(19) e AR EFNE ERFIR =G

(12) ZRREF|

T

S CN 101082624 B
H 2011.05. 04

(10) #Z4X 2
(45) 1Z1X 2

Ok DF

(21) BiES 200710043644. 9
(22) HiEH 2007.07. 10

(83) EWMRTEAEE
CGMCC No. 2084 2007. 06. 13

(713) RN P HEH
Hbtik 200135 g 408 X I AR % 1208
5 2-812 %

(72) B A WH¥EmE NG BN I

(74) ERRIBNM B I LRCEERAF
31001
KEBA HEH=%
(51) Int. CI.
GOIN 33/53(2006.01)
C120 1/10(2006. 01)
GOIN 33/577(2006. 01)
C120 1/68(2006.01)
CIZN 5/12(2006.01)

(56) XF Lk 325
CN 1635155 A, 2005. 07. 06, 4=3C .
GB 2234587 A, 1991.02.06, #iBHHE 4 1113

EALATHIS 6 T .

BLAST. GENBANK. {NCBT) . 20086,

HARRY L. MUYTJENS, et al.Enzymatic
Profiles of Enterobacter sakazakii and
Related Species with Special Reference
to the ox-Glucosidase Reaction and
Reproducibility of the Test System. {Journal
of clinical microbiology). 1984, 5 20 % (%
41 ), 684-686.

TIPS L BRIk AT TR R AR A R
R . (REYIEIRY . 2008, 5 33 & (5 6
1), 99-103.

BLAST. GENBANK. {NCBI) . 20086,

HER B

BOMZRSS 1 00 B4 10 5T PRI 1 3T

(54) % FREFR
A 0 B e A Y DK S 72 T BT 9 B
oA B F B
(57) &
AR A DN B e AT BT ) IR G 92 T
BT (ELISA) B7 3, H o iz F Bl g AT et
o — FIETHEH ARRIPTIR, b BTk o - MR I
(B EERRIF A Seq 1D No =2 fi/R. S 4b, &K
I Je ELISA J53% b Bt F B I AR RNl s %40 A B
i F) B i Jo A B o — 7T 7 T I e ML AR
= k. RIRYUAR BLISA RO DURAEE T 1k
PR BRI - A B BRI 7 T2 AN E RE S P
i S RGN Bl e A B 1T ELAS ) SR
R U N TR T

CN 10108262



CN 101082624 B W F E Kk B /15T

L. LR EIRFHIU Seq 1D No 2 Frs BIBRUE AT B o — A5 25 BE FP BBk, LR AEAE
T, HR 2RS4 L COMCC NO :2084 7= A= [ Bp P 44
2. — PRSI B 83 T v 1) ELTSA 3 &, HAFREA BRI E R 1 iR R 545 -
3. Z&ATIE AN MY, HARFE S A CGMCC NO :2084, F 2007 4F 6 A 13 HER¥ T H B E D) £
ﬁ%ﬁﬁ R @ADL,
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A5 Bl s B T 1 ROBBEX Se e R BT 05 R E R AT A A
1K

AR

[0001] A B35 KA 00 440 B 1) I K S 22 MR Bk (BLISA) BoR, By 5, 3 f 1Al
952 0 P T T PR IR S e W B IR T iR e I B, AN IR Je BLISA J5 i B R AT il
FAZDUIR T 7 1 R AT B — 8 0 i S R A IR RS

EERA

[0002]  [iE AT (Enterobacter sakazakii) f& AT w @ i — i 2 == BB L 1980
SERTHERR A “ B O AT B 7o AR 0 W0 B A0 et 0 sk R R it H PR G U BB T
RS 5 | S 1R B2 407 L S N P A0 A6 28 ) L i 48 JHR LT R L L R /) g 465 M 9% 5%, I HL T g
SR T BE 2L, 36 ™ A S IBERISE TS . BT, 1961 43 2003 4R IE ) 76 Ao
19 BIFET, FET-Z ik 50% UL F 1 2002-2003 4526 [B 3504 0k AL 7= 8 q ok @ 74
B0 BT 2L ) LIS 7 WK » FAO/WHO T~ 2004 4F 2 F 2 ~ 5 HAEH W LB T E K &)
2 B R0 BT 8 A NAE kg B R4 ) LIRS s AR T 1) 32 B TR IR A A R A s s,
EOE B AT TR B4 L) BB, FRea & i (U D Al ) Tolkark 1 E
KEFHK .

