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L —FREIA / SR B 18 AR 8, Il i B R 6 & B 8 O R BE A ik i
1 (ACP) AR B #2522k H ARG A FIBE IR BT QAT BRI Be i G iR B S
il A (Coh) TR MELIEE A S &8 (ACPS) 4l i H: [FI 5 4 fish LT ACPS H4hR 14
HEREIAAEA b, IR DA IR / SRR bR ic o B it RS, B AR
WYKL / Sk — PR TR bR iC il A S 0, o Al A BRI BRI Oy 1
whRicH,

Horh prid il A (Cod) BURA 2= (1) 5t (I1) [ CoA LR

o "

(n

Forb R A HRABE A MARICYIRIHCREE E] s “Bric 2 iE M e LR AT / st pr
WARIE O B BB R G R /. SR TR A SR E ERR IS T

2. BUMESR 1 RRLIN B 88 B B 7%, S Brid B R brac & 82 3 m] TR N sk oh
FECLRFSEI I AT b0 o4 H i B vk B 3R g b gl i n o

3. BUFESR 2 Al H i) E 178, BTk 5 R SR

4. BUMER 2 (R 5 B8 LR35 BT 533 10K o 40 P sz 0 o

b, BURIESR | IR H K& A7 %, b Brd b (i & 82 AL AL BT iR AR i)
A H vk R G paaiAL, JF B B 18 A 45 5 82 B b A Tid b e & i Lk
WOIT .

6. BUFIEISR 13RI H 1 A 7%, 2 B i bric (1 o 2 1 40 I 7 A DL SE P idk
PRI H BT 3R e R A SR b

7. BURIESR 175, Hoh ACPS R H R (B. coli) ) ACPS,

8. RUHEESR 1 {7712, e Bl ACPS [FlYE4iE B :EntD. Sfp. Psf—1. Gsp. LYS5.Bli.
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Lpa—14 F1 NshC.

9. BURESK 1 1773, Hidh ACP & K BBk s 8 A 1 .

10. BORJEESK 1 19771, o ACP 2k H#E# B (Streptomyces) fiff,

11, BUREESR 1§51, Hirh ACP 2B /E Y ACP /) ACP 28 ik, Hith T e a5t
FR AR L B R BRI if 5 55 28 20 ACP AN, (LR B T 76 ACPS AL e 3 AR A% id
(1) 4" — BRIz BLan Ik L NE 2 AR T 5T

12. BUCMEESKR 1 1771, Hor ACP 32 ACP v B, ik v Br A & IR IR 2 RS0 S
W) AR, R T B X R S SR AR Th g

13. AHESK 1 7585, b prid B s A B 12 3 5000 2 ZER AL

14, BRESK 13 {773, Hh vk B 8 E B 50 3 1000 D2 SRR k.

15, AUREESR 13 197732, Herp ik H 82 ik BB DNA 255 8RB s iR B VB R
H 2 RE A e E S EAVEARE T PR RE & REEE AR R E A
REWEAVE TEPHCED ZES RS A D RAK GTP By ATP 45 & EH NS
M A A AT 5 38 A 2 N XS5 88 S AR I B AR 2
ISV Sre e S REaT Al s R Ay Ak o

16. BURIEESK 13 (777, Hd prd B 198 218 B AL e m SR L sh i) Bz A2 4
B BT H R

17, BURIEE SR 13 1773, e ik B & B3 B 1T IRE 8 (Salmonel la) 43 FE AT B
J& (Mycobacteria) \#iZJEKE J& (Staphylococei) Nz famiss HIV) NI E T
R T BOEIRIA T

18. BURELSK 13 1773, Jorh Bk B B9 E B AR JAE /O 7805 R A ] B9k g BR
993~ HETRERE o3 73 B L B A B e A R

19. BORIE SR 1 773, W prd i S O B 6 E 40 T 2 BB #I H2 3k
HERN ACP MTH & .

20. BUMELK 19 W77, Jerb ik il & 82 585 ACP ARSIk -1 5214

21, BURIEESR 177k, Hoh LI R 42 1 31 300 /N5 TR 7 1 BB B B W Je 2
A, H AL -

(a) —PMEEMKIR PR ESR ;

(b) — A AR IR F A5 SR I RCE e, HAHAE R 1 Bl AT B, AR Wt
1% 5 BE 4] -NH-CO- ;

(c) — /B2 ATk R 7 B 40 B e, HLAR A0 B R 1 Bl AR AR A EOAR, ARR R B R
4] -0-CO- ;

(d) A AH 25T S5 ) ) e A XU B =, AR B BE T —CH = CH- 8 —C = C—;

(&) — BN AN I B 0 2R 35 VA R BSAN TR PR M A 5 A B AN TR R ) — 3 A
B HFIBE S 7 Ji B IR VLR B AN U A R S T [ B 4

(£) PIASAH IR S B —mai Bt —S-S— Bt

SR Z AN AS, Rl WA B (a) B () TR & LR EEER / SUEHhr
IR FEFE ] AT & A BRI .

22. BRER 1 57, b “bricdi)” 8

3
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(1) JGIERE 5

(2) TG PERR LI 73+

) Fertegi e — Mo+, Kt 5 KRR s G
4) Al Re 5 EEMH»FHEAEHK ST

(5) AR e 5 EEW M EAE K 7+ 3%

(6) fe 5 HE LWy FABRI T

(7) Z g2 Tt E A EFIPUIR MR 2R B = A2 72 B R TI 2T 7
(8) ReAECHES N EyE Tt B HEEM T

9) M &G E ALY BT

(10) fe5H B AMEEUEAT B 25 BOA AL PR B AT 2B

(11) BA BRI 7+ B E Bk E D+

(12) BA P 75 e A0 2% s 3 B A 43 5 s A

(13) BA EREriEp (1) -12) AT

23. BURIEESK 22 17715, Forb “bridd)” ik B AW &R A HIEEFE 1 Cy—-3 Fl Cy-5,
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ETHEHRRERNERRCHE

& BR 41

[0001] A% B9 Ko im ic AR e B B0 5 B I £ B RSS2 1 2 1 Bl B
B L7, Fea R — AR R/ s PRI RS | AT

[0002] RETE =

[0003] X 52 A0 5 G S )RR AR TR T R IR AR ) R S R 1 By T IR AR
(RIAE AR o B AR e i ok i 2 Pl A= 40 1K) DNA 0 25 591 1 AT D000 T LD 3324 (ORF) , {H
SELEAR PRI SR AH Y 5 2 5 1 8 5 ] Be e A PRI 48 K 240380 Fseilix—H
PR RIS I A — ARG S 1, XA RlE S AT DLk DAAE AR A S A, i m] DL —
HAERP N o X RAREE RSB HE 6 X His bR2E. S— DM H KB 22 i 25 5 5 A .
PG PR FEAR S T RERUAAE R G 0° HEdE SIS —DNA B SE#E BBl I3 — 12 R AaR ok
JtEEE (GFP) B EE. H2, XA AN (P-pant) %4 2] apo—ACP IR~ ¥ 22 2 B 7k Jk
b A3 T RIS ) (holo—ACP) o BEIRVZ BESTIE L KVE T4l Ao Gehring 5%
N (1997) 2P UESE AF HAEZ BEST2E SN A A R AEAT T /R A ACPS TR i A 25
L1, AT 3RS B 1B P-pant [¥) holo—ACP,

[0004]  7E [l Fr LA H19 WO 97/13845 HX 73 B B IR IR 3 2% L e BE g ln ACPS 1EAT
TR

[0005] 7 [ fx & Al HHiE WO 02/083937 Hh IR T8 — AR id W5 3| 0°- Jog 3 1 0EE
W —DNA RedE#5RE (AGT) Bh& & A L5k, DLROX R 7 VEAEAS I AGT fil& 88 1 A (1)
o

ZARE

[o006] A% BHIE K —FiRS WAL / BB B B E AR 7, WA B AR I 0 4
A(Coh) TR LL S R AR S A1 (ACPS) =R EE ' 1 RV Bl & 82 1, {8 ACPS
MAmid R RIEAGE A b, EEEOAS BREA -V BREAED (ACP) B %8k
— B BLRARIEE LR A / s R bR yoh B R v v & ge T, M AR i R i A /
s — PR AT AR Id RS B E . Ak, AR IEW RS T H S B AACP 8 B
FIEhE S E RN R, FIHAR iR Erbriddn] FRAE AR s RS0 H K
HE AT A | [ E B AL I

[0007]  AFA PRI B HT AT FHAS R B 7 ok i Rl & E, BASE B iy 1 2R G2
EERK R RIIREE, ANER LR —FMPIR L5 .

