacggat gtg 43

<210> 5
<211> 47
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 5
cacatccgtg tttgttacac ggatgtggtg tcttacagtc cattctg 47

<210> 6
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 6
cagaatggac tgtaagacac 20

<210> 7
<211> 43
<212> DNA
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<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 7
atcgagtctc actgagccac atccgtggtt ttccacggat gtg 43

<210> 8
<211> 17
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 8
gctcagtgag actcgat 17

<210> 9
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (10)..(24)
<223> A, T, C, G, other or unknown

<400> 9
cacgaggagn nnnnnnnnnn nnnn 24

<210> 10
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 10
atgaccgaat tgctacaag 19

<210> 11
<211> 46
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 11
gactcctcag cttcttgctg aggagtcctt gtagcaattc ggtcat 46

<210> 12
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<211>> 6
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: 6 His tag

<400> 12

<210> 13
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6)..(10)
<223> A, T, C, G, other or unknown

<400> 13
gtctcnnnnn 10

<210> 14
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(6)
<223> A, T, C, G, other or unknown

<400> 14
nnnnnngaga c 11

<210> 15
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (11)..(24)
<223> A, T, C, G, other or unknown

<400> 15
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cacggatgtg nnnnnnnnnn nnnn 24

<210> 16
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(14)
<223> A, T, C, G, other or unknown

<400> 16
nnnnnnnnnn nnnncacatc cgtg 24

<210> 17
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 17
gtgtattact gtgc 14

<210> 18
<211> 34
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 18
cacatccgtg cacggatgtg gcacagtaat acac 34

<210> 19
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 19
gtgtattaga ctgc 14

<210> 20
<211> 34
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide



EP 1 578 903 B2

159

5

10

15

20

25

30

35

40

45

50

55

<400> 20
gcagtctaat acaccacatc cgtgcacgga tgtg 34

<210> 21
<211> 34
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 21
cacatccgtg cacggatgtg gtgtcttaca gtcc 34

<210> 22
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 22
ggactgtaag acac 14

<210> 23
<211> 34
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 23
gagtctcact gagccacatc cgtgcacgga tgtg 34

<210> 24
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 24
gctcagtgag actc 14

<210> 25
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 25
gtgtattact gtgc 14
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<210> 26
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 26
gtatattact gtgc 14

<210> 27
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 27
gtgtattact gtaa 14

<210> 28
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 28
gtgtattact gtac 14

<210> 29
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 29
ttgtattact gtgc 14

<210> 30
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 30
ttgtatcact gtgc 14

<210> 31
<211> 14
<212> DNA
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<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 31
acatattact gtgc 14

<210> 32
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 32
acgtattact gtgc 14

<210> 33
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 33
atgtattact gtgc 14

<210> 34
<211> 101
<212> DNA
<213> Homo sapiens

<400> 34

<210> 35
<211> 98
<212> DNA
<213> Homo sapiens

<400> 35

<210> 36
<211> 98
<212> DNA
<213> Homo sapiens

<400> 36
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<210> 37
<211> 98
<212> DNA
<213> Homo sapiens

<400> 37

<210> 38
<211> 98
<212> DNA
<213> Homo sapiens

<400> 38

<210> 39
<211> 98
<212> DNA
<213> Homo sapiens

<400> 39

<210> 40
<211> 98
<212> DNA
<213> Homo sapiens

<400> 40

<210> 41
<211> 98
<212> DNA
<213> Homo sapiens

<400> 41
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<210> 42
<211> 98
<212> DNA
<213> Homo sapiens

<400> 42

<210> 43
<211> 98
<212> DNA
<213> Homo sapiens

<400> 43

<210> 44
<211> 98
<212> DNA
<213> Homo sapiens

<400> 44

<210> 45
<211> 100
<212> DNA
<213> Homo sapiens

<400> 45

<210> 46
<211> 100
<212> DNA
<213> Homo sapiens

<400> 46

<210> 47
<211> 100
<212> DNA
<213> Homo sapiens

<400> 47
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<210> 48
<211> 98
<212> DNA
<213> Homo sapiens

<400> 48

<210> 49
<211> 100
<212> DNA
<213> Homo sapiens

<400> 49

<210> 50
<211> 98
<212> DNA
<213> Homo sapiens

<400> 50

<210> 51
<211> 98
<212> DNA
<213> Homo sapiens

<400> 51

<210> 52
<211> 98
<212> DNA
<213> Homo sapiens

<400> 52

<210> 53
<211> 98
<212> DNA
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<213> Homo sapiens

<400> 53

<210> 54
<211> 98
<212> DNA
<213> Homo sapiens

<400> 54

<210> 55
<211> 98
<212> DNA
<213> Homo sapiens

<400> 55

<210> 56
<211> 98
<212> DNA
<213> Homo sapiens

<400> 56

<210> 57
<211> 98
<212> DNA
<213> Homo sapiens

<400> 57

<210> 58
<211> 98
<212> DNA
<213> Homo sapiens

<400> 58

<210> 59
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<211> 98
<212> DNA
<213> Homo sapiens

<400> 59

<210> 60
<211> 100
<212> DNA
<213> Homo sapiens

<400> 60

<210> 61
<211> 98
<212> DNA
<213> Homo sapiens

<400> 61

<210> 62
<211> 98
<212> DNA
<213> Homo sapiens

<400> 62

<210> 63
<211> 98
<212> DNA
<213> Homo sapiens

<400> 63

<210> 64
<211> 98
<212> DNA
<213> Homo sapiens

<400> 64
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<210> 65
<211> 98
<212> DNA
<213> Homo sapiens

<400> 65

<210> 66
<211> 98
<212> DNA
<213> Homo sapiens

<400> 66

<210> 67
<211> 98
<212> DNA
<213> Homo sapiens

<400> 67

<210> 68
<211> 98
<212> DNA
<213> Homo sapiens

<400> 68

<210> 69
<211> 98
<212> DNA
<213> Homo sapiens

<400> 69

<210> 70
<211> 98
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<212> DNA
<213> Homo sapiens

<400> 70

<210> 71
<211> 98
<212> DNA
<213> Homo sapiens

<400> 71

<210> 72
<211> 98
<212> DNA
<213> Homo sapiens

<400> 72

<210> 73
<211> 98
<212> DNA
<213> Homo sapiens

<400> 73

<210> 74
<211> 98
<212> DNA
<213> Homo sapiens

<400> 74

<210> 75
<211> 98
<212> DNA
<213> Homo sapiens

<400> 75
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<210> 76
<211> 98
<212> DNA
<213> Homo sapiens

<400> 76

<210> 77
<211> 98
<212> DNA
<213> Homo sapiens

<400> 77

<210> 78
<211> 98
<212> DNA
<213> Homo sapiens

<400> 78

<210> 79
<211> 98
<212> DNA
<213> Homo sapiens

<400> 79

<210> 80
<211> 98
<212> DNA
<213> Homo sapiens

<400> 80

<210> 81
<211> 98
<212> DNA
<213> Homo sapiens

<400> 81
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<210> 82
<211> 96
<212> DNA
<213> Homo sapiens

<400> 82

<210> 83
<211> 98
<212> DNA
<213> Homo sapiens

<400> 83

<210> 84
<211 > 98
<212> DNA
<213> Homo sapiens

<400> 84

<210> 85
<211> 11
<212> DNA
<213> Artificial Sequence

<220> <223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (3)..(9)
<223> A, T, C, G, other or unknown

<400> 85
gcnnnnnnng c 11

<210> 86
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<220>
<221 modified_base
<222> (4)..(7)
<223> A, T, C, G, other or unknown

<400> 86
caynnnnrtg 10

<210> 87
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6)..(11)
<223> A, T, C, G, other or unknown

<400> 87
gagtcnnnnn n 11

<210> 88
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(6)
<223> A, T, C, G, other or unknown

<400> 88
nnnnnngaga c 11

<210> 89
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified base
<222> (4)..(7)
<223> A, T, C, G, other or unknown

<400> 89
gaannnnttc 10

<210> 90
<211> 90
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<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic 3-23 FR3 nucleotide sequence

<220>
<221> CDS
<222> (1)..(90)

<220>
<221> modified_base
<222> (3)
<223> A, T, C or G

<220>
<221> modified_base
<222> (9)
<223> A, T, C or G

<220>
<221> modified_base
<222> (12)
<223> A, T, C or G

<220>
<221> modified_base
<222> (21)
<223> A, T, C or G

<220>
<221> modified_base
<222> (30)
<223> A, T, C or G

<220>
<221> modified_base
<222> (36)
<223> A, T, C or G

<220>
<221> modified_base
<222> (51)
<223> A, T, C or G

<220>
<221> modified_base
<222> (57)
<223> A, T, C or G

<220>
<221> modified_base
<222> (60)
<223> A, T, C or G

<220>
<221> modified_base
<222> (69)
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<223> A, T, C or G

<220>
<221> modified_base
<222> (72)
<223> A, T, C or G

<220>
<221> modified_base
<222> (75)
<223> A, T, C or G

<220>
<221> modified_base
<222> (78)
<223> A, T, C or G

<220>
<221> modified base
<222> (87)
<223> A, T, C or G

<400> 90

<210> 91
<211> 30
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic 3-23 FR3 protein sequence

<400> 91

<210> 92
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 92
agttctccct gcagctgaac tc 22
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<210> 93
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 93
cactgtatct gcaaatgaac ag 22

<210> 94
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 94
ccctgtatct gcaaatgaac ag 22

<210> 95
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 95
ccgcctacct gcagtggagc ag 22

<210> 96
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 96
cgctgtatct gcaaatgaac ag 22

<210> 97
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 97
cggcatatct gcagatctgc ag 22