[0003] Ay itk #5 B 6 £t A D B3 g i v R R SRk . 26 [ FDA2002 SRS T B
U5 P A BT (A DU ARV s T ER I B 2005 4 10 H S X R 43 8F 1 59 0% B ikl i 08 2 sk kAT
B i A B TR 2, IR B SROANIS R o BRI, R 085 i A o RS I 7 v 1E H 2 5 1 AATT I G
[0004] [ T 28 HiL ) B Al B AR B AR AL RS 58 5 vk, AE 35 I T R HIE US2007 /264824
US2006/257967A LL KA KM AN Z 5K TAE (W, &5 EH, 2006, 27 (02) :208-212)
IRATF TIRINE 4- AR - o - #2488 (4-methylumbelliferyl—a —glucoside)
VAPT20E Jiz AT BRI 50 <8 (0 40 B 1 9 2, FH T B V& 35 e A I B g B A B o (RS, 1K M7
T BRI TR R A0 B AR A B, 1 B2 5 s B AR AR B AR A R 2k e TR

[0005] [T LS EEAL I SN BRHE 7%, TESE BRI KT b5 B b i A w1 1% 5 gk Az I 7 v Ay
i, wrrh [E L) 13E CN1664112A 1 [ 4F) CN1281763C.CN1280429C 25, &A1 4
T b AT B 16S AT 23S rRNA 4R ASAE R e 41, T8 A% BRARET 2448 « PCR (AN, 58t 8 &
PCR) %5 77 AR BEAT A I o {ELR2 , RS 2 PRI 1) 75 92 021X 20 ZEA0 B A s 40 B 5 i LI 28 5
HAT SAF RN MG S A AH AU, 25 5 7 AR B R B A 2R i T 3 502688 v KR A R e AR B 1 &
Fo

[0006] I XFELA F AR KA, AR BB 4 T — Rl s A BRI AT B« - i A
B PP A IR AT Tl IR S 2 WA B D0 A A I B i o A B 16 g 9, LR R A P N T PR
AU Seq ID No :2 Frnzd BT A K BRI AT B o — WA BE 1 g I Buik, AMHERAE PRI
e 2SR N HH BB R A B LA I P R BORE e e MR S R AR SN, KRB NIE
132 7 ELTSA 6 900 B Ui o A 1 1 v P 5 D QBB A4 DL A & i b i B 77 I 2 R L R
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R (M) 2. REIZIERE S A Lehner 25 2 HHIF %) ( 2 0, :Systematic and Applied
Microbiology, 29 :609-625 i1 EMBL #% BR %L 35 75 P ¥ AMO75208) AHALL, {H 2 A. Lehner 251§
TAEAR A T T B b AT e A R 22 1, Y $2 7 F LI 28 PR H F ELTSA A A,

RZIAAE

[0007] A B B 75 T4 HE BRI fe 2 W B IR (ELTSA) s I B e i A B 1K1 77 925, HeAS
BB PRI | o 25 A DN H R i B T e i LR 0 ) SR A vy R R Pk i & SR T

[0008] AR HI Bz ZibAE T4t ELTSA A oSG8 i BT AT il 2 % Pt A4 B /5 (1) B e 1
Mo o — PSR A Rt IR B

[0009] AR H K2 =I0A LIAPUARR ELISA N UL A T LBk fid &,
[oo10]  H AR &, A5 58 — AN J7 1, A B AR AL 77 A6 I B5e 0 Jo A w1 16 77 925, JLRFAE AR T,
iz FHPUBR b A AE B o — 3 % B I DT AR R AT I8 IR A e W BN (ELTSA) A, 3 A i ik
a — 2T A R FE IR A1 40 Seq 1D No =2 TR

[0011]  FEASC A, il I% 5 WA B 1K A B i 5 P ) S B A 77 ¥, HG ol ok 0 B A H R
IR R 45 A A PUR - BURE G, b PR SO NPT A B e sl R e bR 10 A B, 2R
S5 H S BRSO, PR ARSI R pH R ANR A R AEARAL ) 7R, B X%
YDA I R AT g P BlOE S5 B b R BUAH N B « AR B SE —ANJ7 T 1) ELTSA 7] DU B 3%
ELTSA J53%, 0, [ 2 R I B AR, IIABURA W Seq 1D No :2 PRz 5 1R /7 41) 1) B IR
WAt B o — HABE R PR, 1 BT IR SR bR 10 A B, B 25 R 5 WA PUR R 45 5 L
A, INNBE A, SR JE BEAT AN o o SR 2 B B AP R ST i T HLR - S E59, Bt
PR FRIC B AT CLP= AR R 7= 4, Rz = )k R P W S AP AE PR IS AT B T o AR
HH 28—~ 5 T A ) BLTSA AR3% 2 [A] 42 ELTSA J7vZ:, B, [ 52 A5 00 B AR P R, I BLEA W
Seq ID No :2 Pr7R2d LT 4 IBR UG T 18 o — #i%58E HRe PT ik, vE2s R 5 A DUy
FEEAWPL o - FAEF DU, BIABAOICRPPUE (XRZH0) , SRR SH o - F
HIE RS HUARS 5 65 & DU, INANBEIEY), ARG AT A I o 40 S BeA I R B A £ hR il
(B PREAL ™ A 4, W) 3R 7R A7 AR B R i i o A% % B — AN J7 T A ) ELTSA 38 7] DL XY
ORI ELISA J775 54 ELISA 7775, Jorb T R W Seq 1D No =2 Frun 2 25 1 77 41 1 Bl 0%
WAF i o — i 20 B R DA AT IR D A A [ AR B4 [ 8 ipn ik mis - . 545,
A —A 7 T ) ELISA JE A il 350 TeM Hifd . ABS-ELISA £ LA & PCR-ELISA %A
BE A R 45 AR B R I 7. FIR BLISA J5 A 5 X B Ja A ks AN 57 U 2 3 R
), A 2 WAERZER LR (b E &SI, 2006, 03 :108-112) , HA Bgbrid HLAA K 77
VA AH DY B 8 BT A7) A A2 T 8 AR AR N 3 P 3 SR ), 48 e LG 3 — K ik 5 R AT
I AE — L, 1) LA A T o A S B o E A R S, & TR AR IS I BLPULAR, B
GEAREZTSELL A