[0008] A BH H BURE (1) 4 AR i Sl A (CoA) R A2 MBI A BB 1) G A SRAF I,
W — A SERE RN A b XNk 2 D EA A ONAL S, I BLE— PRI,
RIS I AR 1 o AS R BH R S OX S BRI bR 4 A (CoA) B, il IX LL A I
T2 FAEA X S ik 72 A F g A TR A4, BL R IX S8 e A A B P I . o

[o009]  [ft K fejids

[oo10] K& 1:



ON 1826527 B WO P 2/19 Tt

[0011]  (A)6XHis—ACP (1 uM),6XHis—ACPS (0. 21 M) F1CoA-Bt (5uM) KN /HT. HH T
FEARIIBT ] (), N SSEVRA ) A B S A 1R, A B B e F R - b E A IR & 54, i
it Western blotting SRR 6 X His—ACP [{AM)EBEAL K WV

[0012]  (B)6XHis-ACP ] 4= # & Wt 4b & B B & & :6XHis-ACP@uM,
6 X His—ACPS (5 1 M) Fl CoA-Bt (10 u M) —&iEE 30min, FEHT, R )G S FE M S BB R R
— IR B | SDS-PAGE (28 ki) « 2B MAEY %= - HE R RZR WA ST
AR E AFERR B, Wil S — kil & %K E 6 X His-ACP (H¥&H #E#
SERIZE AT AN 9K I8 6 X His—ACP [ 35, SRVFI A R AL S R &

[0013]  (C) fE A ACPS Ji& #) [ CoA FH CoA-Bt( BY CoA-Dg) [A] W) & F+ 1 SC 5 -
6 X His—ACP (0. 4 1 M) , 6 X Hi s—ACPS (0. 4 1 M) , CoA-Bt B CoA-Dg(2uM) F1 A [F ¥ BE 1
CoA(0-80 u M) — 2 E 30min, bric K MV I FE B FH Western blotting Kill €. Western
blots FAHIAE FHRE (1), MAHIKT [CoAl/[CoA-L] {8 (L =4xic#y), H 5T =4/
(14Bx) 04, X B x /8% [CoAl/[CoA-L], A —NERFEHEL B /& (K.../Ky CoA/ (K. /Ky
CoA-L, IXEESZIGIT R TRF & H N 0. 48 I (K.,./Ky) CoA/ (Ko /Ky) CoA-Bt ] ELARFIH N
0. 35 I (Ko /Ky) COA/ (Ko /Ky conng HIECAEL, 38718 T 3725 CoA HI CoA RTAEMRA &R
[0014] 2

[0015]  (A-F) jEAERELHAN MR IARIC ACP A S . 2OLEMB R (A) B2FRIET Cy3 b
0. Aga2-ACP [REREAN ML, (D) & BB A A & T b id RIS T AEY R bR i B
L. B) KULLF (W), (B) EKEIF D), (HRE4MAKIE Aga2-ACP . (C) F (F) 437l
52 (B) A (D) AHFIFE S ES B0 A, XL szt 3% i A AR AR A Aga2-ACP 25 A I T
BEAI A BEA AR T -

[oo16]  REHFFIA

[0017] AR B K —FG A / sk B B8 A 7k, WARALEE A B AR 1 4l
A(Coh) BYEMIVL KL A B2 A A B (ACPS) 4B ol & i [V e fib fi &5 B2 9, {5 ACPS
BiricE BRI ED L MEEEOE S HNER BERAED (ACP) B %8k
— B BLRARIEAE LR / s FbRId o B RT3 vk R Ge T, A Z AR iR A /
s — PR Y bR RS R E

[0018]  ACP Bk ACP Ffy &5 Fay3ak 8 19 46 i JU B2 « SR WA AL & ) RN AEAZ B 4K 22 IR A= 4 & i b 1
Rk, BRI A GEE (ACPS) 4MExt ACP BEAT RIS 6, 4 1 47 - BEieis ok
Ak Ol DA A F RS2 ACP 1 — MR 22 W IRVR AL b o ACPS AL RN BEIRYZ WEST 58 £ ik
HElE . LEXT CoA HIBEIRYZ ML AL CNEHER 73 o B AT S A I, ACPS R B H AR AR S
WIEE Sk o R IR — 5, 0 ACP B4 85 19 5 ACPS i it LB v B3T3 2 s 45 s i Fric
Py CoA FTAEY)— KL , ACP Bl & 28 I BB R S MR id e I, XA FRic i i B s 19t
SRFE LR oy A B ACP AR ST 22 ZIRIEFE o IXAMFRIC I REANKH T R A 2 A O
[0019] X HL ACPS FIl ACP (IR ST TR —XEAS T, iz — (ACP) EMEIRTZ WL
5 CHEAT W) I B 524 X B V2 WE SR AT AR 38 R UR T CoA BT, 5 —
(ACPS) 1EALBE IR T BESRIE CHERT AW E BIX A ACP L.

[0020]  7FiX HL REE ACPS A FRYZ Whan ik L B R B n] UL B ARAS Hufdi R H LR 3
S5 AR 2 5 KA B ACPS [RIUR () B IR 2 BE 3T 2k L i3 B g (B4 1 S B I F A 2 5 IR T IR
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(K4 %, T 55 RARF=MI A4 i (Lambalot %5, 1996) o X FhEEIR TS W5k dE Z R I
VG U :EntD, Z 5T W Z K6 8 St Fl Pst-1, 22 5k SR AR A9 & 5 sGsp, 5
FERE S AR & B sLYSS, S 5 IR AN A 1 Bl ZHFTRIKN G B sLpa-14, 2 5
PR 2R A AEY) G R s LA NshC, 25185 LIRS & . R AR TITA 5K
AT B R IR 1) ACPS [RITR V2 BESR 3L £ e B B AE bR 10 B8R 1A T T R R

[0021]  Rif ACP ARFATE — PP [, X Bl & AT LU K AT B ACPS 18 4k 8l 3 1% 4K 3R
Lambalot 55 A (1996) 5& X WITAT 5 KA HT B8 ACPS [FIYRIF) ACPS {84k, BEAT B2 )5 (1 e 12
LW OIS XA ERES SRR & & A, WERES S R4 B AR 2
KB i, B FERR B LA R R BR AR A I B o B T 9 ACPS (AL AT BRI SR 154, IX 26 4R
FISEPEIEAE T EA T A FR IR T TR — 2 B30 E S B g, LA R B IR 2 Ik 3 0
LB ERE R A 2 E IR HE b o X488 ACP B A I RAR T RE 1] B2 1E h— > 2 Th Rl
(an T 2RI IR & el ) &5 el 2 — N B s A 1 (il 11 BRI e A hk
W) Es s

[0022]  “H5” BWAAE 7E LSRR 104 B B9 R v R G, 25 TAR G R xS bR id
PR BRI B B AT W . AR bR i A, RRIE AR A T TR R e I
B AR O, AL PR iC O AE B 18R A s M, DA B R bR 0 T AT
IR S

[0023]  “#EH” BIEE BB I AERIL B B &, SREEDIRERICY 8 B 1T
WA RAE T, TR O e, e b iR E R B B & A, S a RS
[ LN — M 25 B AR BT By B R, SN — M 22 s A IR T, 4k, RUE AR 4y
FUE A MAE B 7= YR 24 5 43 85 H R, 8 I bR 4 55 1 AR 2R 7R s R ke [ 5 bk it ) F
H & A, bR B 18 A5 022 s B Al U bR e A/ sk B B8 By
PE, W a2k

[0024]  3X HLOY TR 5V AE — 2 N FH Y [ 9 5 i 15 S B e e bR id G B ), AT
A (D) FEREbRicm A 8L A AT A IR BE BL e i BN S | ] AR AR id ), (2) SR & E A
AT/ SRR AR IO (S IR AR G B THREBL S R AL R0/ 5K (3) SEUE
AR A7 A R LR R O RRC, 15 SRR AR IO B T Ak Bl SR . X AT AR
s F T 76 PRANFI R Y Lo 40 i P B ic ACP Bl & BR 1 o

[0025]  IbAN, A% B B A& H R (R ACP B H: A B IR il 2 B AR I 5 ik P I Y
o R, W Bl &R bR i A b sl f e B 8 E, SEAR P MRS I B 18
(K79

[0026]  — 5[, AR B AL T 76 0k N BRSNS TN H (B A i) 7. Horh, (8 B iR
AN EE A HE B (ACP) B R B — N v BRI & 85 1 S5 hm 10 4l T A (Cod) LR,
WAL AR (1A B (ACPS) Aok e 1 IRIVR A AH B, A4S ACPS Bebrid 4 B 2 il
cid= Mo IIFE AV SVHIREZ T Tty I NS RO NTTR s @ WO E e ab N I RE2 e tak:7/ 8

[0027] 55— 71, AR ABERAE T — Rl ek Py stk AN SR B I B A0 k. Ho,
A8 B R E AR AR E O (ACP) sk B B — A A BE LA 28 (15 Bl b 10 10 4
A(Coh) BURH, BRI E A G M (ACPS) ARl 1 RIVEAHBE filk, T 15745 ACPS ¥ ricd
WERBIRAE A L, W T AR ic R/ stk 25 R RS A

7
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[0028]  FF—J7TH, Z&E AR EERA / sifb 2= M i A aif b ic & & a, B
REHAR R 3R T Atk B 18 AR 575 $R BRI R B A 0 5 D R, R ARG ) BEA /
B R AL RS B, MR A EE U], RIS A B S .