<210> 98
<211> 22
<212> DNA
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<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 98
cggcgtatct gcaaatgaac ag 22

<210> 99
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 99
ctgcctacct gcagtggagc ag 22

<210> 100
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 100
tcgcctatct gcaaatgaac ag 22

<210> 101
<211> 63
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 101

<210> 102
<211> 45
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 102
caagtagaga gtattcttag agttgtctct agacttagtg aagcg 45

<210> 103
<211> 54
<212> DNA
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<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 103
cgcttcacta agtctagaga caactctaag aatactctct acttgcagct gaac 54

<210> 104
<211> 54
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 104
cgcttcacta agtctagaga caactctaag aatactctct acttgcaaat gaac 54

<210> 105
<211> 54
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 105
cgcttcacta agtctagaga caactctaag aatactctct acttgcagtg gagc 54

<210> 106
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 106
cgcttcacta agtctagaga c 21

<210> 107
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 107
acatggagct gagcagcctg ag 22

<210> 108
<211>22
<212> DNA
<213> Artificial Sequence

<220>
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<223> Description of Artificial Sequence: Synthetic probe

<400> 108
acatggagct gagcaggctg ag 22

<210> 109
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 109
acatggagct gaggagcctg ag 22

<210> 110
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 110
acctgcagtg gagcagcctg aa 22

<210> 111
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 111
atctgcaaat gaacagcctg aa 22

<210> 112
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 112
atctgcaaat gaacagcctg ag 22

<210> 113
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 113
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atctgcaaat gaacagtctg ag 22

<210> 114
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 114
atctgcagat ctgcagccta aa 22

<210> 115
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 115
atcttcaaat gaacagcctg ag 22

<210> 116
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 116
atcttcaaat gggcagcctg ag 22

<210> 117
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 117
ccctgaagct gagctctgtg ac 22

<210> 118
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 118
ccctgcagct gaactctgtg ac 22

<210> 119
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<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 119
tccttacaat gaccaacatg ga 22

<210> 120
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 120
tccttaccat gaccaacatg ga 22

<210> 121
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 121
acatggagct gagcagcctg ag 22

<210> 122
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 122
ccctgaagct gagctctgtg ac 22

<210> 123
<211> 54
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 123
cgcttcacta agtctagaga caactctaag aatactctct acttgcagat gaac 54

<210> 124
<211> 60
<212> DNA
<213> Artificial Sequence
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<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 124 cgcttcactc agtctagaga taacagtaaa aatactttgt acttgcagct gagcagcctg 60

<210> 125
<211> 60
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 125
cgcttcactc agtctagaga taacagtaaa aatactttgt acttgcagct gagctctgtg 60

<210> 126
<211> 52
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 126
tcagctgcaa gtacaaagta tttttactgt tatctctaga ctgagtgaag cg 52

<210> 127
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 127
cgcttcactc agtctagaga taac 24

<210> 128
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 128
ccgtgtatta ctgtgcgaga ga 22

<210> 129
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 129
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ctgtgtatta ctgtgcgaga ga 22

<210> 130
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 130
ccgtgtatta ctgtgcgaga gg 22

<210> 131
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 131
ccgtgtatta ctgtgcaaca ga 22

<210> 132
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 132
ccatgtatta ctgtgcaaga ta 22

<210> 133
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 133
ccgtgtatta ctgtgcggca ga 22

<210> 134
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 134
ccacatatta ctgtgcacac ag 22

<210> 135
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<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 135
ccacatatta ctgtgcacgg at 22

<210> 136
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 136
ccacgtatta ctgtgcacgg at 22

<210> 137
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 137
ccttgtatta ctgtgcaaaa ga 22

<210> 138
<211 > 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 138
ctgtgtatta ctgtgcaaga ga 22

<210> 139
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 139
ccgtgtatta ctgtaccaca ga 22

<210> 140
<211> 22
<212> DNA
<213> Artificial Sequence



EP 1 578 903 B2

183

5

10

15

20

25

30

35

40

45

50

55

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 140
ccttgtatca ctgtgcgaga ga 22

<210> 141
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 141
ccgtatatta ctgtgcgaaa ga 22

<210> 142
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 142
ctgtgtatta ctgtgcgaaa ga 22

<210> 143
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 143
ccgtgtatta ctgtactaga ga 22

<210> 144
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 144
ccgtgtatta ctgtgctaga ga 22

<210> 145
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<400> 145
ccgtgtatta ctgtactaga ca 22

<210> 146
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 146
ctgtgtatta ctgtaagaaa ga 22

<210> 147
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 147
ccgtgtatta ctgtgcgaga aa 22

<210> 148
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 148
ccgtgtatta ctgtgccaga ga 22

<210> 149
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 149
ctgtgtatta ctgtgcgaga ca 22

<210> 150
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 150
ccatgtatta ctgtgcgaga ca 22
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<210> 151
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 151
ccatgtatta ctgtgcgaga 20

<210> 152
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 152
ccgtgtatta ctgtgcgaga g 21

<210> 153
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 153
ctgtgtatta ctgtgcgaga g 21

<210> 154
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 154
ccgtgtatta ctgtgcgaga g 21

<210> 155
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 155
ccgtatatta ctgtgcgaaa g 21

<210> 156
<211> 21
<212> DNA
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<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 156
ctgtgtatta ctgtgcgaaa g 21

<210> 157
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 157
ctgtgtatta ctgtgcgaga c 21

<210> 158
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 158
ccatgtatta ctgtgcgaga c 21

<210> 159
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 159
ccatgtatta ctgtgcgaga 20

<210> 160
<211> 94
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 160

<210> 161
<211> 94
<212> DNA
<213> Artificial Sequence
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<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 161

<210> 162
<211> 85
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 162

<210> 163
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 163
ggtgtagtga tctagagaca ac 22

<210> 164
<211> 55
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 164
ggtgtagtga aacagcttta gggctgagga cactgcagtc tactattgtg cgaga 55

<210> 165
<211> 55
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 165
ggtgtagtga aacagcttta gggctgagga cactgcagtc tactattgtg cgaaa 55

<210> 166
<211> 46
<212> DNA
<213> Artificial Sequence
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<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 166
atagtagact gcagtgtcct cagcccttaa gctgtttcac tacacc 46

<210> 167
<211> 46
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 167
ggtgtagtga aacagcttaa gggctgagga cactgcagtc tactat 46

<210> 168
<211> 26
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 168
ggtgtagtga aacagcttaa gggctg 26

<210> 169
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 169
agttctccct gcagctgaac tc 22

<210> 170
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 170
cactgtatct gcaaatgaac ag 22

<210> 171
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe
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<400> 171
ccctgtatct gcaaatgaac ag 22

<210> 172
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 172
ccgcctacct gcagtggagc ag 22

<210> 173
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 173
cgctgtatct gcaaatgaac ag 22

<210> 174
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 174
cggcatatct gcagatctgc ag 22

<210> 175
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 175
cggcgtatct gcaaatgaac ag 22

<210> 176
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 176
ctgcctacct gcagtggagc ag 22
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<210> 177
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 177
tcgcctatct gcaaatgaac ag 22

<210> 178
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 178
acatggagct gagcagcctg ag 22

<210> 179
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 179
acatggagct gagcaggctg ag 22

<210> 180
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 180
acatggagct gaggagcctg ag 22

<210> 181
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 181
acctgcagtg gagcagcctg aa 22

<210> 182
<211> 22
<212> DNA
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<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 182
atctgcaaat gaacagcctg aa 22

<210> 183
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 183
atctgcaaat gaacagcctg ag 22

<210> 184
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 184
atctgcaaat gaacagtctg ag 22

<210> 185
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 185
atctgcagat ctgcagccta aa 22

<210> 186
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 186
atcttcaaat gaacagcctg ag 22

<210> 187
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
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<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 187
atcttcaaat gggcagcctg ag 22

<210> 188
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 188
ccctgaagct gagctctgtg ac 22

<210> 189
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 189
ccctgcagct gaactctgtg ac 22

<210> 190
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 190
tccttacaat gaccaacatg ga 22

<210> 191
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 191
tccttaccat gaccaacatg ga 22

<210> 192
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 192
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ccgtgtatta ctgtgcgaga ga 22

<210> 193
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 193
ctgtgtatta ctgtgcgaga ga 22

<210> 194
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 194
ccgtgtatta ctgtgcgaga gg 22

<210> 195
<211 > 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 195
ccgtgtatta ctgtgcaaca ga 22

<210> 196
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 196
ccatgtatta ctgtgcaaga ta 22

<210> 197
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 197
ccgtgtatta ctgtgcggca ga 22

<210> 198
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<211 > 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 198
ccacatatta ctgtgcacac ag 22

<210> 199
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 199
ccacatatta ctgtgcacgg at 22

<210> 200
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 200
ccacgtatta ctgtgcacgg at 22

<210> 201
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 201
ccttgtatta ctgtgcaaaa ga 22

<210> 202
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 202
ctgtgtatta ctgtgcaaga ga 22

<210> 203
<211> 22
<212> DNA
<213> Artificial Sequence
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<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 203
ccgtgtatta ctgtaccaca ga 22

<210> 204
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 204
ccttgtatca ctgtgcgaga ga 22

<210> 205
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 205
ccgtatatta ctgtgcgaaa ga 22

<210> 206
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 206
ctgtgtatta ctgtgcgaaa ga 22

<210> 207
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 207
ccgtgtatta ctgtactaga ga 22

<210> 208
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<400> 208
ccgtgtatta ctgtgctaga ga 22

<210> 209
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 209
ccgtgtatta ctgtactaga ca 22

<210> 210
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 210
ctgtgtatta ctgtaagaaa ga 22