[0012]  FEASCH, LR e PRSI Z PR WA E T & 2w Edu ik, B
MEEAL T P HUR BRI s G T A3 2. a0, G A P B BT R R R VR
EPE I BN R N ST R G, AT S R G0 A RARPUIR, SR J5 M Bl sl A i sk Fo At 2 )
PRI AR X B HT AR i) 45 2 seBE PR . X T B v BT, TR R 4 AT R B AR £
G. Kohler Fl1 C.Milstein,Nature, 256 :495-497 (1975) A3k T 4% B 5a BB 77, H
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AT Z AR 7. A6 RS E AN 5K A M AR RS sk APiikr
AN X, BIAT £ kA BN SRR BT, X ] FPE AR R B PLIR . B ra Lhiikc
2R A T, AR B R A RS A A I R IR AR S IR . AE AR BH I A — DT T, B
W IAAT B o — 4 B R DA BeRE 5 45 A BRI I B o — B A0 PR R PO, A Bk
a - WA IR IERREY) 0 Seq ID No :2 FivR. PR IE 2 v Ehiik, THA %
JE HAYAC T 40 . COMCC2084 7= AE [ BR L HL AR o W B A B IR SE — J7 T ¥ ELLSA J7 32
T Pipisk, WHihifh 2 e m &5 S P it 1w o — 3208 R PLAR Pk, 18 2
e 25 AT B T R o — AR TSR T I s R B ., an BB B0
MR o — f R TR HLAAOR ST, WIBTHUAR T LU bt P ABCEDT PR % . X
PUHUAREBEAR iC FIPTHUIR C 28 1 S Ak 7= o] R 32,

[0013] TR —ANJr i, A BHERAL T —Fh B g B AT 1 o — 25 0% 1, SRR T A W
Seq ID No :2 i7Re fEAICH, “Brig ottt o — 4585 AE” 52K B B i i B
a - HIE PR R R A B ANR B AN o - A2 RE R T LAE B R H T
il 2% A A B S — U T I RO AT B o — R E R BLAR

[0014] R4S =ANT5 10, A IR AE T Gbi A A B 58 AN J7 0 R BRI i A B o — 6 2 B
BERIAZIR o LEASCH, “Z IR IR HEIR 0 T “H R 77 n] AR B A H
Bife— AN EE. ARWKZ IR, 7T LLE DNA 2, 0 A] LU RNA JE R, 11k DNA JE .
DNA FE AL FE R AR cDNA FILA T 2 19 cDNA, DNA 1] DL J2: 4 ik ol A b 5 o B b 3 0 A, 2
PCR J7 {5 AL T A it 77, ANSUREAR N 72 7] DR 5 5 3R 13 A K B I 4 i ik 6 4
R R 7 A B 7 B o X 28 T 41— HERAS, wln] DO I s [ N8k, PR AL Bl g A AH
I R4 B, AR Ik R A T 40 BT I, P BRI KB RRT A LR A K
B AL TR 7 1 A% T R 74140 SEQ 1D No =1 PR

[0015]  TESS YA JrTH, AR BHERAE T —Fhdlofh, HEAARRWEE =D R 8k
A S AR FE AT P R 0 B TORE KR W B L R TR R A0 A I 5 L sh A B
R B PREER . Ak Bl A B AR EARR T ARG W R R sk (R
RIKHAR) AEFERFP RE 20 (e R B RER IR L DOIER RER R SE ) 7E B 40 i b 3k
K FAFDR I B A M FL B WA B 3k IR (O B B L 0 A R B IR L IR
T EFEAR IR AR R R RS ) TEAE Y Hh 2R F I RE e B R LA S AE T LB FLIR Th Ik
PR, Bz, REREAETE R4 R Asoe B, AT SRR g A a3 IRERIE
AR LA IC IR, A B 2N R R DU A VU R =P R R IR = piE
AR DU D R R PUIE SR TR BE B OB B R BRI Zeocin PR IR P BE
PR BR B BB AR AR, 40 Hisy Leus Trp 55 s FLAZ 40 M B 85 2= DUMEZE AL Zeocin BRI —
S BRI A B AL R X 9 R AR G TR 2 o AU AR N S n] R DNA 4 5 RS — R 5|
BOR, M4 2K o B T 3 4 i Rk 2 25 9 1) DNA 2 301) L 45338 [ 85 SRR R 45 e 91 B h 1 &
BEPEMERR OIS R SRR 2 o R ISR . EIRER AT FH SR A L G 5 38 1A R4 e, DA
PAFA R IS AT TR BRR AT B« — A A5 05