[0020] N 7y, A BR AL T EEAH S FE Y BIEE RS T B RE A VEEE SR E A
(ACP) BYIL | Bl & S5 AN 7 ¥ IR 7 V2L & Al & 8 (1 S AR 10 U5 A (Cod) 2 )
B, A 8] € B2 Re 8 [ 8 7E — A SO b, A BEE SR s 0 Al (ACPS) &
B B brid ), AR il AL &5 & BIR & S 8 b, AT Rl 2 1 Bl 1 21 [ AH S FF
B AR SR SR E TP . AR A K IR E ST ST, FRIC) AN A TR R [ E AR
SRR L), X IT AL (1) Ja B R AT AR I8 ACP [R5 8 1 5 3R B, T4
[ 58 T [EAHS 3 b o AR SR WAL STt 7 S8, Anic A ml RS AERCFE A% I [RIIT , Bl
TERMG RS 1) G 8 RN I S I 45 6 T SC R b B E A ic e — Xl R S A 1 72
—, M R A — @ I gl s I e ATy Xk e BT Bl R AE W AH S Fe 4 b, 9 R AR
MR SPEY R SRR R IR R A e .

[0030] U7, AR BB AL T —FPAE AR N FURSMR I ACP Bl-E B B TV, RiEE
P BRI ACP il & 2 (AL 5 X0 40 i P BT X =5 16 ACP il & 8% A Bl FE ) 40 i 4 25 1) F) ACP il &
HAIFATER L. WIER ACP &8 AR W AT PRI H 5 ACP @& I 8 2 — N IR A i
A, ARG 8 ) ACP 75 AT 4 e 72 1B 0 i Py T sS4 i o G SRR e AR AR A 34T, T
A A S A RIARIC T ARG AR B TR AT B e AE LA B R SR ACP @A S A AT .
[0031] AR BHZE T 40~ AU, Bl— MRS H 8 A rRs e g5 6 nT DO i M el &
AL A E E RS T HNEO BRI AED (ACP) st B.

[0032]  FE—/MLIERI N, BRI A S OB “ACP” HA Re i i B A AR A
BT “ACPS” MEALAS M KR PE, ACPS I FRICI 47 — BEIRVZ BESR I £ M3 B 538 1) 4t il
A( “CoA”) ¥4 31 ACP B ACP [ Bt 2 s IRk Ik LRl il G s o A8 MUk Lt 7y
%, ACP K KA B SE 84 8 (9, )40 Rawling F1 Cronan (1992) 1830 K E S0
BRAGFEIR o (B2, Hoe FronBh ksl h s e (ACP) o] B H AL B, 40 Gehring 25 A (1997)
T R SRR ACP, BRAE GG FR 0 CoA fAAERT Be & b e U7 A4 ACPS (&4 e AT
T ACP. fEAKBHHL, ACP IS FEHFAERY ACP A 44, BB Rt T— A2
PR RS Y HUAR S i SRS i 5 B A2 7Y ACP ASTRL, ER TSR R T E ACPS 1AL 1) [ N AR A
4" - WERRIZ WA HE O AR TE . HE — 28 ACP AR S AR w] AT Ak A BOR N 2 B0
IR AR IEAT A 25 1B o ACP 22 S AR DLIE ik R AN 528 FH 8 (1 i TR 7 v:45 31, Fi /Bl
Iy TR AR R IO BETE ACPS AL I R NV P NSz bR id 4T — SRR IZ BRI S G2k
B2 A4 ACP J BUR 4R S48 5 A W R IRV RS 2k £ NG TE BT A1) 22 28 TR ke 2k
() B, RIS A BLA 42 52 W IR I 30 0k SIS AT A= e 0 B R B o

[0033]  7F A St 77 %8 B ACPS, 2 & Lambalot F11Walsh (1995) 8 3 M & 1152 3
BRI REIR 1 K AT B L 2 R i A A B A . 52, HUhBEL & A& A AR 2B -,
{541 Lambalot 28 A (1996) &R [KIAL B 2 AT B (Bacillus subtilis) SV ACPS, Bi{E &
TEFRICHT CoA AFAERT BEAEA 4n_F & S ACP L B EM B A 70 7, AT N A F AR
IEQT Lambalot 25 A (1996) R[4, 3% 26 ACPS R M B FR TS BEAh 2L 2 M I, Ak B,
VIR REBER N AEA R B L, BRI MR B O 6 i A B A 5 B A2 Y ACPS (172 7

8
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7, EATEAR AT BE B T R AR — B AN SR FR R 25 U L B I RS I if 5 B 28 >R 8 ACPS
ANFEL H R A BFRICH 47 — BRI BESRIE LN PRy S B B ACP Bl A 2 1 LI Re
7)o Hog—48 ACPS A2 SR T] B FH AT 8 AT M B R IEAT T &1 . ACPS 22 R AR REAS 18 it
NS AR TR AR M/ B8O o T = AR s A pe B brid 4 - BRR
W 2 £ S B BIAS [F) 52 4 2 2 R RE AR A 3

[0034] A A+ H ACPS brid ACP &AM 2 BB TUL T EMW. SREZERE, ACP @l
A IR T, EbRIC LLRT Bl A 28 1110 ACP 3873 DU T 28 A7 A0 . IR ACP filt &
WAL —AH NIENE ACPS 1M bRk, ¢ B VR TE ACPS LLIXA™ ACP & B A Bl )G
EHAE AR, B4 XFIX AN ACP @& & A1 B s 2 /b S 3R B . FATREL T A
[ ()8 SR o KRR e/ NI b A B A RS HRVE R o 8 26, 3B — > ACP, H{#IX AN ACP A
S 2 ACPS UM, ik A2 U, 3X AN ACP 545 F I AL I R IEAT . it , 24 K AT sk
TR ACP 7E 41 B b il A R IAR, AR AR ACPS 2 1&4H (W8 3) . 5=, ACP @&
HAHERERELSTI# apo-ACP 76 ACP filA 8 I KRB L. a0, KU st ACPS 171E,
KM B R YR 6 X His—ACP 75K i i 12 40 i b it 7 36 1542 5 3 6 X His—ACP H ACP =42 UA
apo—ACP JE X AFAE .

[0035] 4 T HRIC A, ACP @A 25 0 S5 AH Y. ACPS Fil CoA fiT AW Hefilt, X EMRE, Y
PRGN AEAR N AT I, B4 ACP @il B (776 T 40 M 3R T, 2 00 ok dn iy 5 2 R4
At ACPS Fl CoA FTEM SN B K40 L .

[0036]  {EAKBHH, Aok 5 ACP M it & A O E A s T 2 AIER K&
(K%, AN T S =Rl PU 55 04, i AR E I 20 12 D E L 2 2000 MR IER AL,
PLIEAE 50 2| 1000 P2 FERR 2 7]« AR BHI B 8 %k BB DNA 455 VT s e .
R A 2 ARED et G s Ea . EmEAE 7 hUR R & R E & A R AR
H\E ) EAVESEFHRED EEA VRS AN RK GTP Jg, ATP 4 &
W BA AT 5 S E A2 AR e X E R FARE A HERR iC B8R
PRAERIER E, LR IR R I 5 A BBl 25 #4350 ACP il 2 1] — DN EAS, W— 1>
A=A B IR, EAOTERE T ACP 18] N- 3. C— 3, B[R] I B R N- 3 C- 1

[0037]  BE BRI, AR BE AL B B MR (EC 2) 51 BARK B AN T
BB (EC 2.5), UH NS H IR ZE (EC2.5. 1. 18) ;

[0038]  BIHAE, BRUE RS SEEEAI G — SRR (BC 2. 7)), FERERH — A SBEEAE N
BRI (BC 2. 7. 1), iR A& 2 ARV FE A IR R B TR TR 0 R AL BT K
B G, Qe REK B ORE (BC 2. 7. 1. 37) , BRAS 2 BRI (EC 2.7. 1. 112)