<210> 211
<211 > 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 211
ccgtgtatta ctgtgcgaga aa 22

<210> 212
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 212
ccgtgtatta ctgtgccaga ga 22

<210> 213
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 213
ctgtgtatta ctgtgcgaga ca 22
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<210> 214
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 214
ccatgtatta ctgtgcgaga ca 22

<210> 215
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 215
ccatgtatta ctgtgcgaga aa 22

<210> 216
<211> 90
<212> DNA
<213> Homo sapiens

<400> 216

<210> 217
<211> 90
<212> DNA
<213> Homo sapiens

<400> 217

<210> 218
<211> 90
<212> DNA
<213> Homo sapiens

<400> 218

<210> 219
<211> 90
<212> DNA
<213> Homo sapiens
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<400> 219

<210> 220
<211> 90
<212> DNA
<213> Homo sapiens

<400> 220

<210> 221
<211> 90
<212> DNA
<213> Homo sapiens

<400> 221

<210> 222
<211> 90
<212> DNA
<213> Homo sapiens

<400> 222

<210> 223
<211> 90
<212> DNA
<213> Homo sapiens

<400> 223

<210> 224
<211> 90
<212> DNA
<213> Homo sapiens

<400> 224

<210> 225
<211> 90
<212> DNA
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<213> Homo sapiens

<400> 225

<210> 226
<211> 90
<212> DNA
<213> Homo sapiens

<400> 226

<210> 227
<211> 90
<212> DNA
<213> Homo sapiens

<400> 227

<210> 228
<211> 90
<212> DNA
<213> Homo sapiens

<400> 228

<210> 229
<211> 90
<212> DNA
<213> Homo sapiens

<400> 229

<210> 230
<211> 90
<212> DNA
<213> Homo sapiens

<400> 230



EP 1 578 903 B2

200

5

10

15

20

25

30

35

40

45

50

55

<210> 231
<211> 90
<212> DNA
<213> Homo sapiens

<400> 231

<210> 232
<211> 90
<212> DNA
<213> Homo sapiens

<400> 232

<210> 233
<211> 90
<212> DNA
<213> Homo sapiens

<400> 233

<210> 234
<211> 90
<212> DNA
<213> Homo sapiens

<400> 234

<210> 235
<211> 90
<212> DNA
<213> Homo sapiens

<400> 235

<210> 236
<211> 90
<212> DNA
<213> Homo sapiens

<400> 236
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<210> 237
<211> 90
<212> DNA
<213> Homo sapiens

<400> 237

<210> 238
<211> 90
<212> DNA
<213> Homo sapiens

<400> 238

<210> 239
<211> 90
<212> DNA
<213> Homo sapiens

<400> 239

<210> 240
<211> 90
<212> DNA
<213> Homo sapiens

<400> 240

<210> 241
<211> 90
<212> DNA
<213> Homo sapiens

<400> 241
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<210> 242
<211> 90
<212> DNA
<213> Homo sapiens

<400> 242

<210> 243
<211 > 90
<212> DNA
<213> Homo sapiens

<400> 243

<210> 244
<211> 90
<212> DNA
<213> Homo sapiens

<400> 244

<210> 245
<211> 90
<212> DNA
<213> Homo sapiens

<400> 245

<210> 246
<211> 90
<212> DNA
<213> Homo sapiens

<400> 246

<210> 247
<211> 90
<212> DNA
<213> Homo sapiens

<400> 247
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<210> 248
<211> 90
<212> DNA
<213> Homo sapiens

<400> 248

<210> 249
<211> 90
<212> DNA
<213> Homo sapiens

<400> 249

<210> 250
<211> 90
<212> DNA
<213> Homo sapiens

<400> 250

<210> 251
<211> 90
<212> DNA
<213> Homo sapiens

<400> 251

<210> 252
<211> 90
<212> DNA
<213> Homo sapiens

<400> 252

<210> 253
<211> 90
<212> DNA
<213> Homo sapiens
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<400> 253

<210> 254
<211> 90
<212> DNA
<213> Homo sapiens

<400> 254

<210> 255
<211> 90
<212> DNA
<213> Homo sapiens

<400> 255

<210> 256
<211> 90
<212> DNA
<213> Homo sapiens

<400> 256

<210> 257
<211> 90
<212> DNA
<213> Homo sapiens

<400> 257

<210> 258
<211> 90
<212> DNA
<213> Homo sapiens

<400> 258

<210> 259
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<211 > 90
<212> DNA
<213> Homo sapiens

<400> 259

<210> 260
<211> 90
<212> DNA
<213> Homo sapiens

<400> 260

<210> 261
<211> 90
<212> DNA
<213> Homo sapiens

<400> 261

<210> 262
<211> 90
<212> DNA
<213> Homo sapiens

<400> 262

<210> 263
<211> 90
<212> DNA
<213> Homo sapiens

<400> 263

<210> 264
<211> 90
<212> DNA
<213> Homo sapiens

<400> 264
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<210> 265
<211> 90
<212> DNA
<213> Homo sapiens

<400> 265

<210> 266
<211> 90
<212> DNA
<213> Homo sapiens

<400> 266

<210> 267
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 267
ccgtgtatta ctgtgcgaga ga 22

<210> 268
<211 > 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 268
ctgtgtatta ctgtgcgaga ga 22

<210> 269
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 269
ccgtgtatta ctgtgcgaga gg 22

<210> 270
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<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 270
ccgtatatta ctgtgcgaaa ga 22

<210> 271
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 271
ctgtgtatta ctgtgcgaaa ga 22

<210> 272
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 272
ctgtgtatta ctgtgcgaga ca 22

<210> 273
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 273
ccatgtatta ctgtgcgaga ca 22

<210> 274
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 274
ccatgtatta ctgtgcgaga aa 22

<210> 275
<211> 69
<212> DNA
<213> Homo sapiens
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<400> 275

<210> 276
<211> 69
<212> DNA
<213> Homo sapiens

<400> 276

<210> 277
<211> 69
<212> DNA
<213> Homo sapiens

<400> 277

<210> 278
<211> 69
<212> DNA
<213> Homo sapiens

<400> 278

<210> 279
<211> 69
<212> DNA
<213> Homo sapiens

<400> 279

<210> 280
<211> 69
<212> DNA
<213> Homo sapiens

<400> 280
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<210> 281
<211> 69
<212> DNA
<213> Homo sapiens

<400> 281

<210> 282
<211> 69
<212> DNA
<213> Homo sapiens

<400> 282

<210> 283
<211> 69
<212> DNA
<213> Homo sapiens

<400> 283

<210> 284
<211> 69
<212> DNA
<213> Homo sapiens

<400> 284

<210> 285
<211> 69
<212> DNA
<213> Homo sapiens

<400> 285

<210> 286
<211> 69
<212> DNA
<213> Homo sapiens

<400> 286
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<210> 287
<211> 69
<212> DNA
<213> Homo sapiens

<400> 287

<210> 288
<211> 69
<212> DNA
<213> Homo sapiens

<400> 288

<210> 289
<211> 69
<212> DNA
<213> Homo sapiens

<400> 289

<210> 290
<211> 69
<212> DNA
<213> Homo sapiens

<400> 290

<210> 291
<211> 69
<212> DNA
<213> Homo sapiens

<400> 291

<210> 292
<211> 69
<212> DNA
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<213> Homo sapiens

<400> 292

<210> 293
<211> 69
<212> DNA
<213> Homo sapiens

<400> 293

<210> 294
<211> 69
<212> DNA
<213> Homo sapiens

<400> 294

<210> 295
<211> 69
<212> DNA
<213> Homo sapiens

<400> 295

<210> 296
<211> 69
<212> DNA
<213> Homo sapiens

<400> 296

<210> 297
<211> 69
<212> DNA
<213> Homo sapiens

<400> 297
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<210> 298
<211> 69
<212> DNA
<213> Homo sapiens

<400> 298

<210> 299
<211> 69
<212> DNA
<213> Homo sapiens

<400> 299

<210> 300
<211> 69
<212> DNA
<213> Homo sapiens

<400> 300

<210> 301
<211> 69
<212> DNA
<213> Homo sapiens

<400> 301

<210> 302
<211> 69
<212> DNA
<213> Homo sapiens

<400> 302

<210> 303
<211> 69
<212> DNA
<213> Homo sapiens



EP 1 578 903 B2

213

5

10

15

20

25

30

35

40

45

50

55

<400> 303

<210> 304
<211> 69
<212> DNA
<213> Homo sapiens

<400> 304

<210> 305
<211> 69
<212> DNA
<213> Homo sapiens

<400> 305

<210> 306
<211> 69
<212> DNA
<213> Homo sapiens

<400> 306

<210> 307
<211> 69
<212> DNA
<213> Homo sapiens

<400> 307

<210> 308
<211> 69
<212> DNA
<213> Homo sapiens

<400> 308

<210> 309
<211> 69
<212> DNA
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<213> Homo sapiens

<400> 309

<210> 310
<211> 69
<212> DNA
<213> Homo sapiens

<400> 310

<210> 311
<211> 69
<212> DNA
<213> Homo sapiens

<400> 311

<210> 312
<211> 69
<212> DNA
<213> Homo sapiens

<400> 312

<210> 313
<211> 69
<212> DNA
<213> Homo sapiens

<400> 313

<210> 314
<211> 69
<212> DNA
<213> Homo sapiens

<400> 314

<210> 315
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<211> 66
<212> DNA
<213> Homo sapiens