[0016]  {EA8 TLANJ5 T, A AR AL T —Fh 40 g, 305 A % BH 28 DU A J7 T 8 fk, B4
A B B DUAS 7 T () 2 R e sl e AR A5 . 4B mT LR JRURZ 40 i, -t ] DR EAZ 40 e, 2,
H B A0 P P R Y R A A Y L R e A B RS LB A S o fE R Al M R A B G B AR R
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AF AT 3 2 0 ik 25 8% 1 O 181 P 20 i » BADRS) o T A 400 o s 4 B bk, ] 146 7 B i e 4R
H, BO X BER BEAR N B G B 40 MR L T4 25 . ARGUREUR A BB 851A Ik PR
M H AR A LA, R D B A O e Ak B e N 40 R, TR TV R
ANPRT S H 2 FLVE T 40w A0 M, R 2 LSRR R AR TR A A R RR A L, TR
SRR R R R E « R R AV DA S RO S FH I LB 0 A0 i S A% 4

[0017]  TEEE/SAN 5T, AR BHERAE T il A8 B 38 — AN J7 T A BRI I B« — Fi1 5 B Y
B 75 325, SOAELHE DL D IR« AR R B 38 A 5 T IR 40 M 2R 08 H A R BH AR — AN D7 T )
B RS R B @ — A B R, o0 TR BR e AT B o — AR R . SRS I AR fmT L
W EMERF OF S RRIE R ENEEG EA, i kBSR4 T2, BiRRIER
B AT LEAN M PN 40 B L S WA B A0 R 5 4 A . AR T L, TR A R 1 A
[ A 25 B DA R L s A 2R i, 14T 2y B alidh . TV B FHEAR T R GRS R B
TR ) 5 B, BT, 4 FIH I, BT A B, Wt CGERUZNT&BEESENT)
B 1] B, i R L, B UK, % 1k S5 SR AR DS LI AR T L B MR AL PR AR, 1X
TR G 389 5 AR AT B AR 5 BT B

[o018]  TEAS-LANTT I, A B AL T HiA A A AN 75 ) B g AT B o — i 25 B 1 iRl
B, BpkmT LLE B g BB, tn] LLUE 2 sa PR, I 2 5 v B P AR, A% 2 i 2y
ATJRE A1 L CGMCC2084 7= A= ¥y B s B pi A, LA RE e R4 RS mi it o 7E 23R40
JE IO S FTR A HAR®$AH BB 7k . AR B -EAN 5 T BT ] s FAE AR R B Y
S — 7 TH AR 5 v

[0019]  TE5 \ANT5 T, AR BIAR B T A% S BH 28 LA U7 T B A4 7 sl 2 A 00 BB 085 J T v 1
ELTSA 357 i FH &« ELTSA 35 &2 — Rl WA= 5, HAF& AT ELISA Jr ik
3o 8140, 5 L TR EE ELTSA 500 nl LLALRE ] 2 BT R BT AH A B S PR R 454
[RIBTIAR AR IC BRI BTPTIR UL S M) PRI S Jor, i T 8 S AE DA T Bt Ve & 5 Ak )
AT R FH AN ) () 25 S AN R R, PR IR e 2 28 2 T — MR A28, A Al ELTSA
AR AR A LA TR DUE N 5P R &5 6 BT m a6 7 ELTSA W57 &
R J kR I 95 5 P AT R 1) BT SA SRR 4 A0 06 T A 0 43 » 40K v m s A AR 0 5 06 Tl AT 1
(%) ELTSA 3500, FH TSt A i B — AN 5 T 7

[0020]  EESSLANJTTH, A A B ERAIE T — FhoAS I 9 065 iz 4 B 1 ELTSA 35 &, HA R %
AR PFELA T PR AR . RSO, AT ORI & 525 55 B A AT AR 551K
S 2548 o 1% ELTSA BRI & id vl DA% e 1047 ELTSA BT 75 i H B il R i 2848, 49 4,
53 BIBRICEE BT HUAR B P TR S 1 2888 « 108, ELTSA RISt A e Ui i 15 . Ui 8
A LA b sl AT BN BRI b, tm] LA 19 B A7 A8, R 4 Bl i
AR50 A5 TR o Ul B A5 W] DR 7oA I BB RE Ji A 1T 1R 7V A0 AR R BH AR — 7 T
(19773, oA mT LA R A A R0 6 A R A B T et R0 7 205 2% o AR 7 22, 7
B AT, 24~ ELISA R mT U — A0 28 53 B K 2 b, axX e AR B K L Y
[0021]  TEZE A5 T, A& B ER AL T 294098 40 e, JLAR K5 9 COMCC2084 . %A% AC I8 4l
M BR AT A AR ) PR R R 2 @ A AR o0y (CGMCC, A I RL 4 B sk A= i 52 B » b
) PRI PRIE S O CGMCC2084, £k H H#924 2007 4F 6 H 13 Ho 14 aifgn] H T4 7
A BR BT BRI AT R o — A BE T ERLOR, P AR PR B AR R AT R R A

6
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sho PIAE S — A5, AR BB OE T — Pl s DU AT i o — S4B R DL IR (1 75 %
FCALHE, A WS A T3 T 4 2 AR 40 R o it P iR B A T Wi B AL Bk i