[0030] B LLSEALIE)REE (EC 1) A1, BARMAE T4 0 2 7R i) i S A ) I S AL SR Rl
(EC 1. 11), ¥ehl 241 e 55 C 58l (ECL. 11.1.5)

[0040]  VIUKf#REE (EC 3) Mol HAAUIEH FREBERI/K ARG (EC 3. 1), Ry 2 B R S /K
ffElE (EC 3. 1. 3) , IXFPG U1 A 11 B IR B MG /K AR 5 sl B /K i, At A R IR Bl R 1
(EC 3.4), LHZ P PR AW

[0041]  DNA 45480, Bk anf 38 B, & &) mRNA A R B B Rl oK
B4 ) mRNA A B0 8 B R 7, IR LexA &R A 1#) DNA &6 258K ;

[0042]  HFTTERE, BARWAZIEE A, Rl S A BRI / RAZIRE R 4015

9
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HEH ;

[0043]  JEEER L, W /D EAH — AN ESIRIREE 45/ I 8, B an s YR I 8,

HEZ 55| SEAEN RS E, Wy 5 ES RS 1 Secb2 ;

[0044]  BEH Wk T 7- BEHERE (T-TM) K& A, BEUEN 6 &AMz g

(GPCR) ] 7T-TM & [, FEm 2 B LEIE R 47+ 8 K T 1kDa [K K73 FEA R & A, B L3y

(1), AN MRERIIE -1 24k (NK1) ;

[0045] Bl Mol EEsIE R FiliE A O, UH R AN RS FilEE A, R ARy mE

FRURIBCART 15 S FRE S E, WiE &= 2k 5-HT13 ;

[o046]  BRfRE FHEIEMN G S BB AN ESZ AR A

[0047] Bl S ARG PRI 2 1, e ) SR TR BRI R 8 A, W Pex15 88 H

[0048]  #ZZ AT, WskIE T4 5k BBl KR % 2 A s B, BRIk Is T a4 A3

[R5 s R 1 R Z 32 A B B, JCR R TR B s (iR ) KR 24k, tn A

WEPZ 324K hER 5

[0049]  KZENIAE 'S E A, MR 40 (SV40) IR ENESEA ;

[0050] &R Al ¥, ndrsifh 45 LSz =PI B 1

[0051]  /NERAA GTP g, BARUWIEZEE N AA GTP [, 41 Ras KK IR 5

[0052]  ATP Z54& (ABC) A, M AHiyMEA ;

[0053]  MapN &t A, RARWgn i &, AR AR B - ghEa ;

[0054]  HA M TIN5 FHE A2 RN R e X PA &, 155 2 5K 5N R

W B A iR AR i B T SR A A

[0055] 5 FHAEAR ICYBRSE FIRRZE I 8 (1, W] 7E SRR BT MR T R 9% el 5 11

WO, TH RS ETOLE AR (GFP) WA, WikEsmR i 9t A (ECFP) ;

[0056] DL A i 85 [ 1) &5 F SR 25 46 5o

[0057] it H., A& BHAKHR SR Y 0T B ) Egb T e 48 . el 2 B LA AE T A/ B KRR B

i mE I A A B SR, T TIKE B (Salmonel la) , BAK U100

I TECHE (Salmonella typhi) BEERAGFEVPTTIGE (Salmonella typhimurium) , 237 4T 5 @

(Mycobacteria) , BAKUNZE % 73 #i AT (Mycobacterium tuberculosis) , BY 3 %5 25 2K # @

(Staphylococci) , iAW 4 s A 4Bk # (Staphylococcus aureus) , BORIE T, 41 A

Fo ek B EE (HIV)  NURBOE B R i i sl T R 55

[0058]  ihAb, MR FEA P T K d /R IR B a8, B R | O I8 0 RS Ak

I3 BRI ER (Alzheimer)  AEJFEIE o5 B B AL A 40 B Sk L

[0059] 7 MREAE AR K W St 7 22, BT FH R R 2 11— FOX R ACP DNA [ K T

ACP B R R, H S (i B3CH)28 ) (9wt 7% 3545 ACP DNA ) C- i (C)

B N- i (N) , B[R %42 T ACP DNA [ i, TE AR R BRIl & S E . Ba & an] nah&
A1 Sk, AN 7RG IS IR B G B B B Sk, HoA B AT AR ACP R H R F 2 [A], A

/ BRAE R —R AR AP B R A 200 IXESL S 4 AL E DNA B B n] 4 A idE B

il T4 B DD (49, 490 40 AGATCT W] 4 Bg1 1T Y)F, AT/ BIIS AR 8 [ B B ] 2 D0 149, 491

U B Z R Nla (TEV) 2 AR .

[0060]  fliA & 1 W] LAFE B A% 18 32 rh 3R 08, MLk KA 1, B0 70 5% 08 b 3R IA, Wis

10
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B, F, B e FLah P4 .
[0061] A WA K B i B (K8 FF ACP s — AN 4 4L B a5 85 1A
[0062]  FEAS B, PLILAE I tiebric Wil A SRR ROHIRE A fT A RA UM ES (D -

[0063]
NH,
Ne~Sy
’ 4
OH <NI:
Q

H H o 0 N
M s

20&'1
I
o

{1

[oo64] B LA R (T1) -
[0065]

o an
[oo66]  Hr
[0067] R ZZERAEHE A FbRIC 8K IE A s “hricd)” & —ANEA Bk A & AT
Tl 2E4 F / BRI bR il 5 T
[0068]  {H&, AR BIARIR TR (D) & (1) B, Bk 5530 B o i A s mT LA
KM bRl a8 B ACP Bl . BIUIARAESS 13X (1) A B Hmns 575 R 353 4 5
2 BRI GRS o AT B M AR AT AT .
[0069] X (1) gk (IT) 4b&4 P AIREKIEF R J&— AN bR B 2 Sl A 1023010482
oo B AT AR FUARAS FH 10 75 22, 2 B bl e B B ACP R A B BT
WP CAIEER R T RIS M IR RE T o T FH (0 Sk A8 SE B VR I B8 b HAE
MRS E « Bk RIIFATH S ACP ISR, WAST-HERS b ic W SN , 152w A 3 A
R B LT S SRS A BYR AR ACP b4 8 A S NBEAT 58 e S A g b))
[0070]  FKIEEP R B2 — N EBSCCHEW RS, H 1-300 Mk 5+, ATk -
[0071]  (a) —ANBREZANER A T4 58 B 3, 7 1 L AR B0 58 = MR SR P SR B e, 9 i AT
1-100 ML L5 (ethylenoxy) BAZIIER T L5 5

11
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[0072]  (b) —ANBRZE MR R T4 45 1A SR T I BUE 3, A AR R 7 A AR AR, ARk
W% B e -NH-CO- ;

[0073]  (c) — A~ BK 2 AT JiL 7 4 580 & e, AH A0 B JR T i AR AR R B, AR B B RE
M -0-C0o- ;

[0074] () P-AH &I Hs S 1) (1) Bt XU Bl — B, ARR B e —CH = CH- 8 —C = C—;
[0075] (&) —ANERE AN SR 14 WV 35 T A B AN T A ) AV AR 35 RN s AN R F W —
BN e N S T S e o L o N (o LB 7 i

[0076]  (f) PI~AHARHR R Bk A B —S-S— &k ;

[0077] B —MPANECEZHAEVRAE, Fral W MR / 8 b (a) 3 (f) It
T SPHEMR IR 3L, AT & A B RS

[0078] DA AT (1Y EAY 56 481 A 0K 24 2 2 PP 3 | AR 8 e 4 2 2 PP A L IR R IR 4556 £ TR A
B A

[0079] LA IATT AR 2 Y o — 2R 5N BIH:L R P i 1y SRA5 1, Sorb pr g 423k
(RS R 73k (b) TR T 5 LI WENE B B8 4] -NH-CO— B #e . fEIXFEM3EL |, WRSEEE A R
(R84 SR BEAE — > — (NH-CHR'  —CO-)n— JEHTEH#e, H i) n 7£ 1-100 2 [d], R' fAF—4
AIAR) o - AR

[0080] I —FPEUARIE A T 8 k R B R M Thae, W4RAHSEE R . JUH &
LIR35S B I ] 5 A A — AN AH A1 R Jie B 1 ik JR 7~ b, 4 —NH-CO—CH,—CH ( & 55 45
) -NH-CO—

[0081] 41 (e) T K s X, BUARHE JR 1 (7 283 R 1, 2-11, 3—, BARIE Y 1, 4- W
SEo W B3 () B X, B B SR 7 I R B AN AN (1) IR EE A, 4 3R R AR B A
55, BANHL RN IR 3, e 1- 82— L ANHLRT . W 15T (o) AT BACHR JE 1 i v Rl s AN
MR IR B, BIE —3F [2. 2. 1] BEIsllr — 3 [2. 2. 2] =E3E, [ B AR 2- £ ANr
BRAE 2- 467 5 AL, 1 BT (o) Prad BUACHK B 7~ 1 2% 07 28 8, 461 an 7 — M2, fI ik
S 1, 4- =MRIE, BV S IEME SRR S 3, 5- WREEMIL, G B (o) FTREUCHE IR T
FIBANL RN Z IR FE A A, 920 2, 5 DYSMGHR — 2, B 2, 5— AR N3 AL Bl Y S g o 56
(isoxazolidiene) , fik 3,5— W M@ M IE

[0082]  PRLILZFTPIIIHE Sk, & A 1-20 SRR BRI RE, ARk 4 AL AR Bl O 2
A, B B — R S R A, & 1-20 M SR EEHA .