<400> 315

<210> 316
<211 > 66
<212> DNA
<213> Homo sapiens

<400> 316

<210> 317
<211> 66
<212> DNA
<213> Homo sapiens

<400> 317

<210> 318
<211> 66
<212> DNA
<213> Homo sapiens

<400> 318

<210> 319
<211> 66
<212> DNA
<213> Homo sapiens

<400> 319

<210> 320
<211> 66
<212> DNA
<213> Homo sapiens

<400> 320
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<210> 321
<211> 66
<212> DNA
<213> Homo sapiens

<400> 321

<210> 322
<211> 66
<212> DNA
<213> Homo sapiens

<400> 322

<210> 323
<211> 66
<212> DNA
<213> Homo sapiens

<400> 323

<210> 324
<211> 66
<212> DNA
<213> Homo sapiens

<400> 324

<210> 325
<211> 66
<212> DNA
<213> Homo sapiens

<400> 325

<210> 326
<211> 66
<212> DNA
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<213> Homo sapiens

<400> 326

<210> 327
<211> 66
<212> DNA
<213> Homo sapiens

<400> 327

<210> 328
<211> 66
<212> DNA
<213> Homo sapiens

<400> 328

<210> 329
<211> 66
<212> DNA
<213> Homo sapiens

<400> 329

<210> 330
<211> 66
<212> DNA
<213> Homo sapiens

<400> 330

<210> 331
<211> 66
<212> DNA
<213> Homo sapiens

<400> 331
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<210> 332
<211> 66
<212> DNA
<213> Homo sapiens

<400> 332

<210> 333
<211> 66
<212> DNA
<213> Homo sapiens

<400> 333

<210> 334
<211> 66
<212> DNA
<213> Homo sapiens

<400> 334

<210> 335
<211> 66
<212> DNA
<213> Homo sapiens

<400> 335

<210> 336
<211> 66
<212> DNA
<213> Homo sapiens

<400> 336

<210> 337
<211> 66
<212> DNA
<213> Homo sapiens
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<400> 337

<210> 338
<211> 66
<212> DNA
<213> Homo sapiens

<400> 338

<210> 339
<211> 66
<212> DNA
<213> Homo sapiens

<400> 339

<210> 340
<211> 66
<212> DNA
<213> Homo sapiens

<400> 340

<210> 341
<211> 66
<212> DNA
<213> Homo sapiens

<400> 341

<210> 342
<211> 66
<212> DNA
<213> Homo sapiens

<400> 342

<210> 343
<211> 66
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<212> DNA
<213> Homo sapiens

<400> 343

<210> 344
<211> 66
<212> DNA
<213> Homo sapiens

<400> 344

<210> 345
<211> 66
<212> DNA
<213> Homo sapiens

<400> 345

<210> 346
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(6)
<223> A, T, C, G, other or unknown

<400> 346
nnnnnngact c 11

<210> 347
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6)..(11)
<223> A, T, C, G, other or unknown
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<400> 347
gagtcnnnnn n 11

<210> 348
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (3)..(9)
<223> A, T, C, G, other or unknown

<400> 348
gcnnnnnnng c 11

<210> 349
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(11)
<223> A, T, C, G, other or unknown

<400> 349
acctgcnnnn n 11

<210> 350
<211> 25
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 350
cacatccgtg ttgttcacgg atgtg 25

<210> 351
<211> 88
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 351
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<210> 352
<211> 88
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 352

<210> 353
<211> 95
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 353

<210> 354
<211> 95
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 354

<210> 355
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 355
cgcttcacta agtctagaga caac 24

<210> 356
<211> 15
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<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (8)..(15)
<223> A, T, C, G, other or unknown

<400> 356 cacctgcnnn nnnnn 15

<210> 357
<211> 17
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(17)
<223> A, T, C, G, other or unknown

<400> 357
cagctcnnnn nnnnnnn 17

<210> 358
<211> 17
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(17)
<223> A, T, C, G, other or unknown

<400> 358
gaagacnnnn nnnnnnn 17

<210> 359
<211> 17
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6)..(17)
<223> A, T, C, G, other or unknown
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<400> 359
gcagcnnnnn nnnnnnn 17

<210> 360
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(12)
<223> A, T, C, G, other or unknown

<400> 360
gaagacnnnn nn 12

<210> 361
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(22)
<223> A, T, C, G, other or unknown

<400> 361
cttgagnnnn nnnnnnnnnn nn 22

<210> 362
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6)..(19)
<223> A, T, C, G, other or unknown

<400> 362
acggcnnnnn nnnnnnnnn 19

<210> 363
<211> 18
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<220>
<221> modified_base
<222> (6)..(18)
<223> A, T, C, G, other or unknown

<400> 363
acggcnnnnn nnnnnnnn 18

<210> 364
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(12)
<223> A, T, C, G, other or unknown

<400> 364
gtatccnnnn nn 12

<210> 365
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(11)
<223> A, T, C, G, other or unknown

<400> 365
actgggnnnn n 11

<210> 366
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6) ..(10)
<223> A, T, C, G, other or unknown

<400> 366
ggatcnnnnn 10

<210> 367
<211> 11



EP 1 578 903 B2

226

5

10

15

20

25

30

35

40

45

50

55

<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6) ..(11)
<223> A, T, C, G, other or unknown

<400> 367
gcatcnnnnn n 11

<210> 368
<211> 16
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7) ..(16)
<223> A, T, C, G, other or unknown

<400> 368
gaggagnnnn nnnnnn 16

<210> 369
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6) .. (19)
<223> A, T, C, G, other or unknown

<400> 369
gggacnnnnn nnnnnnnnn 19

<210> 370
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7) .. (14)
<223> A, T, C, G, other or unknown
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<400> 370
acctgcnnnn nnnn 14

<210> 371
<211> 17
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified base
<222> (7) ..(17)
<223> A, T, C, G, other or unknown

<400> 371
ggcggannnn nnnnnnn 17

<210> 372
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7) ..(22)
<223> A, T, C, G, other or unknown

<400> 372
ctgaagnnnn nnnnnnnnnn nn 22

<210> 373
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6) .. (11)
<223> A, T, C, G, other or unknown

<400> 373
cccgcnnnnn n 11

<210> 374
<211> 18
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<220>
<221> modified_base
<222> (6) ..(18)
<223> A, T, C, G, other or unknown

<400> 374
ggatgnnnnn nnnnnnnn 18

<210> 375
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(22)
<223> A, T, C, G, other or unknown

<400> 375
ctggagnnnn nnnnnnnnnn nn 22

<210> 376
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6)..(15)
<223> A, T, C, G, other or unknown

<400> 376
gacgcnnnnn nnnnn 15

<210> 377
<211> 13
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6) .. (13)
<223> A, T, C, G, other or unknown

<400> 377
ggtgannnnn nnn 13

<210> 378
<211> 13
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<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6)..(13)
<223> A, T, C, G, other or unknown

<400> 378
gaagannnnn nnn 13

<210> 379
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6) ..(10)
<223> A, T, C, G, other or unknown

<400> 379
gagtcnnnnn 10

<210> 380
<211> 26
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7) ..(26)
<223> A, T, C, G, other or unknown

<400> 380
tccracnnnn nnnnnnnnnn nnnnnn 26

<210> 381
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (5) .. (11)
<223> A, T, C, G, other or unknown
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<400> 381
cctcnnnnnn n 11

<210> 382
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6)..(10)
<223> A, T, C, G, other or unknown

<400> 382
gagtcnnnnn 10

<210> 383
<211> 18
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221 modified_base
<222> (7)..(18)
<223> A, T, C, G, other or unknown

<400> 383
cccacannnn nnnnnnnn 18

<210> 384
<211> 14
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6)..(14)
<223> A, T, C, G, other or unknown

<400> 384
gcatcnnnnn nnnn 14

<210> 385
<211> 13
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<220>
<221> modified_base
<222> (6) .. (13)
<223> A, T, C, G, other or unknown

<400> 385
ggtgannnnn nnn 13

<210> 386
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (5) ..(12)
<223> A, T, C, G, other or unknown

<400> 386
cccgnnnnnn nn 12

<210> 387
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (6) ..(19)
<223> A, T, C, G, other or unknown

<400> 387
ggatgnnnnn nnnnnnnnn 19

<210> 388
<211> 17
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7) ..(17)
<223> A, T, C, G, other or unknown

<400> 388
gaccgannnn nnnnnnn 17

<210> 389
<211> 17
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<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7) ..(17)
<223> A, T, C, G, other or unknown

<400> 389
cacccannnn nnnnnnn 17

<210> 390
<211> 17
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified base
<222> (7)..(17)
<223> A, T, C, G, other or unknown

<400> 390
caarcannnn nnnnnnn 17

<210> 391
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 391
gctgtgtatt actgtgcgag 20

<210> 392
<211 > 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 392
gccgtgtatt actgtgcgag 20

<210> 393
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
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<223> Description of Artificial Sequence: Synthetic probe

<400> 393
gccgtatatt actgtgcgag 20

<210> 394
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 394
gccgtgtatt actgtacgag 20

<210> 395
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic probe

<400> 395
gccatgtatt actgtgcgag 20

<210> 396
<211> 25
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 396
cacatccgtg ttgttcacgg atgtg 25

<210> 397
<211> 88
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 397

<210> 398
<211> 95
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide



EP 1 578 903 B2

234

5

10

15

20

25

30

35

40

45

50

55

<400> 398

<210> 399
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 399
cgcttcacta agtctagaga caac 24

<210> 400
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 400
cacatccgtg ttgttcacgg atgtgggagg atggagactg ggtc 44

<210> 401
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 401
cacatccgtg ttgttcacgg atgtgggaga gtggagactg agtc 44

<210> 402
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 402
cacatccgtg ttgttcacgg atgtgggtgc ctggagactg cgtc 44