[0022] Dy T ZEAE, LA At F AR 0 B 1] St 3ot A i I REAT PRA L RA o 75 B2
T )2, SR LRI DGR A P IR , I AN e A A WIS T AR BR A o 4R A ] 45
IR I A BRI VF 22 A4k S0t BT Je AR AR S R Ui A2 S 1t 2y WL o 3 b, A ]
SUHT 2 I 30K, X2 SCRRAZ D T S LR IR A A, B AT A SO A BB AN AR SCIEAT
2%,

R’ 1 152 AR

[0023] || 1 x& SDS-PAGE FLIK K], @R T Ml it B o — #4085 H R () /e R A B A Th 3R
O I, JKTE M SR> FaEbR L sUKIE 0 21 SRR IAE M 3KIE 1 213 RIA
IRV

[0024] 2 e YL B AT B o — A 2 8 B BEDT AR ) ELTSA AT o 1] 2A AT 2B
(RIUKIE 1 A2 BRI BT, DK 2 2 i R VD 1T G B, VKIE 3 2 BIVA I 1, Dkl 4 A2 o B A 1K
B, VKU 5 A& KA B ATCC51813, ¥KiIE 6 & Kt i ATCC25922,

BALHEAR

[0025]  DLR ASCH I B S8 A R & B o a0 AR B 22 A, RTRR B A s by
RN BT RGEN ol BESETRR) (3 =h) (RleE A, b 5T, 2002 47 ) L (4 fg S5
fam ) CRFEH AR AL, BT, 2001 4F ) (RNA SEEGHEARTFMY CRF2E AR A, 5T, 2004 4F ) |
CRIERIAARY (R RE, A6 5T, L, 1991 4F ) (W& 25902 (A2 Tl H s,
JE 5T, 2000 4F ) LI F M BB UL A SC T A1 1) 2328 SCRRAN i A A4S 35001 ) s i B
[0026]  SEifs) 1 Bl i B o — e 2 T IS EAL 1K) v

[0027]  HX P deg iz T B ATCC29544 Tk (W] B 56 AR5 554 O h o0 (ATCO)) $ef T
LB %), LA 37°C 200rpm fE#% 35 75 4, o8 B A hil 4 55 BRI 41 DNA 424 PCR #4AR, BALAUnF b
[ 5 X3R4T PCR §7 18 5" AGGAGGGGTAATGAGTGAAG3” , 5" TTGATACCTCACGACGTCAG3” » PCR 4%
4 :94°C 5 4341, 30 MEER (94°C 30 #2,56°C 90 F5,72°C 60 F5 ), 72°C 5 434h,

[0028]  EfIE el vk B 4 1677bp /N PCR P24, SR )5 LLiZ PCR P20 R4, LU R 3
B RTIEAT PCR 3788, 43 551 N BamHI F11 Xhol BEHIA7 & :5” ACTGCggatecgATGAGTGAAGCA
CCGACGCAG3’ 5’ TCAGTGCctcgagCGACGTCAGTTTATAAACCS” o« FH BamHI i1 Xhol 43 W Eg ) /E A %
IREAARR) pET22b (+) UKL (R H Invitrogen AH) ) Fl_ER PCR =40, A& H M 1% Bl )
P, A K FT B BL21 (DE3) (AIIE A Invitrogen A% ) o FRHUFHEFEAL 1 vo i, U
i, V) %8 IEHA 5, 2546 Bl A T AN BB IAT B o — 25 B S R P 41 A Seq
ID No :1 ffi7Re

[0020]  SEjiAs) 2 PRt B o — 2R PRI Rk S 4l

[0030]  PRHXZESLHER] 1 BE AL+ Fo b, WA A, LA 1 % #6001 LB N, LA 0. 5mM/
L EE B N TPTG, 37 ‘C 5 S 3 /B, &0 (8000rpm, 5 43 #h ), 3¢ 35, W 42 B 14 41 fe,
T -20°Ci5EAF. FH 40ml 45522 (& 20mMTris—HCL, 200mM NaCl, pHS8. 0) &40, #

7
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BRI . AR5, 4°CLL 13000rpm B0y 30 4050, B 35, FET SDS-PAGE W21 &
T OL. g5 R 1 PR, WA 2 65kD (R, BREFIATE o« - #AREHEEN D) &
FURRIET

[0031]  EXNi-NTA A% (A H3EE PE AR ), i 10 AR5 & 220l (F 20mM
Tris-HC1,200mM NaCl, pH8. 0) ~Pffif. K¢ L IABE 4N i f5 15 2 1 _L3E W _EAE T Ni-NTA 4%,
SR R EE & SRR 22 0D280 {E T & AN, 540 i PR 22 phif L (% 20mM Tris-HCI,
200mM NaCl, 20mM Bk, pHS. 0) FALEMEZE M 2 (4 20mM Tris—HC1, 200mM NaCl, 500mM Bk
M, pHS. 0) A IR HEME 10 s AR, [RIHS S 0D280 AGIN , W AEWERI I - F SDS-PAGE A8 ¥E Hid
TELIY o AEBK MRS P 2 20mM B K B 24 B I A0 0 5 17T AE K Pk 55 > 500mM i, 24 65kD (B,
BR U AT B o — R B RERI /N ) B EUTRESE I, AT DAL . R AL 2 65KD [
BTN 4- fHFEREE — a —D— WRR 78080 25 90 119 B8 AT o1 2 (35 928 (W Oxoid 244
")), RIS IR B, Rk, ZAb i & A U RE R 4- IFERIE — o -D- IR
FRg P R A B 1 o — T I M, 2 PR UG AT R o — T I