[0083]  JECA) KT bR I A0 43 AT AR B 1 S04 H Bl 28 R N S AR S R N R AT 1
FEo FRICHII S ELEE

[0084] (1) YEil#RER, BN el € [ Bl et sont B, SR AE FL 7 SR ]
FEREE

[0085]  (2) JEUSH PERRICHIZT T

[0086]  (3) Ry PELs & XA [ — o 7, SonT 5 RO B PR e MR 4 o IR A RE S 4 B 0N
AR AN, AR R, LTS RS EM RS S

[0087]  (4) AR S E EM o FAREAER DT

[o088]  (5) A fe 5 H &AW T A EAEH 53 T 85 T30

[0089]  (6) REH HAh ALK RN G A A 1 38BE 73 1 WiNadeau 25 (2002) Ft

12
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IR

[0090]  (7) 2FE Tl FAE PR MER I =4 RE AREN s T g EN & RBES
W), Hori 55 (2002) Frik iy ;

[0091]  (8) REAEJGEE T =4yt B BHEE B 70 T W fL & A 4%, 1 Jay 55 (1999) Fifiiid
1) 5

[0092]  (9) HANGEATERE AL FY) B o+, 31X BRI AT DR A Tl T e AR B
FIARSE AR N AR RS 5

[0093]  (10) g5 B AMEAT ISR IR 7+ B HAT A

[0094]  (11) HAMWEKAM G 7B B HK S+ 5

[0095]  (12) HA BT 75 KR AL 2F s B R £ o+

[oo96]  (13) HA BT RINAE K73+

[0097]  BEARICHT CoA T AV AL IR BEARIE L AR AL 3547 T — AN nl AL %) IF HLn] 4 4%
3 ACP fil &8 1 EIkRIc Y, Bl an 9 E T At A BE TR SR R AR I 2 T B
FEFDEREr o IXPARIC ) CoA FTAEMAEIF A R BHAE AR B4 Mo Py BRAE 40 M i b ({4
W) FRAG — AR RI  bR L0 e A BB B ACP fil G B 1 b o IXAEE W] 72 1R Y Bl i
ANKE ACP Fili G B AT AR N RN 2 P o ARTE 1A N B AR5 AE 40 I 1 B X = A b e e A 5 3R )
Mu4b 23 (8] () ACP fil & 2R I BIARIC . M7 vER DAFgk a2 b & A (GFP) 1IN AR LS, el
JEAERHE B H SR ARE, v CAETS 41 A B 0 E AT TS . GRP R AR S AR [y i pi
SEHFEZIRT GFP PRI 2O A . fE48 iy (RN ) SiATARid i nT BL7E
[l 5 40 W J 2R AT, SR FH S ] o 7 v I A LR B 1 (R T Rk &5 M P R BN S I, AT
PR ACP DRFFIE I BEIRYZ WEER L L 7 A Am id I D R

[0098]  Hlibric CoA ZEATAEM M BEIR . BESTIE Ll 3 # — ASebR e WY 2, iX
AR icd T LU R 21 ACP Rl & iR A B, XA gk brid CoA TR A R B T — 1
SERAR GBI ACP B & 2 L, WA SERbR G I 45 A lc B Ry TR & SRt &5 E.
i 4n, FEH SRR I A A = AT PRI KA A 2R S ACPS M INRIFR 1A ACP Fili G B
(I M ER B (40 R A ML B LR AR 40 i ) 5 BRES I B 2iAL 1 ACP b & S, RIAT S5
EASEAFRILYIA LG S A . SR JE I SR AbR L) 5 H S BB AR I AH AR
Koy E@ma &, gl ATH AW = S5 EDE NPT EY RS EIUEY R A REH . i E bR
YR IE Bk R BB ACP BRI &R (1 b, R & — AT DAY 0 Bt — g ek, ke SR %
SKAT LR A8, B4 ACP fi & 82 A BRI 7E 70 B 5 5 sk AR id 4l 43 I o

[0099]  HbRict CoA FATAEM I BEIR I BE ST LB 4 #5745 — M sic ), XA brid 4 m] LA
R ACP MG S A b, I AR ge LA W B 2, W02 B 2, X AR
1t CoA RTAEYIRIRI X H i 8 A ARAR 8 A (WAIE AT 9. 2R B I EEBe 8 ACP il
A AR AR AR R R, M 50X e S AR o IX BRGS0 O 2555 1) 4 i 2%
EW, FE LA A SRR LR Eh A7 E IS 7= R 52 B B 2S94 7, FUR (2 A anFL 48 2R AE 3K
JCRUG T AR B AR . NV R R BIRROE AR5 B SR R BB T oS R R
(CALT) (AR gl AR B 14 Jay 26 A (1998) AT, CALT & —Fpregl s 5
A TEAN B (9 0E 7 1, R 7 sAE I TR) b mT 28 9 1l 25 R) 96 R e o, 1 LI Rl 2R 35 4
g Rk RS A R B AHAR R R FEROB BN PR EEB AR A HE, Al

13
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A8t R AE R G [ A (129 100nm i [ IO P A SR VRS o H T S8 o SR s L ]
PrRac Ry AT H IS A RIPURS IR B 8 A RARLE R W) fEA R B A ] e 5 i
FLAEAT 230 ACP filEr B (I REAT b il IF Bl S HEATHOE IS, 248 ACP fil G s A AN ACP [l
AR AEAE R R A RS, SRE U7 AR () BT 0F s M S R g o TR W ERSM ) BE
EBEV LI PE

[o100]  AHALLI, ACP Fili 5 8 1 ] 2855 1 & Jm B 5 it AT bnid, OF B sR AR & ok B
B 8 A T AE S SR SRR IR £ A AE B A A S M R R o XM T i AT LU
RAIFFE ACP i & 8 FURT AR QB 82 1 R T BE -t m] AT R S AR L8 5 il 5 B AARAT I B 1
XL, n] DU W] A % 8 A R B RS S MR, B ] DUB R AT SR 2 5 A 2D iy 0 9
HEL VK M T DV % B 3 5 P 0 8 AR A P R R B B AR B 9 N s R A ) 1
AREEHIX L[R2 v BOR 500 ACP Rl & BRI AR AR E A o

[0101]  #hric CoA R EVI R EIRIZ BESHE LMl 7 51— ML, IX A BC k] DL AS 3
ACP @l B H L, IXMH bR D CoA T ZAEMAE A A W AT TR XA BRI 25 S BB AR dn s
70 R TR R B ACP B A8 A o MRS Y — A Y 455, JFHEA Y 5 ACP
e A R A AR R A D e B 27 AT R A T, IR AR A D BE Bk
FAE T BRI T AR Ic i ACP Bl S RIS . Wi AL ACP fRIBE S 4H o & 1 fe R i 8 A b, 8
A EEA AR R I (] AV TR REA 5 ACP 5 8 FZ LS 1 (14 2 56 2R 4 7]
FIVERT, IERRERTAT LS B 7y - A2, 0n] LS 3L H iz OB 0 40 L 2 2R el e 4
LRI 8B 7 R A

[0102]  HhRiC CoA FTAEM A HEIRIZ BESTHE £ i 0 L FERL BN Bk R i, B
Forbbric M RER 7y SR R T8RRI 70 T ARSI 4 5, IXPH R A0 CoA RTAEMAEA K
W AE R SCRF B A S Ja RO sURSE B bR 2 AV e, i BB ik
R 7> TrDUED R o R U EY R ] BRI SR B W B B, S i e AR s AT L 2%
Prits HREMIER G W R RIEIRY) Cod AT Mpidl i Hobmic B e AE 31K L, Bl £E ACP fils R
F 5 ACPS EALAE AT T, DR b il e B2 B & s 1, AT ] 52 A s 3 ik o (A
[RF%) ) ACP Fili 5 8 FART ACPS — S 12 ¥ A7) 2% [R) B2 SR i 28004 b, 300K FHAR L (00 4y Bl A i1 2B
BEATPUAL L, RIS 2 A R4