<210> 403
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<400> 403
cacatccgtg ttgttcacgg atgtgggtgg ctggagactg cgtc 44

<210> 404
<211> 34
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 404
cctctactct tgtcacagtg cacaagacat ccag 34

<210> 405
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 405
cctctactct tgtcacagtg 20

<210> 406
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 406
ggaggatgga ctggatgtct tgtgcactgt gacaagagta gagg 44

<210> 407
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 407
ggagagtgga ctggatgtct tgtgcactgt gacaagagta gagg 44

<210> 408
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 408
ggtgcctgga ctggatgtct tgtgcactgt gacaagagta gagg 44
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<210> 409
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 409
ggtggctgga ctggatgtct tgtgcactgt gacaagagta gagg 44

<210> 410
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 410
cacatccgtg ttgttcacgg atgtggatcg actgtccagg agac 44

<210> 411
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 411
cacatccgtg ttgttcacgg atgtggactg tctgtcccaa ggcc 44

<210> 412
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 412
cacatccgtg ttgttcacgg atgtggactg actgtccagg agac 44

<210> 413
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 413
cacatccgtg ttgttcacgg atgtggaccc tctgccctgg ggcc 44

<210> 414
<211> 59
<212> DNA
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<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 414
cctctgactg agtgcacaga gtgctttaac ccaaccggct agtgttagcg gttccccgg 59

<210> 415
<211> 69
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 415

<210> 416
<211> 69
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 416

<210> 417
<211> 69
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 417

<210> 418
<211> 70
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 418
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<210> 419
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 419
cctctgactg agtgcacaga gtgc 24

<210> 420
<211> 13
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (5)..(9)
<223> A, T, C, G, other or unknown

<400> 420
ggccnnnnng gcc 13

<210> 421
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(12)
<223> A, T, C, G, other or unknown

<400> 421
ccannnnnnn nntgg 15

<210> 422
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown
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<400> 422
cgannnnnnt gc 12

<210> 423
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4) ..(8)
<223> A, T, C, G, other or unknown

<400> 423
gccnnnnngg c 11

<210> 424
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(7)
<223> A, T, C, G, other or unknown

<400> 424
gatnnnnatc 10

<210> 425
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4) ..(8)
<223> A, T, C, G, other or unknown

<400> 425
gacnnnnngt c 11

<210> 426
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<220>
<221> modified_base
<222> (4) .. (8)
<223> A, T, C, G, other or unknown

<400> 426
gcannnnntg c 11

<210> 427
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(12)
<223> A, T, C, G, other or unknown

<400> 427
gtatccnnnn nn 12

<210> 428
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 428
gacnnnnnng tc 12

<210> 429
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 429
ccannnnntg g 11

<210> 430
<211> 12
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<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(6)
<223> A, T, C, G, other or unknown

<400> 430
nnnnnngaga cg 12

<210> 431
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 431
ccannnnnntgg 12

<210> 432
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(7)
<223> A, T, C, G, other or unknown

<400> 432
gaannnnttc 10

<210> 433
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(11)
<223> A, T, C, G, other or unknown



EP 1 578 903 B2

242

5

10

15

20

25

30

35

40

45

50

55

<400> 433
ggtctcnnnn n 11

<210> 434
<211> 16
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(10)
<223> A, T, C, G, other or unknown

<400> 434
nnnnnnnnnn ctcctc 16

<210> 435
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(9)
<223> A, T, C, G, other or unknown

<400> 435
nnnnnnnnnt ccgcc 15

<210> 436
<211> 13
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (5)..(9)
<223> A, T, C, G, other or unknown

<400> 436
ggccnnnnng gcc 13

<210> 437
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 437
ccannnnnnt gg 12

<210> 438
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 438
gacnnnnnng tc 12

<210> 439
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 439
cgannnnnnt gc 12

<210> 440
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 440
gcannnnntg c 11

<210> 441
<211> 11
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<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 441
ccannnnntg g 11

<210> 442
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(7)
<223> A, T, C, G, other or unknown

<400> 442
gaannnnttc 10

<210> 443
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(6)
<223> A, T, C, G, other or unknown

<400> 443
nnnnnngaga cg 12

<210> 444
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(12)
<223> A, T, C, G, other or unknown
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<400> 444
gtatccnnnn nn 12

<210> 445
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, C, G, other or unknown

<400> 445
gacnnnnngt c 11

<210> 446
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(11)
<223> A, T, C, G, other or unknown

<400> 446
ggtctcnnnn n 11

<210> 447
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 447
gccnnnnngg c 11

<210> 448
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<220>
<221> modified_base
<222> (4)..(12)
<223> A, T, C, G, other or unknown

<400> 448
ccannnnnnn nntgg 15

<210> 449
<211> 16
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified base
<222> (1)..(10)
<223> A, T, C, G, other or unknown

<400> 449
nnnnnnnnnn ctcctc 16

<210> 450
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(9)
<223> A, T, C, G, other or unknown

<400> 450
nnnnnnnnnt ccgcc 15

<210> 451
<211> 9532
<212> DNA
<213> Unknown Organism

<220>
<223> Description of Unknown Organism: MALIA3 nucleotide sequence

<220>
<221> CDS
<222> (1579)..(1638)

<220>
<221> CDS
<222> (2343)..(3443)

<220>
<221> CDS
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<222> (3945)..(4400)

<220>
<221> CDS
<222> (4406)..(4450)

<220>
<221> CDS
<222> (4746)..(5789)

<400> 451
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<210> 452
<211> 20
<212> PRT
<213> Unknown Organism

<220>
<223> Description of Unknown Organism: MALIA3 peptide sequence

<400> 452
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<210> 453
<211> 367
<212> PRT
<213> Unknown Organism

<220>
<223> Description of Unknown Organism: MALIA3 protein sequence

<400> 453
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<210> 454
<211> 152
<212> PRT
<213> Unknown Organism

<220>
<223> Description of Unknown Organism: MALIA3 protein sequence

<400> 454
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<210> 455
<211> 15
<212> PRT
<213> Unknown Organism

<220>
<223> Description of Unknown Organism: MALIA3 peptide sequence

<400> 455

<210> 456
<211> 34B
<212> PRT
<213> Unknown Organism

<220>
<223> Description of Unknown Organism: MALIA3 protein sequence

<400> 456
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<210> 457
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 457
tggaagaggc acgttctttt cttt 24

<210> 458
<211> 24
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<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 458
cttttctttg ttgccgttgg ggtg 24

<210> 459
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 459
acactctccc ctgttgaagc tctt 24

<210> 460
<211> 51
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 460
accgcctcca ccgggcgcgc cttattaaca ctctcccctg ttgaagctct t 51

<210> 461
<211> 23
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 461
tgaacattct gtaggggcca ctg 23

<210> 462
<211> 23
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 462
agagcattct gcaggggcca ctg 23

<210> 463
<211> 50
<212> DNA
<213> Artificial Sequence
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<220>
<223> Description of Artificial Sequence: Primer

<400> 463
accgcctcca ccgggcgcgc cttattatga acattctgta ggggccactg 50

<210> 464
<211> 50
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 464
accgcctcca ccgggcgcgc cttattaaga gcattctgca ggggccactg 50

<210> 465
<211> 23
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 465
cgactggagc acgaggacac tga 23

<210> 466
<211> 26
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 466
ggacactgac atggactgaa ggagta 26

<210> 467
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 467
gggaggatgg agactgggtc 20

<210> 468
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<400> 468
gggaagatgg agactgggtc 20

<210> 469
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 469
gggagagtgg agactgagtc 20

<210> 470
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 470
gggtgcctgg agactgcgtc 20

<210> 471
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 471
gggtggctgg agactgcgtc 20

<210> 472
<211> 50
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 472
gggaggatgg agactgggtc atctggatgt cttgtgcact gtgacagagg 50

<210> 473
<211> 50
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 473
gggaagatgg agactgggtc atctggatgt cttgtgcact gtgacagagg 50
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<210> 474
<211> 50
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 474
gggagagtgg agactgggtc atctggatgt cttgtgcact gtgacagagg 50

<210> 475
<211> 50
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 475
gggtgcctgg agactgggtc atctggatgt cttgtgcact gtgacagagg 50

<210> 476
<211> 50
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 476
gggtggctgg agactgggtc atctggatgt cttgtgcact gtgacagagg 50

<210> 477
<211> 50
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 477
gggagtctgg agactgggtc atctggatgt cttgtgcact gtgacagagg 50

<210> 478
<211> 42
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 478
cctctgtcac agtgcacaag acatccagat gacccagtct cc 42

<210> 479
<211> 22
<212> DNA
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<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 479
cctctgtcac agtgcacaag ac 22

<210> 480
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 480
acactctccc ctgttgaagc tctt 24

<210> 481
<211> 668
<212> DNA
<213> Homo sapiens

<220>
<221> CDS
<222> (1)..(668)

<400> 481
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<210> 482
<211> 223
<212> PRT
<213> Homo sapiens

<400> 482
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<210> 483
<211> 13
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 483
agccaccctg tct 13

<210> 484
<211> 700
<212> DNA
<213> Homo sapiens

<220>
<221> CDS
<222> (1)..(699)

<400> 484
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<210> 485
<211> 233
<212> PRT
<213> Homo sapiens

<400> 485
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<210> 486
<211> 419
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic 3-23 VH nucleotide sequence

<220>
<221> CDS
<222> (12)..(419)

<400> 486
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<210> 487
<211> 136
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic 3-23 VH protein sequence

<400> 487
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<210> 488
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 488
ctgtctgaac ggcccagccg 20