[0032]  SEZjds] 3 Bl b At B o — 28R L BRI A

[0033] 5% FH 41 G. Kohler I C. Milstein (Nature, 256 :495-497 (1975)) JI ik (1] 24 A8 84 H
A, TR R e A K B BT R (RIR K AR5 B B A AT B o — AR ) Bl R
HH 2275 B il 4 8 AT TR 4TS, BRIE B T 24 A48 78 40 Ok

[0034] 5 ) /N BRI P9 v SRR i (B L/NER 0. 6ml) o 7 R K 24 A8 8 41 i ik 4>
S B S T VR AT S BRI PN B LN BRI B 1~ 5 X 10° AN FR AT 8 41
10 ~ 14 K JG 8 K, 48 10000g 250 5 43 %0, B E35, FZE KB pHT. O f#) i B8 5% b T Hs
B R, 2NN R AR VS R R (OB RIBR B s, T 4°CHERE 2 /A, LA 8000rpm
B 30 38D, 3725 BIE, PLIEH pHT. 0 IBERR 2% il i, H 0. 45um JER I 8. JEHW L
FET-H pH7. 0 HIBSERR 2% 1PV -5 U /¥ Agarose—protein G 4% (] H Pharmcia Biotech
N ) e 10 AEAE AR pHT. O [ B IR 2% ph il e A, P ¢ & . AR5 A 5 ~ 10 f5 1k
FLO. IM H 2 B -HC1 (pH2. 5) ZZPfyg el 45 & T4E L ik, Pl BN 0. ImLimol/L
Tris—HCIL (pH8. 0) ZEyhi A1, Fh 15 31 44> 2% 28 98 41 MOk = A= 1) B8 S B b A4k

[0035]  J@id ELISA v, ¥ UL BAS B0 B AT B o — RS (B ) 20 fis ok
AR A1 MR 7 AR B B e B AR ORI 0, 3R R R A v BB R A L IR 2% A 98 4 g
PREAT A AR W O B2 D 2 A AR P o0y (CGMCC, A R4 Bt s A= 0l 5 B » A
) PRI, PR 5 CGMCC2084, £R7E H # 2007 4 6 H 13 H

[0036]  SEjitiifs] 4 FH BR b B 1A o — i 26 B DT AR 1K) ELTSA A4Sl 5 g o A g

[0037] SR AH [R)#% ELTSA y2: FH A & B (00 PRAS I B i B 1 368 ) T 5 B 06 T T e
T A% R LA R B i B BT 5 43 3 E# Pl B B B S 2 X Loading Buffer (1] I B KIE % 4=
MTREWRAT ) SARBUR A EEE 10 208, SR IGHET SDS-PAGE, Hirh &R L LREE K
12ul (_ ERERZH 20ug 2B EE ) o« SDS-PAGE 52U » #HIIRELU R, LA 300mA #4551 /M. 4R
Jii» FH 5% W RE WAy 8 A 4 o IO\ SEHER) 3 45 B S se BE BT, SIRIRS I E 1 /M. R )5
TN PBS-T ¥k 2 3, ARG PG 3 U BRHR 5 73 8h. IINBEbREDT R PTik (AT A 32 1DS
AHE]) BEEGIEE 30 4-%h. SR 0 PBS-T VL 2 38, FEYR Ve 3 U BRIR 10 438k,
ECL-PLUS 7% (W4 Amersham 247 ) WEe, 45 L1 2 s
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[0038]  &] 2 Fy I P 45 SRASAN A AE B i iz A B7 £k 2 R B W 4% 5 T L4 A B R
HorFERY 65kD. IXBoR, AR RIGE TR o - w8 T HUR A IR s & — 1t
MR FERE B 1, P AT ¥ ELTSA RefiE 4 hT SR 02 | X 45 Hh B b i A B o

[0030]  JPHIFk

[0040]  <110> #7EEHK

[00411 <1202 A5 00 S5 5 g 7T B 14D il B . 5 WA B3k 77 3 A 3 v i R R 4

[0042]  <130> #EEHK

[0043] <160>2

[0044] <170>Patentln version3.3

[0045] <210>1

[0046] <211>1680

[0047]  <212>DNA

[0048]  <213> FU& AT (Enterobacter sakazakii)