[0103]  #FRic CoA RTZEVI R BEIRZ BEsi I LMl 0 HAR SN &A%, b il Ll Y
Fog a R AR, IXFbRIL Coh RIZAEM AL M TIFRE— M@ B B EH
A) R AH AR o I AT A R DD RE B BRI R 52 51 S 28547 8 - B R B e v PE R B
BACYIXAEE RERI 70 1 ML E ARV AN 72 SR 70 1, Wi Nadeau 55 A (2002) F4i
o AE ACPS HIAFAE N, XA HEFRIC Coh RATEY M EEAMEAEN (RN EIASN ) 1
ACP filv 5 88 FUAH B, 2 B0l A B ORI LA I 2 1 T S I AR i s AR A A2 0B o 3
BRI S i E B PR AEE IS A

[0104]  HFbRic CoA ATAEY) P BEIRIZ BESNIE LMl 7y 45— ML, IX A BCEE ] LLEEAS 3
ACP i fr 82 1 b, SRR A 82 1 Fr ACP AN A2 PR 6 1 21 R, A gl ] ARSI e o 2 11 32
Ko Wb bR A0 M 2 i 32 A ] AR S AR I ARV E T o Re 2 T TR ST 2 R s AR 4G
NS RN AR, Bl aniE A 258 25 5| S W EGRIR 2 51 3. AR AL AT R]
MR AS R T RA I, e T OU I b i SRR R N PR AS , sE bR iC

14
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BN Py FREE IR A () SO AR A o X AR AL AR T AN o S e OS2 R dE
TENBAM Y B 3 A KR A 1k o

[0105]  ##Ric CoA RTAEM-H BRI BEAR 2 LG o #5 iy — AR, XML IS mT DT A
T R B AT, W B AR ORL . 5 R T RO I B R v ISR L
B3 BN S T A GBORI I bR ac 42y, 4n VY SRS D6 2= 7506 RN 48040 07 R an K 1 5 i 23 T
HL SR LUE , AN T ] A - S s A i 21

[0106] T8 ek S, 27 B Pl R S I ier 4 PRy A i B 1) St 7 5%

[0107]  SLjif]

[0108] LA S Jit 8] M1 S B aod 4 A2 2 A AR AR N 2 S A G0 4r] S it AR i B () 56 3 2 R
Ui B, T AN A2 PR A S B R S

[0109] & h% CoA-Bt

[o110] A E - SoREEIZ 1 (Img, 0. 0022mmol) 1) 100 w 1DMF ¥ -H I A EG A —4h
£ (1. 79mg, 0. 0022mmo1, leq. ) ¥ DMF %53 (90w 1) A1 10w 1 50mM pH7.5 Tris e« Cl.
TR Tk 4ho SR CH,ON/H,0 VR 1 ¢ 4 ke, B4 500 1 1 ¥ A 4% 24 HPLC
¥ B 2min Y (A = H,0 99%,CH,CN 1%,50mM NH,0Ac/B = CH,CN) M A/B 95 : 5% A/B
80 : 20,7E Tmin WEIA/B 68 © 32,7E 2min FEI A/B 20 © 80, FF[H[EIA/B 95 © 5, CoA-‘E
VIR EE )24 6. bmin. FAWRAEA H B IRLSY , B R T DMSO, IF HE A— 4
Pre DA HI A . A R4 7. CoA— AW 3 IR FE i@ 1T 260nm (e ( BRMEM, 260nm) =
15" 300[M'em']) FIMRICIERAE o CoA-Bt K=& 42 0. 895mg (33% ) .

[0111]  ESI-MS(m/z) iHEAE A 1217. 296 [M(-1) 1, SEBR{EA 1217. 2657 M (-1) 1.

[0112]

i
. HN  NH
Hisp—{n H

(8] -nw/\/\j_s

S/ F HN S

N\/\Mo o
o}
1

0 0 OH
M-Went Q
HN (s} g-() )L
1 HN NH
s n H“o ll'H
o HN' s
N\/\MO °
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[0113] &% CoA-Dg

[0114]  4fi B A — &% £ (3. 6mg, 0. 0044mmol, leq.) ¥ T DMF/buffer J& & ¥ ' (701 1
DMF/30 1 1 50mM TrisCl, pH 7.5) Jo A & & N-(e— sk B W iz © 8 ) Bk I 2 (Img,
0. 0044mmo1) [¥) DMF ¥ (50 w0 1) Ao M Jig FH 43 #r 88 HPLC (A 260nm ALK ) RIS IE i K.
[R158 . RG, 3— 22k —3— Wi Al s 55 1 - R E RN B 0 iz 5 (2. 6mg, 0. 0044mmol ,
leq) ¥ T 50u 1 DMF A1, FEIIAN 10w 1 Et,N, ¥ e NIR A7 30 T HidE 4ho [N L
25 B4 HPLC, H 25 4 & A H I 9 1AL 43 » W% T DMSO, i it 43 #r HPLC 1EAT 40 2 43 17
GIFEHATTWIIR . Coh-Dg [ B 10 1 BR M rs 178 O R AL (e (JRMERS, 260nm) =
15" 300[M'cm '] #a5E . CoA-Dg K7 E 2 2.3Tmg (37% ) »

[0115]  ESI-MS(m/z) 144K 1462. 3707 [M(=1) 1, SZFR{E A 1462, 481 M (=1) T,
[0116]

16
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[0117] &% CoA—-Cy3
[0118] A A AR (1.05mg, 0. 00126mmol, leq. ) HJDMF(Q0 R 1) YW A1 10 1 50mM

17
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pH7.5 TrisCl A& Cy3— BkEET i 3 (Pharmacia, Img, 0. 00126mmol) f¥) 100w 1 DMF
W . IREYEEIR I HEHE 4ho RS CH,ON/H0 10 4 Wik, B4 500 w1 4T Al &4
HPLC A% < BfJE7E 2min WM A/B 95 © 5 F]A/B 90 © 10,4E 15min Y| A/B 65 © 35,7F 2min
WEIA/B 20 : 80, FF[HIZIA/B 95 & 5(AFI B WLLLESZHEGIH TR ) o CoA-Cy3 ) £R B I (7]
M 10mine FLIRAETH BRI, AR T DMSO, 3 HiF N1 70 A & US4 2
AT CoA—Cy3 IR L 549nm (e (549nm) = 1507 000 [M-lcm—11) 4bFm i
I FA 72 » CoA—Cy3 =& M 0. 84Tmg (44% ) .

[0119]  ESI-MS(m/z) iHEAE K 1519. 370[M(-1) 1, SEFRr{E A 1519. 3071 M (-1)].

[0120]
. Qe
7 N FN
G
0

Q l
OQrJ, O OH
0= P (v}
0-
Ef?;: ! :{:44k\¢;i: !

H
N

[0121] &% CoA-Cyb

[0122]  CoA-Cy5 M) & i HI Cy5— 5 ok Bk W % 4 (Img, 0. 00122mmol) J 46 #E 4T, 5 &
& CoA-Cy3 1 0 3R i R — #¥. CoA-Cyb I ¥k & 18 i Cyb 1 Jt & %k (e (645nm) =
250" 000[M-lem—1]) 5. CoA—Cyb [{I*= &4 0. 828mg (44% ) .

[0123]  ESI-MS(m/z) it & {H & 1545.386[M(-1)] F1 772. 189[M(-2)], 5Z Pr {8 H
771.6524[M(=2) ],
[0124]

18
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HNI “0,8 . so;
(?\Fo !’i//\ N i!
) y N= N)

[0125]  6XHis—ACPS [ITalE . #isf4lifh

[0126]  KJIH#T B XL1-blue [¥) ACPS & X H 2 55 % PCR HATH 14, I 5o & 21| pET-15b ki
(Novagen) o1, Fif5|#)k 5" -TCT GGT CAT ATGGCA ATA TTA GGT TTA GGC ACG G-3' ,
TH—/ Nde I FREIPEREDIAL A CFRIZE ), FiEs1#5 5' —TCA AGT CTC GAG TTA
ACTTTC AAT AAT TAC CGT GGC A-3' , & —A Xho I FREIMEREYIA: S (FRIZE S ) . @b
A B Wi i ACPS 1 N- i (R IR 857 41) (>R B pET-15b Jitki ) 24 MGSSHHHHHHSSGLVPRGSH ( 2
FERR BN BERAR ) , SLSS A2 ACPS 28 — M2l 5 IR, iz R . XANE & s st Bt
[¥) 6 X His—ACPS.,

[0127] ARG FE 4 — 9 hd 6 X His—ACPS [ 3 ik 24k pET-15b JFiki (Novagen) [k
WA F B BL21, BL A 85562435 B 0D 600nm i3 0. 6., ¥ IPTG 224k A A 1mM LLiF
T 6 X His—-ACPS [FJFK L. 1E 24°CF 220rpm $% K1 3. 5h, A5 4°C 3000g &0 10min.
10m1 $EELZErhyk (150mM NaCl, 5mM B, 50mM KH,PO,, pH 8. 0) FEAVTIEY, Vs in PMSF Al
aprotinmin 2R 54 1mM AL 2 1 g/ml o DI B 22 29K FE 4 1mg/ml, ARGV 2
FUK bR 15min, JE[AIRHALECIR . Bl J 8 75 P A4 10min (95% Power, 50% Duty) » DNase
TN R 0. 0lmg/ml o 4°C KA 30min &, 18000rpm 5.0 10min.