<210> 489
<211> 83
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 489

<210> 490
<211> 54
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 490
gaaagtgaat ccggaagcag cgcaagaaag acgtaaagaa ccaccaggct gaac 54
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<210> 491
<211> 42
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 491
agaaacccac tccaaacctt taccaggagc ttggcgaacc ca 42

<210> 492
<211> 94
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 492

<210> 493
<211> 81
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 493

<210> 494
<211> 72
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 494

<210> 495
<211> 23
<212> DNA
<213> Artificial Sequence

<220>
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<223> Description of Artificial Sequence: Primer

<400> 495
ggggaagacc gatgggccct tgg 23

<210> 496
<211> 56
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified base
<222> (22)..(24)
<223> A, T, C, G, other or unknown

<220>
<221> modified_base
<222> (28)..(30)
<223> A, T, C, G, other or unknown

<220>
<221> modified_base
<222> (34)..(36)
<223> A, T, C, G, other or unknown

<220>
<223> nnn codes for any amino acid but Cys

<400> 496
gcttccggat tcactttctc tnnntacnnn atgnnntggg ttcgccaagc tcctgg 56

<210> 497
<211> 68
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (19)..(21)
<223> A, T, C or G

<220>
<221> modified_base
<222> (25)..(30)
<223> A, T, C or G

<220>
<221> modified_base
<222> (40)..(42)
<223> A, T, C or G

<220>
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<221> modified_base
<222> (46)..(48)
<223> A, T, C or G

<400> 497

<210> 498
<211> 912
<212> DNA
<213> Escherichia coli

<400> 498

<210> 499
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>.
<221> modified_base
<222> (4)..(7)
<223> A, T, C, G, other or unknown

<400> 499
gatnnnnatc 10

<210> 500
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
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<222> (1)..(15)
<223> A, T, C, G, other or unknown

<400> 500
nnnnnnnnnn nnnnngtccc 20

<210> 501
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 501
gcannnnntg c 11

<210> 502
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (9)..(7)
<223> A, T, C, G, other or unknown

<400> 502
gacnnnngtc 10

<210> 503
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(7)
<223> A, T, C, G, other or unknown

<400> 503
nnnnnnngcg gg 12

<210> 504
<211> 12
<212> DNA
<213> Artificial Sequence
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<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(12)
<223> A, T, C, G, other or unknown

<400> 504
gtatccnnnn nn 12

<210> 505
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 505
gcannnnnnt cg 12

<210> 506
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 506
gccnnnnngg c 11

<210> 507
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(11)
<223> A, T, C, G, other or unknown

<400> 507
ggtctcnnnn n 11
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<210> 508
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(11)
<223> A, T, C, G, other or unknown

<400> 508
gacnnnnngt c 11

<210> 509
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 509
gacnnnnngt c 11

<210>510
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 510
gacnnnnnng tc 12

<210> 511
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
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<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 511 ccannnnntg g 11

<210> 512
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(9)
<223> A, T, C, G, other or unknown

<400> 512
nnnnnnnnng caggt 15

<210> 513
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(11)
<223> A, T, C, G, other or unknown

<400> 513
acctgcnnnn n 11

<210> 514
<211> 13
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (5)..(9)
<223> A, T, C, G, other or unknown

<400> 514
ggccnnnnng gcc 13

<210> 515
<211> 15
<212> DNA
<213> Artificial Sequence
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<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(12)
<223> A, T, C, G, other or unknown

<400> 515
ccannnnnnn nntgg 15

<210> 516
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7) .. (11)
<223> A, T, C, G, other or unknown

<400> 516
cgtctcnnnn n 11

<210> 517
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(6)
<223> A, T, C, G, other or unknown

<400> 517
nnnnnngaga cg 12

<210> 518
<211> 16
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(10)
<223> A, T, C, G, other or unknown

<400> 518
nnnnnnnnnn ctcctc 16
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<210> 519
<211> 16
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(16)
<223> A, T, C, G, other or unknown

<400> 519
gaggagnnnn nnnnnn 16

<210> 520
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 520
cctnnnnnag g 11

<210> 521
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 521
ccannnnnnt gg 12

<210> 522
<211> 6680
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Vector pCES5 nucleotide sequence

<220>
<221> CDS
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<222> (201)..(1058)

<220>
<221> CDS
<222> (2269)..(2682)

<220>
<221> CDS
<222> (2723)..(2866)

<220>
<221> CDS
<222> (3767)..(3850)

<220>
<221> CDS
<222> (4198)..(5799)

<400> 522
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<210> 523
<211> 286
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Vector pCES5 protein sequence

<400> 523
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<210> 524
<211> 138
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Vector pCES5 protein sequence

<400> 524
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<210> 525
<211> 48
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Vector pCES5 protein sequence

<400> 525

<210> 526
<211> 28
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Vector pCES5 protein sequence

<400> 526

<210> 527
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<211> 533
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Vector pCES5 protein sequence

<400> 527
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<210> 528
<211> 30
<212> DNA
<213> Artificial Sequence



EP 1 578 903 B2

292

5

10

15

20

25

30

35

40

45

50

55

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 528
acctcactgg cttccggatt cactttctct 30

<210> 529
<211> 42
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 529
agaaacccac tccaaacctt taccaggagc ttggcgaacc ca 42

<210> 530
<211> 51
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 530
ggaaggcagt gatctagaga tagtgaagcg acctttaacg gagtcagcat a 51

<210> 531
<211> 23
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 531
ggaaggcagt gatctagaga tag 23

<210> 532
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 532
gtgctgactc agccaccctc 20

<210> 533
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<400> 533
gccctgactc agcctgcctc 20

<210> 534
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 534
gagctgactc aggaccctgc 20

<210> 535
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 535
gagctgactc agccaccctc 20

<210> 536
<211> 38
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 536
cctcgacagc gaagtgcaca gagcgtcttg actcagcc 38

<210> 537
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 537
cctcgacagc gaagtgcaca gagcgtcttg 30

<210> 538
<211> 38
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 538
cctcgacagc gaagtgcaca gagcgctttg actcagcc 38
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<210> 539
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 539
cctcgacagc gaagtgcaca gagcgctttg 30

<210> 540
<211> 38
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 540
cctcgacagc taagtgcaca gagcgctttg actcagcc 38

<210> 541
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 541
cctcgacagc gaagtgcaca gagcgctttg 30

<210> 542
<211> 38
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 542
cctcgacagc gaagtgcaca gagcgaattg actcagcc 38

<210> 543
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 543
cctcgacagc gaagtgcaca gagcgaattg 30

<210> 544
<211> 38
<212> DNA
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<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 544
cctcgacagc gaagtgcaca gtacgaattg actcagcc 38

<210> 545
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 545
cctcgacagc gaagtgcaca gtacgaattg 30

<210> 546
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 546
cctcgacagc gaagtgcaca g 21

<210> 547
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 547
ccgtgtatta ctgtgcgaga g 21

<210> 548
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 548
ctgtgtatta ctgtgcgaga g 21

<210> 549
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
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<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 549
ccgtatatta ctgtgcgaaa g 21

<210> 550
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 550
ctgtgtatta ctgtgcgaaa g 21

<210> 551
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 551
ctgtgtatta ctgtgcgaga c 21

<210> 552
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 552
ccatgtatta ctgtgcgaga c 21

<210> 553
<211> 94
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 553

<210> 554
<211> 94
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<400> 554

<210> 555
<211> 85
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 555

<210> 556
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 556
gactgggtgt agtgatctag 20

<210> 557
<211> 24
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 557
cttttctttg ttgccgttgg ggtg 24

<210> 558
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(9)
<223> A, T, C, G, other or unknown

<400> 558
nnnnnnnnng caggt 15

<210> 559
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<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(11)
<223> A, T, C, G, other or unknown

<400> 559
acctgcnnnn n 11

<210> 560
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified base
<222> (4)..(7)
<223> A, T, C, G, other or unknown

<400> 560
gatnnnnatc 10

<210> 561
<211> 16
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(16)
<223> A, T, C, G, other or unknown

<400> 561
gaggagnnnn nnnnnn 16

<210> 562
<211> 16
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(10)
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<223> A, T, C, G, other or unknown

<400> 562
nnnnnnnnnn ctcctc 16

<210> 563
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(10)
<223> A, T, C, G, other or unknown

<400> 563
ctcttcnnnn 10

<210> 564
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(5)
<223> A, T, C, G, other or unknown

<400> 564
nnnnngaaga g 11

<210> 565
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (1)..(15)
<223> A, T, C, G, other or unknown

<400> 565
nnnnnnnnnn nnnnngtccc 20

<210> 566
<211> 12
<212> DNA
<213> Artificial Sequence



EP 1 578 903 B2

300

5

10

15

20

25

30

35

40

45

50

55

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 566
gacnnnnnng tc 12

<210> 567
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(11)
<223> A, T, C, G, other or unknown

<400> 567
cgtctcnnnn n 11

<210> 568
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7) ..(12)
<223> A, T, C, G, other or unknown

<400> 568
gtatccnnnn nn 12

<210> 569
<211> 12
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 569
gcannnnnnt cg 12
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<210> 570
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (9)..(8)
<223> A, T, C, G, other or unknown

<400> 570
gccnnnnngg c 11

<210> 571
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(11)
<223> A, T, C, G, other or unknown

<400> 571
ggtctcnnnn n 11

<210> 572
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 572
gacnnnnngt c 11

<210> 573
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
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<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 573
gacnnnnngt c 11

<210> 574
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 574
ccannnnntg g 11

<210> 575
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(12)
<223> A, T, C, G, other or unknown

<400> 575
ccannnnnnn nntgg 15

<210> 576
<211> 13
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (5)..(9)
<223> A, T, C, G, other or unknown