[0049]  <400>1

[0050]

atgagtgaag caccgacgca ggtaaaagge cgetggtgga aagaggcaac ggcctaccag 60
atttatccge geagctttaa agacagceaac ggegacggea ttggegatct caacgggatt 120
atcgaaaagc tcgattacct gaaagattta ggtatcgatc ttatctggat ctgecegatg 180
tacccgtege ccaacgacga taacggttat gacatcageg actatcaggg gatcatggeg 240
gaatttggea cgatggecega tttegaccgg ctgetggaag gegtgeatea gegeggeatg 300
cggetgatee tggacctggt ggtgaaccac acgtecgacg aacatecgtg gtttettgaa 360
tecgegetect caaaggataa ccccaaacge gactggtata tetggegega cggeaaaaac 420
ggggeggage cgaataactg ggaatcgatt ttcagegget cggectggaa gegggatgac 480
gtgaccggec agtatttcat geacctgttc agcagecgtc ageccgatet caactgggaa 540
aatcatgaga tgegegeege cgtctacgac atgatgeget ggtggettga taagggcatt 600
gacgggtttc gecatcgacge cattgegeat atgaaaaagg agecgacgtt aagegacgtg 660
ccgaaccccg aaaaactgece ctacgegeeg tegatggtgt cgeaccttaa ttacgacgge 720
ctgetegact atgtggacga catctgeege aacgtcttta accattacga catcgtcacg 780
gtgggegaga tgaacgggct ggacgetgee cacgeggaag agtgggtgge cgaaaaccge 840
gggeggcetga atatggtgtt tcagtttgag catgtecgge tetgggagee geaggeggge 900
ctgegeecga cgeeegeegt getgegeaac attttcaccg cctggeagea ggegetggaa 960
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[0051]

[0052]
[0053]
[0054]
[0055]
[0056]
[0057]

[0058]

ggcaaaggct ggaatgeget ctatgtggaa aaccatgacg tgacgegegt ggtetcgege 1020
tggggegata ccgageatca ctggegegaa agegegacet geatcgegge gatgtatttt 1080
ctcatgcagg geacgceegtt tatctatcag ggecaggaga tecggeatgac caatacgege 1140
titgegagcee tggacgattt tgacgacgte tcggeccata acaaagegeg cgatttgegg 1200
gatcagggga tgcgegagga ggagattgte gaattectga cgegeacegg gegegataac 1260
tccegeacge cgatgeagtg ggacgegteg cegtatgegg gettcageac cecatgaacce 1320
tggctgaagg tgaaccegaa ttacgagatg atcaacgtcg aaagccagea geacgatceg 1380
cattcggtgce tcaattttta ccggeggatg atccacctge gaaaacgega gecggegetg 1440
atttacgggce getacgagac ggtgcttaac gatcacgage agatctacge ctaccgecge 1500
gtgetgggeg atgaacaact ggtggtgttg tgtaatttct ccggeaagge ggeggagtgg 1560
gacgccaggg cgttgtcget caacggegeg ttetgegtge tggegaacct tgacgagacg 1620

caggagccge accggttacg cgectgggag acacgggttt ataaactgac gtcgetcgag 1680
<210>2
<211>560
{212>PRT
213> B At i (Enterobacter sakazakii)
<400>2

Met Ser Glu Ala Pro Thr Gln Val Lys Gly Arg Trp Trp Lys Glu Ala
1 5 10 15

Thr Ala Tyr Gln Ile Tyr Pro Arg Ser Phe Lys Asp Ser Asn Gly Asp
20 25 30

Gly Ile Gly Asp Leu Asn Gly Ile Ile Glu Lys Leu Asp Tyr Leu Lys
35 40 45

Asp Leu Gly Ile Asp Leu Ile Trp Ile Cys Pro Met Tyr Pro Ser Pro
50 55 60

Asn Asp Asp Asn Gly Tyr Asp lle Ser Asp Tyr Gln Gly Ile Met Ala
65 70 75 80

Glu Phe Gly Thr Met Ala Asp Phe Asp Arg Leu Leu Glu Gly Val His
85 90 95

10
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[0059]

Gln Arg Gly Met Arg Leu Ile Leu Asp Leu Val Val Asn His Thr Ser
100 105 110

Asp Glu His Pro Trp Phe Leu Glu Ser Arg Ser Ser Lys Asp Asn Pro
115 120 125

Lys Arg Asp Trp Tyr Ile Trp Arg Asp Gly Lys Asn Gly Ala Glu Pro
130 135 140

Asn Asn Trp Glu Ser Ile Phe Ser Gly Ser Ala Trp Lys Arg Asp Asp
145 150 155 160

Val Thr Gly Gln Tyr Phe Met His Leu Phe Ser Ser Arg Gln Pro Asp
165 170 175

Leu Asn Trp Glu Asn His Glu Met Arg Ala Ala Val Tyr Asp Met Met
180 185 190

Arg Trp Trp Leu Asp Lys Gly Ile Asp Gly Phe Arg Ile Asp Ala Ile
195 200 205

Ala His Met Lys Lys Glu Pro Thr Leu Ser Asp Val Pro Asn Pro Glu
210 215 220

Lys Leu Pro Tyr Ala Pro Ser Met Val Ser His Leu Asn Tyr Asp Gly
225 230 235 240
Leu Leu Asp Tyr Val Asp Asp Ile Cys Arg Asn Val Phe Asn His Tyr