[0128] & T a4ifb i (A, F F 50 AU ek T 3 4RI 350w 1 Ni-NTA ¥5 I 21% Bl
W IRAYE T UK B RO 20min, FETRVR A HOR BRI G N B — N SR AR P HEK
FH 5X400n 1 DNA PEMGZEM W (10mM TrisCl, pH 8.5) YAk, 485 H 2 X 5ml PEik 22 i
(300mMNaC1, 10mM BK M, 50mM KH,PO,, pH 7.5) ¥ekt. R T Vel A, Boe i 22 v (300mM
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NaCl, 150mM BE M, pH7. 5) MIAAE I FE 10min, 28 5 UREES . A 150 1 1 e i 22 v
G PPN R A, B2 M Bradford VARG A 81k &5, B e il % i 22
(50mM HEPES, 30% H i, pH7. 5) HIENTIE A&, LABR Lok #h 0. 4l 6 X His—ACPS &
(MW 16. 215kDa) 73747 T -80°C. ®HAMKRE H Bradford yAHE K 37. 6 uM. &:F+ BL21
KB R 722 0. 912mg 251

[0129] 6 X His—ACP [ Faf, Fik ik,

[0130] K #T I XL1-blue ¥ ACP ZEPE H 5 yu [ PCR JEATH 3, JF ve 21| pET-15b Tk
(Novagen) 1, F#ESI# A 5 —GT CGG TAT CATATG AGC ACT ATC GAA GAA CG-3' , &
—/~Nde T BR&IHERETIAL S C FRIGH 73 ), FilEs|¥h 5 -TCA TGC GGA_TCC TTA CGC
CTGGTG GCC GTT-3' , & — > BamH I FR&IPEBEVIL A0 CFRIZHSY ) o BlG BRT w
ACP [¥) N- 3 IR IR BE 741 (7= 2E 6 X His—ACP) & MGSSHHHHHHSSGLVPRGSH ( 42 JE R 54 5 B
PR LSS T AE ACP HI5E — 2L, A2 o

[0131]  JRAKRE IR & — il 6 X His—-ACP [ ik &K pET-15b JFiki (Novagen) [ K
FFHE BL21, R R FRFE M2 OD 600nm i5%) 0. 6, ¥ IPTG £ K 1M LLE S
6 X His—ACP )81k, 37°C 220rpm $EFRESFE 3. 5h, #R 5 4°C 3000g B0 10min. YIIEWHIAL
5 Faifl 6 X His—ACPS [FSE5#/E5e 2 4HIF . 6 X His—ACP ¥ FH Bradford y46fi 72
188 u M. BFF BL21 KT B RE 21T 2 3. Img 251

[0132] & T #1752 apo—6 X His—ACP Fl holo—6 X His—ACP [&] [ E 461, %f 44k 1) 6 X Hi s—ACP il
it EST-MS (pos. mode) [ Q-Tof-Ultima (Micromass/water) « {EiE B EES] Cap-LC (Waters) .
Xterra RP-C4 £ (Waters,5um, 0. 32X 50mm ;i 8 u 1/min) EHMT 1 MaxEntl ¥4 R 54
Mo ESI-MS XSRS 70 81 B il 4 K6 Hh & apo—6 X His—ACP Fll holo—6 X His-ACP (VR4
Yo RIRAAL ) apo—6 X His—ACP (A — N FIRERR ) 40 T &4 10. 6720kDa (115 AE R
10. 6716kDa) , holo—6 X His—ACP 4> F & Jy 11. 012kDa ( 1184 11. 01190kDa) » LC-EST-MS
A] %5 AR 4 apo— Rl holo— X B [ . holo— MY [y LU 81 i & 4 16 % ( f% B4 B[R]
11. 77min) , apo— BYAELGBI A 84 % (FREFHSTE S 14. 16min) .

[0133] 6 X His—ACP-ha [{Z&iAFN4li{k,

[0134]  Fl & 2 K i #F & ACP 1) N- i 1) JIK 85 77 41 4 (& 25 BR R A B FR )
MGSSHHHHHHSSGLVPRGSH, 3L J& [ At & ACP )58 — M2 Zh R, A 21, fil & 2 K 18 ACP
() C— I AKBE P20 8 (2 ZEmR A2 BEf K ) TSRYPYDVPDYARW ( 742 6 X His—ACP-ha)
[0135] W 1ABE 726 — 9w hE 6 X His—ACP-ha [1J 3 18 2 1k pET-15b JFURL [ X W AT 1
BL21 (DE3) , L £ FEMIOG 2435 BE 0D 600nm 5% 0. 6. 7N IPTG ELWKE K 1M LLE S
6 X His—ACP-ha [{j38 ik, 24°C 220rpm 2K} 77 3h, SR )5 4°C 3000g B0 10min. Ji5 44tk
PeE 5 R4k 6 X His—ACPS [ SEIG R EA R . 6 X His—ACP-ha &[4 (MW 12.65kDa) [k
FE H Bradford ¥EfE A 400 w Mo BRI TR S HE43 2] 10mg 2R H .

[0136]  {&#MH] 6 X His—ACPS Fl CoA-Bt X} 6 X His—ACP #H4T 2L W2 k4k

[0137] 2y F4ifbf¥ 6 X His—ACP (1 1 M) 5 6 X His—ACPS (0. 21 M) . MgC12 (10mM) 7E & [
ZEMR (431 1,50mM TrisCl, pH 8.8) i HE . B 7.51 1 453 3EAT 0 H1. ¥ n CoA-Bt &
LRE N 5uM. ERERIN RN 7. 50 1 4038, RINGHES A (ZRE InM) X L84 4y
HHVER 30s DISERIRAL RV, TN 8. 21 1 2X SDS ZE1f . 4 FE R TE 95°C In# 2min. F)H
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WEPUEME - RSB A (NEN) 54k 25 KRR EAL B RY) (Renaissance
rengent plus,NEN), ] Western—blotting KN Y Z WAL 6 X His—ACP. HIE% TAE
v (Kodak 440) 738 western blot &5 HR . VE X, & A& a8 —PE AR
TAHMMEATR RS CoA-Bt AR WUAT R AW RBAL 87, DR A BEAL K MY I
R et . AR BAAE AT T =R sy A7 A

[0138]  IE L& BN LK E & 6 X His-ACP AV =Btk

[0139] 2 & F % 4 fk ¥ 6XHis-ACP(3uM) 5 CoA-Bt(lomM), 4i 4k 11
6XHis—ACPS(5uM) 5 KN 22y (50mM TrisCl, pH 8.8,10mM MgCL,) T HE, &AM
501 1. [V 30min Ji&, BHRSWAE TBS (10mM TrisCl, 150mM NaCl, pH 7.9) "B HTid 7 LA
it B CoA-Bto e RMNVIBIMABEBIUEY RLWRAL 0.6 u g/ u 1, KNV 1he BIIHAE
A 2% SDS 1) 2 X SDS _EAEGE M A TR, AN INFARE S B REIEAT SDS-PAGE MUk . 75 T i
ORI 1, J I BB it RO6T B R0 2% 7 o B SR A v IR A S N (R R 2, 6 B 25 5%
HR SHEFEIUED R RNV KRB 6 X His-ACP.