<400> 576
ggccnnnnng gcc 13

<210> 577
<211> 12
<212> DNA
<213> Artificial Sequence
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<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(9)
<223> A, T, C, G, other or unknown

<400> 577
ccannnnnnt gg 12

<210> 578
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 578
cctnnnnnag g 11

<210> 579
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(7)
<223> A, T, C, G, other or unknown

<400> 579
gacnnnngtc 10

<210> 580
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4) ..(12)
<223> A, T, C, G, other or unknown

<400> 580
ccannnnnnn nntgg 15
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<210> 581
<211> 11
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4)..(8)
<223> A, T, C, G, other or unknown

<400> 581
gcannnnntg c 11

<210> 582
<211> 10251
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: CJRA05 nucleotide sequence

<220>
<221> CDS
<222> (1578)..(1916)

<220>
<221> CDS
<222> (2388)..(2843)

<220>
<221> CDS
<222> (2849)..(2893)

<220>
<221> CDS
<222> (3189)..(4232)

<220>
<221> CDS
<222> (7418)..(8119)

<220>
<221> CDS
<222> (8160)..(9452)

<400> 582
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<210> 583
<211> 113
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: CJRA05 protein sequence

<400> 583

<210> 584
<211> 152
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: CJRA05 protein sequence

<400> 584
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<210> 585
<211> 15
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: CJRA05 peptide sequence

<400> 585

<210> 586
<211> 348
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: CJRA05 protein sequence

<400> 586
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<210> 587
<211> 234
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<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: CJRA05 protein sequence

<400> 587

<210> 588
<211> 431
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: CJRA05 protein sequence

<400> 588
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<210> 589
<211> 5
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Illustrative peptide

<400> 589

<210> 590
<211> 1275
<212> DNA
<213> Unknown Organism

<220>
<221> CDS
<222> (1) .. (1272)

<220>
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<223> Description of Unknown Organism: M13 nucleotide sequence

<400> 590
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<210> 591
<211> 424
<212> PRT
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<213> Unknown Organism

<220>
<223> Description of Unknown Organism: M13 protein sequence

<400> 591
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<210> 592
<211> 35
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 592
caacgatgat cgtatggcgc atgctgccga gacag 35

<210> 593
<211> 1355
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: M13-III nucleotide sequence

<220>
<221> CDS
<222>(1)..(1305)

<400> 593
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<210> 594
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<211> 434
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: M13-III protein sequence

<400> 594
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<210> 595
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 595
cgttgatatc gctagcctat gc 22

<210> 596
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 596
gataggctta gctagcccgg agaacgaagg 30
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<210> 597
<211> 37
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 597
ctttcacagc ggtttcgcta gcgacccttt tgtctgc 37

<210> 598
<211> 50
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 598
ctttcacagc ggtttcgcta gcgacccttt tgtcagcgag taccagggtc 50

<210> 599
<211> 37
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 599
gactgtctcg gcagcatgcg ccatacgatc atcgttg 37

<210> 600
<211> 37
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> CDS
<222> (2)..(25)

<400> 600

<210> 601
<211> 8
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic peptide
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<400> 601

<210> 602
<211> 37
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 602
ctttcacagc ggtttgcatg cagacccttt tgtctgc 37

<210> 603
<211> 50
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 603
ctttcacagc ggtttgcatg cagacccttt tgtcagcgag taccagggtc 50

<210> 604
<211> 7
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Illustrative peptide

<400> 604

<210> 605
<211> 21
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 605
cctcgacagc gaagtgcaca g 21

<210> 606
<211> 38
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<400> 606
ggctgagtca agacgctctg tgcacttcgc tgtcgagg 38

<210> 607
<211> 7
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Illustrative peptide

<400> 607

<210> 608
<211> 22
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 608
cctctgtcac agtgcacaag ac 22

<210> 609
<211> 42
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 609
cctctgtcac agtgcacaag acatccagat gacccagtct cc 42

<210> 610
<211> 50
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 610
gggaggatgg agactgggtc gtctggatgt cttgtgcact gtgacagagg 50

<210> 611
<211> 11
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Illustrative peptide

<400> 611
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<210> 612
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Primer

<400> 612
gactgggtgt agtgatctag 20

<210> 613
<211> 28
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 613
ggtgtagtga tcttctagtg acaactct 28

<210> 614
<211> 6
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic peptide

<400> 614

<210> 615
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> CDS
<222> (1)..(15)

<400> 615

<210> 616
<211> 5
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<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic peptide

<400> 616

<210> 617
<211> 36
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 617
ggtgccgata ggcttgcatg caccggagaa cgaagg 36

<210> 618
<211> 95
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 618

<210> 619
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (4) .. (7)
<223> A, T, C, G, other or unknown

<400> 619
gatnnnnatc 10

<210> 620
<211> 10
<212> PRT
<213> Unknown Organism

<220>
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<223> Description of Unknown Organism: MALIA3-derived peptide

<400> 620

<210> 621
<211> 29
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: CJRA05-derived peptide

<400> 621

<210> 622
<211> 15
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Illustrative nucleotide sequence

<400> 622
tttttttttt ttttt 15

<210> 623
<211> 87
<212> PRT
<213> Unknown Organism

<220>
<223> Description of Unknown Organism: MALIA3-derived peptide

<400> 623
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<210> 624
<211> 29
<212> PRT
<213> Unknown Organism

<220>
<223> Description of Unknown Organism: MALIA3-derived peptide

<400> 624

<210> 625
<211> 10
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<220>
<221> modified_base
<222> (7)..(10)
<223> A, T, C, G, other or unknown

<400> 625
ctcttcnnnn 10

<210> 626
<211> 87
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: CJRA05-derived peptide

<400> 626
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<210> 627
<211> 10
<212> PRT
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: CJRA05-derived peptide

<400> 627

<210> 628
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 628
gacccagtct ccatcctcc 19

<210> 629
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 629
gactcagtct ccactctcc 19

<210> 630
<211> 19
<212> DNA
<213> Artificial Sequence
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<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 630
gacgcagtct ccaggcacc 19

<210> 631
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 631
gacgcagtct ccagccacc 19

<210> 632
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 632
gtctcctgga cagtcgatc 19

<210> 633
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 633
ggccttggga cagacagtc 19

<210> 634
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide

<400> 634
gtctcctgga cagtcagtc 19

<210> 635
<211> 19
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: Synthetic oligonucleotide
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<400> 635
ggccccaggg cagagggtc 19

Claims

1. A method for producing a population or library of immunoglobin genes that comprises the steps of:

(i) introducing synthetic diversity into at least one of VH CDR1 or VH CDR2 of those genes; and
(ii) combining the diversity from step (i) with VH CDR3 natural diversity captured from the VH CDR3 region of
immunoglobin genes from B cells.

2. The method according to claim 1, wherein synthetic diversity is introduced into both VH CDR1 and VH CDR2.

3. The method according to claim 2, wherein the synthetic diversity is provided in a human 3-23 framework and wherein
the synthetic diversity comprises:

(a) a VH CDR1 having an amino acid sequence according to the formula -X1-Y-X2-M-X3-, wherein X1, X2, and
X3 are independently selected from the group consisting of A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S, T, V, W,
and Y; and
(b) a VH CDR2 having an amino acid sequence according to the formula X4-I-X5-X6-S-G-G-X7-T-X8-Y-A-D-
S-V-K-G-, wherein X4 and X5 are independently selected from the group consisting of Y, R, W, V, G, and S,
X6 is selected from the group consisting of P and S, and X7 and X8 are independently selected from the group
consisting of A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S, T, V, W, and Y.

4. A library comprising a collection of genetic packages that display a member of a diverse family of antibodies and
that collectively display at least a portion of the family, the antibodies being encoded by DNA sequences comprising
sequences each encoding

(a) a VH CDR1 having an amino acid sequence according to the formula -X1-Y-X2-M-X3-, wherein X1, X2, and
X3 are independently selected from the group consisting of A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S, T, V, W,
and Y, provided in a human 3-23 framework;
(b) a VH CDR2 having an amino acid sequence according to the formula X4-I-X5-X6-S-G-G-X7-T-X8-Y-A-D-
S-V-K-G-, wherein X4 and X5 are independently selected from the group consisting of Y, R, W, V, G, and S,
X6 is selected from the group consisting of P and S, and X7 and X8 are independently selected from the group
consisting of A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S, T, V, W, and Y, provided in a human 3-23 framework; and
(c) a sequence encoding a VH CDR3, wherein said VH CDR3 is a natural VH CDR3 captured from the VH
CDR3 region of an immunoglobin gene from a B cell;

wherein the DNA sequences have synthetic diversity in said CDR1 and CDR2.

5. The library according to claim 4, wherein said DNA sequences further comprise a sequence encoding an immu-
noglobin light chain.

6. The library according to claim 5, wherein said sequence encoding an immunoglobin light chain is captured from a
B cell.

7. The library according to claim 6, wherein said B cell is isolated from a blood sample from an autoimmune patient.

8. The library according to claim 7, wherein the autoimmune patient is diagnosed with a disorder selected from the
group consisting of systemic lupus erythematosus, systemic sclerosis, rheumatoid arthritis, antiphospholipid syn-
drome and vasculitis.

9. The library according to any of claims 4 or 5 to 8, wherein said genetic packages are M13 phages.

10. The library according to claim 9, wherein said DNA sequences are in a phage vector.

11. The library according to claim 9 or 10, wherein said phage comprises a wild-type gene iii and a truncated gene iii
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for display of peptides, polypeptides or proteins.

12. The library according to any of claims 4 or 5 to 8, wherein said DNA sequences are in a phagemid vector.

13. The library according to any of claims 9 to 12, wherein said displayed antibodies are displayed through a short linker
to the final portion of M13 gene III.