245 250 255

Asp Ile Val Thr Val Gly Glu Met Asn Gly Leu Asp Ala Ala His Ala
260 265 270

Glu Glu Trp Val Gly Glu Asn Arg Gly Arg Leu Asn Met Val Phe Gin
275 280 285

Phe Glu His Val Arg Leu Trp Glu Pro Gln Ala Gly Leu Arg Pro Thr
290 295 300

Pro Ala Val Leu Arg Asn Ile Phe Thr Ala Trp Gln Gln Ala Leu Glu
305 310 315 320

Gly Lys Gly Trp Asn Ala Leu Tyr Val Glu Asn His Asp Val Thr Arg
325 330 335

Val Val Ser Arg Trp Gly Asp Thr Glu His His Trp Arg Glu Ser Ala
340 345 350

Thr Cys Ile Ala Ala Met Tyr Phe Leu Met Gln Gly Thr Pro Phe Ile
355 360 365

11
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Tyr Gln Gly GIn Glu Ile Gly Met Thr Asn Thr Arg Phe Ala Ser Leu
370 375 380

Asp Asp Phe Asp Asp Val Ser Ala His Asn Lys Ala Arg Asp Leu Arg
385 390 395 400

Asp GIn Gly Met Arg Glu Glu Glu Ile Val Glu Phe Leu Thr Arg Thr
405 410 415

Gly Arg Asp Asn Ser Arg Thr Pro Met Gln Trp Asp Ala Ser Pro Tyr
420 425 430

Ala Gly Phe Ser Thr His Glu Pro Trp Leu Lys Val Asn Pro Asn Tyr
435 440 445

Glu Met Ile Asn Val Glu Ser GIn GIn His Asp Pro His Ser Val Leu
450 455 460

Asn Phe Tyr Arg Arg Met Ile His Leu Arg Lys Arg Glu Pro Ala Leu
465 470 475 480

Ile Tyr Gly Arg Tyr Glu Thr Val Leu Asn Asp His Glu Gln Ile Tyr
485 490 495

Ala Tyr Arg Arg Val Leu Gly Asp Glu Gln Leu Val Val Leu Cys Asn
500 505 510

Phe Ser Gly Lys Ala Ala Glu Trp Asp Ala Arg Ala Leu Ser Leu Asn
515 520 525

Gly Ala Phe Cys Val Leu Ala Asn Leu Asp Glu Thr Gln Glu Pro His
530 535 540

Arg Leu Arg Ala Trp Glu Thr Arg Val Tyr Lys Leu Thr Ser Leu Glu
545 550 555 560
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patsnap

DFH(RE)S CN101082624B NIF(AEH)A 2011-05-04
HiES CN200710043644.9 FER 2007-07-10
WRIRE(RFR)AGER) 1HiEH
RF(EFR)AGE) 1 EH
HARBEEAIRAGE) PEARRNE LBHEASRRBREER
(R B A 1
R
BRI
KRN 1 EH
Jmns
B
IPCH S GO01N33/53 C12Q1/10 GO1N33/577 C12Q1/68 C12N5/12
CPCH¥%S Y02A50/451
HER () EM
H {2 FF 3k CN101082624A
SNEBEEE Espacenet  SIPO
ﬁ g ( 'L%) at cgcetggtgga aagaggcaac ggectaccag 60
atttatccge geagctttaa a tt; caacgggatt 120
zF& EH ‘;i &1@5‘)1'] B}imﬁ% *1:% E"J mﬁ*ﬁ'ﬁ u& Bﬁ‘iﬂ“ ﬁt(EL|SA) Elg j:T ;f ’ E I:F J‘g atcgaaaagc tcgattacct gaaagattta ggtatcgatc ttatctggat ctgcecgatg 180
RHRER T He-AEREBONE  BPMRc-AEREBNRER  wcece tat gce - e 240
r% aj yl] Seq | D NO . 2}Eﬁ7_|_'\ ° jl:la 9* y ZF& Eﬂ )‘I}‘i&ELlSAH“}f EFI Fﬁ'% E’g ﬁ gaatttggea cgatggcecega tttcgaccgg ctgetggaag gegtgeatca gecgeggceatg 300
BB ZRA PR RIER T Ho-BEREBRERBRR, & cggetgatee gace gtg guttctigaa 360

&, LRHBEWELISAR AR BIF T LRt AR S, REANK
MFHETBREB TR, SRR HRIFHTE , BRI RBE
B, #RtE, SRU%,

gactggtata tctggegega cggcaaaaac 420

gtgaccggcce agtatttcat gecacctgttc

tt cggcecetggaa gegggatgac 480

gtc ageeegatct 540

aatcatgaga tgegegeege cgtetacgac atgatgegcet ggtggettga taagggcatt 600

gacgggtttc gecatcgacge cattgegeat atgaaaaagg agecgacgtt aagcegacgtg 660

taa tt 720

ctgetegact atgtggacga catctgecge aacgtcttta accattacga catcgtecacg 780

gt t;

gcc agtgggtggg cgaaaaccge 840

gggeggetga atatggtgtt tcagtttgag catgtcegge tetgggagee geaggeggge 900

ECE 84 €, geegt get

attttcaccg cctggcagea ggegetggaa 960
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