[0140]  CoA FI4 AR ic, CoA [R] ) 75 5 S A

[0141] % J& F, # CoA-Bt B{ CoA-Dg(2u M) . 4L 4k ) 6 X His—ACPS (0. 4 u M) . 4fi 4k 1)
6 X His—ACP-ha (0. 4 u M) . N 25 B CoA(0.2.4.8.12.20.40.80 u M), 0¥ & 7E 201 1 2 IV 4%
MR (50mM TrisCl, pH7.5, 10mMMgCl,) « 26min J&, [ SN FE SN 20w 1 2XSDS |
FEGE PPV LAYE K SR, FEAE 95°C N4k 2min. F) I BEE DI EM % - BRSNS S
(1 12500 #5588 ) , siyFHh s BBk - BOR S &4 (1 0 500 FkE ) Ffb2E K
HeidL EALYIEEIRY), F Western—blotting AT AR K 6 X His-ACP-ha. &EASZEH OuM
CoA B T EEREEN 1o

[0142]  FEREEEZE K 4% id Aga2—-ACP

[0143]  MEERFYL A RZE DNA HRg 38 HE AGA2 (1) DNA, JB i PCR A BERIA 5551 A I¥) EcoR T FI
Sal T PRAHATEAL &, 4 HAT A BIEE BRI R I 844 pRS314 (1) PCUPL B3 J5 . @iy M 7E
ACP DNA 5N Sal 1 1 Acc 651 BREITEAT S ACP DNA TLf% 3| AGA2 2 J5 . £E ACP DNA
J& 214065 HA Bt SR ok g 7 . 13 Aga2p F1 ACP [ 85 117 1) 4 FVDEMYFQGM, Aga2p 1]k
Ja R IERR TR IE A ACP (K28 — M2 SZE AR I FH R RIZ R ACP S A C- I /P41 AL 45 T
HA- B P8 %, 751 49 QAYPYDVPDYAG . ACP R JG — N B B AE N RIS om o IR BER
FE EBY100 (MATa ura3-52 trpl leu2A1 his3 A 200pepd::HIS3 canl GAL pIU211 :URA3)
(Invitrogen, Carisbad, CA) FJ Py, A3l T A3l Agalp B IX, Pop, Jo 8T )8 3)) Aga2p—ACP
[FJ2IE. 76 10ml 7 2% FFUHE, 0. 1mM 4 (1) e #6455 72 2 BL R 92 4% RE A2 0D 600nm {14 2
1.4~ 0D 600nm #A7, FH 2ml /KPESRAH M IF BB M T 0. 2ml FRidZayE (50mM TrisCl,
pH 8.8,100mMNaCl, 10mM MgCl,) o ¥ CoA JERAIAIT 6 X His—ACPS 22 £43K FE 43 Al IE E 10 i
LMo ZERNY 20min J5 HH 2ml PBS Sy BE S S LA 1A e o ] 2ml PBS iy
TRVRIR AN AL 4 YK, Bl G B B 98 6 B I 2%, B W I B 0. 2ml Qdot™ 5% & £ i
W (% 20nM Qdot™605 BEE P EM RS S ) Milan Analytica AG,Switzerland) JRE
B 20min, FFH 2ml PBS ZZ i ¥ES: 4 IRANML, SR G 26 BB M %2 . ] Zeiss Axiovert
PG R MR (AarlZeiss, Gottingen, Germany) , {1 63Xoil (1.4 F{EFLIE ) W)
Bio
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[0144]  bricJE7sfE HEK293 4H HU & MK ACP-NKT fifi 5 &

[0145] 2% T kIS 145 ACP-NKL, 5-HT, 24K (Siggy,) HIME ‘5 P4 — N1 DYV #3ki% 8
31| ACP £5 ) N A Ui, NK1 WA it — M TS Bk R ACP BRI C ¥ {EFTAS A L, —
A FLAG ARZEH—A 6 X His FREEM A IE R R NKL 1 C o o AH M Fl-E 8 E 25 8 A 21 pCEP4
MK (Invitrogen) B Nhe I 47 &R0 BamH 1 7 5208 FIGINT 2. 2% /MEIE (GIBCO,
BRL) ) DMEM/F12 ¥57%3% (Dulbeccomodified Eagle medium ;GIBCO, BRL) £%57% HEK293 4H
Ao, % 3Rk (NatBiotechnol 21,86-89(2003)) #fiA3E4T e 5 4y, K 15 ACP-NK1 1%
IR BRI 58 A7 EGFP (EGFP-NLS,) *f HEK293 4l ffl 347346 4, 24h Ji5, 5 500 1 PBS 4%
WRTRAE SN, LG &5 MgCl, (10mM) , 6 X His—ACPS (1 1 M) , JzfF— CoA—Cy3.CoA—Cy5.
CoA-Bt (A5 M) o 2R 5 HI PBS G2 1Py h V4 40 i = Ik LABR AT A & i 4, 24 H Cy3
8y Cyb brid i B HBOCHA LR 5O R se 24 il AE4) 25 Wik i 48 e ) 22 5 5
11 g/ml FluoroLink™ Cy5dric S E BT % (Amersham Bioscienecs) [ PBS 22 VR
G RAE N, IR 5 FH PBS G2 ptis 3 Ik A8 FH 488nm 4, / SIH0GZk , 8L 543nm Z U0
8} 633nm RSO, FH— 6 Zeiss LSM 510 B444% (Carl ZeissAG,Gottingen,Germany)
AT R L RO B, FH 63 Xwater (1. 2 BUEALAR) Wk . VT O Rl
Hini BT LR G Al SOGIRE G ER B, St S ATl Mo i AR B 5 BB S EI7AR AL 7EXT GFP Uk
FRE 25 B G BB R T8 3 53 BT 52 6 o 40 A 72 FH CoA-Cy 3 B CoA-Cyb #ric J » B CoA-Bt
PRICH FHREE DU EWER —Cyd Yot )m, 78 GFP I8 I8 R] W82 2175 W 1A% b i, 76 40 i st X Ja m]
MELRNEMWI BRI . WA KA G A AE AL R IE GFP, BRI SEA BI IR Ge (0, IX 3R
BT Cy3. Cyb FIAEM = Fnid ACP-Nk1 [tk o 7F HEK293 41 e A % I R 18 [) ACP-Nk1 %%
AL — A SEB A CoA-Cy5 FNPY FZEEFHIAFRIC P #)5T (SP-rho) FLHLh, P Y5 NK1
(R RAREC AR o T P g o R T i 2 DX b AT op e P e £, 7 AR AH R e X s FH I 1
ABRC P YTAE— 23 B W BEAT 138 SP—rho B0, UEBH 1 A ic Ve FH R S, tAIE R T ACP-NK1
SiATAE ThRE .
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52 IS
110> ¥ FZ LK & &5 H R B E 4y 7)) (Epfl-Ecole Polytechnique Fédérale de
Lausanne)

K. 384 (Johnsson, Kai)
N. 7776 (George, Nathallia)

<120> FeFBEAEE AR A8 A b IL Tk

7

<130>P311A

<{150>EP03405364. 5
<{151>2003-05-23

<160>8
{170>PatentIn version 3.1

<210>1
<211>34
<212>DNA
213> NTJF4

<220>

<223> ¥4 ACPS wa &k pET-15b [¥11E 11544
<400>1
tctggtcata tggcaatatt aggtttagge acgg 34

<210>2
<211>37
<212>DNA
213> NP4

<220>
<223> ¥4 ACPS 7o pET 15b [{) 2 [7] 5|4

<400>2
tcaagtctcg agttaacttt caataattac cgtggea 37

<210>3
<211>20
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<212>PRT
213> N LF#4

<220>
<223>ACPS FlI ACP ] 6 X His 5 Hi ¥
<400>3
Met Gly Ser Ser His His His His His His Ser Ser Gly Leu Val Pro
1 5 10 15
Arg Gly Ser His
20
<210>4
<211>31
<212>DNA
213> N4

<220
<223> ¥ ACP #i#iE pET-15b I 1E [F] 54

<400>4
gtcggtatca tatgagcact atcgaagaac g 31

<210>5
<211>31
<212>DNA
Q213> NTF5

<220
<223> ¥4 ACP #i[& 3k pET-15b [¥) % 5 5 |47

<400>5
tcatgcggat ccttacgect ggtggeegtt g 31

<210>6
<211>15
<212>PRT
Q213> NLJF4

{220>
<223>ACP (1] TTA Hi JE 47 58 HH o
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<400>6
Thr Ser Arg Ser Tyr Pro Tyr Asp Val Pro Asp Tyr Ala Arg Trp
1 5 10 15

<210>7
<211>11
<212>PRT
Q213> N7

<220>

<223> BEF& Aga2p Fl ACP {175

<400>7

Phe Val Asp Glu Met Leu Tyr Phe Gln Gly Met
1 5 10

<210>8
<211>12
<212>PRT
213> NTJF4

220>

<223>HA Epitope extension for AgaZp ACP fusion protein
<400>8

Gln Ala Tyr Pro Tyr Asp Val Pro Asp Tyr Ala Gly

1 5 10
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