Patentansprüche

1. Verfahren zur Herstellung einer Population oder Bibliothek von Immunglobulingenen, welches die Schritte umfasst:

(i) Einführung einer synthetischen Diversität in mindestens eine der VH-CDR1 oder VH-CDR2 dieser Gene; und
(ii) Kombination der Diversität aus Schritt (i) mit natürlicher VH-CDR3-Diversität, die aus der VH-CDR3-Region
von Immunglobulingenen von B-Zellen gewonnen wurde.

2. Verfahren gemäß Anspruch 1, wobei synthetische Diversität sowohl in VH-CDR1 als auch in VH-CDR2 eingeführt
wird.

3. Verfahren gemäß Anspruch 2, wobei die synthetische Diversität in einem humanen 3-23-Gerüst bereitgestellt wird,
und wobei die synthetische Diversität umfasst

(a) eine VH-CDR1, welche eine Aminosäuresequenz gemäß der Formel -X1-Y-X2-M-X3- hat, wobei X1, X2
und X3 unabhängig ausgewählt sind aus der Gruppe bestehend aus A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S,
T, V, W und Y; und
(b) eine VH-CDR2, welche eine Aminosäuresequenz gemäß der Formel X4-I-X5-X6-S-G-G-X7-T-X8-Y-A-D-S-
V-K-G- hat, wobei X4 und X5 unabhängig ausgewählt sind aus der Gruppe bestehend aus Y, R, W, V, G und
S, X6 ausgewählt ist aus der Gruppe bestehend aus P und S, und X7 sowie X8 unabhängig ausgewählt sind
aus der Gruppe bestehend aus A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S, T, V, Wind Y.

4. Bibliothek, umfassend eine Auswahl von genetischen Paketen, die ein Mitglied einer unterschiedlichen Familie von
Antikörpern darstellen und die kollektiv mindestens einen Teil der Familie darstellen, wobei die Antikörper durch
DNA-Sequenzen codiert werden, die Sequenzen umfassen, die jeweils

(a) eine VH-CDR1 codieren, die eine Aminosäuresequenz gemäß der Formel -X1-Y-X2-M-X3- hat, wobei X1,
X2 und X3 unabhängig ausgewählt sind aus der Gruppe bestehend aus A, D, E, F, G, H, I, K, L, M, N, P, Q,
R, S, T, V, W und Y, bereitgestellt in einem humanen 3-23-Gerüst;
(b) eine VH-CDR2 codieren, die eine Aminosäuresequenz gemäß der Formel X4-I-X5-X6-S-G-G-X7-T-X8-Y-
A-D-S-V-K-G- hat, wobei X4 und X5 unabhängig ausgewählt sind aus der Gruppe bestehend aus Y, R, W, V,
G und S, X6 ausgewählt ist aus der Gruppe bestehend aus P und S, und X7 sowie X8 unabhängig ausgewählt
sind aus der Gruppe bestehend aus A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S, T, V, W und Y, bereitgestellt in
einem humanen 3-23-Gerüst; und
(c) eine Sequenz codieren, die VH-CDR3 codiert, wobei die VH-CDR3 eine natürliche VH-CDR3 ist, die aus
der VH-CDR3-Region eines Immunglobulingens von einer B-Zelle gewonnen wurde;

wobei die DNA-Sequenzen eine synthetische Diversität in dieser CDR1 und CDR2 aufweisen.

5. Bibliothek gemäß Anspruch 4, wobei die DNA-Sequenzen ferner eine Sequenz umfassen, die eine leichte Kette
eines Immunglobulins codiert.

6. Bibliothek gemäß Anspruch 5, wobei die Sequenz, die eine leichte Kette eines Immunglobulins codiert, aus einer
B-Zelle gewonnen wurde.

7. Bibliothek gemäß Anspruch 6, wobei die B-Zelle aus einer Blutprobe von einem Autoimmunpatienten isoliert wurde.

8. Bibliothek gemäß Anspruch 7, wobei bei dem Autoimmunpatienten eine Krankheit ausgewählt aus der Gruppe
bestehend aus systemischem Lupus erythematodes, systemischer Sklerose, rheumatoider Arthritis, Antiphospho-
lipidsyndrom und Vaskulitis diagnostiziert wurde.
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9. Bibliothek gemäß einem der Ansprüche 4 oder 5 bis 8, wobei die genetischen Pakete M13-Phagen sind.

10. Bibliothek gemäß Anspruch 9, wobei die DNA-Sequenzen in einem Phagenvektor sind.

11. Bibliothek gemäß Anspruch 9 oder 10, wobei der Phage ein Wildtyp-Gen iii und ein verkürztes Gen iii zur Darstellung
von Peptiden, Polypeptiden oder Proteinen umfasst.

12. Bibliothek gemäß einem der Ansprüche 4 oder 5 bis 8, wobei die DNA-Sequenzen in einem Phagemid-Vektor sind.

13. Bibliothek gemäß einem der Ansprüche 9 bis 12, wobei die gezeigten Antikörper durch einen kurzen Linker zu dem
finalen Teil des M13-Gens III gezeigt sind.

Revendications

1. Procédé de production d’une population ou d’une banque de gènes d’immunoglobulines qui comprend les étapes
consistant à :

(i) introduire une diversité synthétique dans au moins un VH-CDR1 ou VH-CDR2 de ces gènes ; et
(ii) combiner la diversité de l’étape (i) à la diversité naturelle des VH-CDR3 capturée à partir de la région VH-
CDR3 de gènes d’immunoglobulines de cellules B.

2. Procédé selon la revendication 1, dans lequel la diversité synthétique est introduite à la fois dans VH-CDR1 et VH-
CDR2.

3. Procédé selon la revendication 2, dans lequel la diversité synthétique est fournie dans une charpente 3-23 humaine
et dans lequel la diversité synthétique comprend :

(a) un VH-CDR1 ayant une séquence d’acides aminés selon la formule -X1-Y-X2-M-X3-, dans laquelle X1, X2
et X3 sont choisis indépendamment dans le groupe constitué par A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S, T,
V, W et Y ; et
(b) un VH-CDR2 ayant une séquence d’acides aminés selon la formule X4-I-X5-X6-S-G-G-X7-T-X8-Y-A-D-S-
V-K-G-,

dans laquelle X4 et X5 sont choisis indépendamment dans le groupe constitué par Y, R, W, V, G et S, X6 est choisi
dans le groupe constitué par P et S, et X7 et X8 sont choisis indépendamment dans le groupe constitué par A, D,
E, F, G, H, I, K, L, M, N, P, Q, R, S, T, V, W et Y.

4. Banque comprenant une collection d’ensembles génétiques qui présentent un membre d’une famille diverse d’an-
ticorps et qui présentent collectivement au moins une partie de la famille, les anticorps étant codés par des séquences
d’ADN comprenant des séquences codant chacune pour

(a) un VH-CDR1 ayant une séquence d’acides aminés selon la formule -X1-Y-X2-M-X3-, dans laquelle X1, X2
et X3 sont choisis indépendamment dans le groupe constitué par A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S, T,
V, W et Y, fournie dans une charpente 3-23 humaine ;
(b) un VH-CDR2 ayant une séquence d’acides aminés selon la formule X4-I-X5-X6-S-G-G-X7-T-X8-Y-A-D-S-
V-K-G-, dans laquelle X4 et X5 sont choisis indépendamment dans le groupe constitué par Y, R, W, V, G et S,
X6 est choisi dans le groupe constitué par P et S, et X7 et X8 sont choisis indépendamment dans le groupe
constitué par A, D, E, F, G, H, I, K, L, M, N, P, Q, R, S, T, V, W et Y, fournie dans une charpente 3-23 humaine ; et
(c) une séquence codant pour un VH-CDR3, dans laquelle ledit VH-CDR3 est un VH-CDR3 naturel capturé à
partir de la région VH-CDR3 d’un gène d’immunoglobuline provenant d’une cellule B ;

dans laquelle les séquences d’ADN ont une diversité synthétique dans lesdits CDR1 et CDR2.

5. Banque selon la revendication 4, dans laquelle lesdites séquences d’ADN comprennent en outre une séquence
codant pour une chaîne légère d’immunoglobuline.

6. Banque selon la revendication 5, dans laquelle ladite séquence codant pour une chaîne légère d’immunoglobuline
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est capturée à partir d’une cellule B.

7. Banque selon la revendication 6, dans laquelle ladite cellule B est isolée à partir d’un échantillon de sang prélevé
sur un patient auto-immun.

8. Banque selon la revendication 7, dans laquelle le patient auto-immun est diagnostiqué comme étant atteint d’un
trouble choisi dans le groupe constitué par le lupus érythémateux systémique, la sclérose systémique, la polyarthrite
rhumatoïde, le syndrome des antiphospholipides et la vasculite.

9. Banque selon l’une quelconque des revendications 4 ou 5 à 8, dans laquelle lesdits ensembles génétiques sont les
phages M13.

10. Banque selon la revendication 9, dans laquelle lesdites séquences d’ADN sont dans un vecteur phagique.

11. Banque selon la revendication 9 ou 10, dans laquelle ledit phage comprend un gène iii de type sauvage et un gène
iii tronqué pour la présentation de peptides, polypeptides ou protéines.

12. Banque selon l’une quelconque des revendications 4 ou 5 à 8, dans laquelle lesdites séquences d’ADN sont dans
un vecteur phagemide.

13. Banque selon l’une quelconque des revendications 9 à 12, dans laquelle lesdits anticorps présentés sont présentés
par l’intermédiaire d’un lieur de petite taille à la partie finale du gène III de M13.
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