CN 102621323 A

YRR JAFTRTNAI
AP (12) KB EFIFRIE
>k

(10) HIFAHS CN 102621323 A
(43) HiF A% H 2012.08.01

(21) S 201210089892. 8
(22) HiEH 2012.03. 30

(M) BRIBEA HMEREETREARAR
Hetik 215000 L7848 FR N T TN mop B AR 7=
W R R R B 78 5
(72) PR A WA W% FHA4E VLW
(51) Int. CI.
GOIN 33/577(2006.01)
GOIN 33/53(2006. 01)
GOIN 33/535(2006.01)
CO7K 16,06 (2006. 01)
CO7K 14,765 (2006.01)
CO7K 14,795 (2006.01)
CO7K 14,/435(2006.01)

BOMZERAE 4 T HBHS 9 T1 R 1 5T

(54) & BREFR

6—( FHSRIE ) MEEnd R 77 v
(57) fHE

AR A Te(H H L) E B
(6-Methylmercaptopurine, 6-MMP) K] 3 #H B %
S o U 7 2 R TR Y MR PR A I 7 v DA B B
PR ARSI 7 v S PR INAR T o A B P P el
W77, FHT 6-MMP 47 5 PR BT AR i ) s X 77
RE B8 1 7€ 1 MUAE A 2 A5 A7 7E 6-MMP, [ FF 7] LA
Xt 6-MMP f) & BT E EIlE . HESNERN D
RIAN HPLC J7 i AH EL , A% K W S R S e danilll 7 2
HA AR 1] (5 PRk | Rl 45 SR o 2 AR S5 O
e, X T A R BEAT IR PR TEARE ) R, el 2 ik
Z B i AER I N B A IR A AT S



CN 102621323 A

]

2 Xk B

1/4 T

Lo —Ff 6 FASRIE ) MRS [ 34 AH I G0 B A 7772 (Homogeneous Immunoassay) , i
6— ( FAERZE ) NEERA 1 A AH B S 2 A 035, A AT FR T 6 (AR 3R2E ) RS (6-MMP) 5
MEPURFD 6 ( AL ) WS BEAR BB A B, W DL P B IR -
(1) SKH A B A BT B FEA 5 6- (FREREE ) MR IR 23 BN FEA &

FEAFIE
(2) # 18T RIATHRIN T B SR E
o FEA 5wl JAEK 2N RN
T 5
ik | R | RI/R2(M) A | 1st/2nd(nm)
2 point
2-20 | 70-150/70-150 | Logit-4p | 340/405 8-34
rate
(3) 52 0D340nm I L AE 5
(4) A bRt 2ok EREAC ) 6- ( FRREE ) MR IR
IRERIES R (2) ST DG L e 7 S
\ , S o "y ]
o =N 5wl FE R RN
VB =)
| ARFRM) | RI/R2(M) =3It 1st/2nd(nm)
2 point
2-10 | 75-100/75-100 | Logit-4p | 340/405 10-20
rate

PR 6-MMP 5 S HEHT IR B 6-MMP S22 SR S B 3 i A6 7 45 31,
PRI 6-MMP ffi S, Hegig Al C 1) o

i (

)

R, R AR R, ok FLA S i
R & —(CH,) ,~C00-.—0- (CH,) ,—~C00—-.—S—(CH,) ,—~CO0— BY, -NH- (CH,) ,.—C00— 2%,n /& 1 £ 20
2 IR, AR R Jy — (CH),—C00— n {00y 1 % 10, BEAREE R 4 — (CH,) ,~C00— 4Tkl
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h B G5 IR I, B IR SR R ARIE N IS & A, 1 B R R R ER EE 1, B
oA IMEEA,

6-MMP AR (R BCA I il 28 VA

(1) BRI PR, £ B B - FILAE 7R (B —galactosidase) B % —6- %
Bt = B8 (Glucose—6—phosphate Dehydrogenase, G6PDH) , {14 GE6PDH, 7F = 15 4414 F W fi#t
TR ZE MR A, R JE A 2-6mg/mL ;

(2) FA VLIS FIGER: R BB AT 6-WMP RT 4240, AF L2k B 0 10-50mg/mL, il ik
=T HREATIEAL TR S B EEAT A RN, A RE T 15 3 6-MMP BEAR IR, P
A HLEFIIE B DMEL DMSO. AR B8 £ 1, A b, A WL 714 DMF

2. MRIEACRESR 1 Tk () 6- ( FRERAE ) WEEna ¥y 3 AH I8 G0 13 A5l 75 v, HLRFIEAE T Pridk
(RIS AR il £ VAL DU AP BR

(1) ¥ahr6-C FHEL) WK FEBU/ALL 1 0 1000-1 & 10000 FR AT L F60RE 21 24 4H
R1 M, AH RLZE M2 50mM Tris, 0. 25 % 25 1375 8% 11, 50mM % 255 —6— B2 F1 50mM
TR RS S — R IR

(2) ¥ 6-( FEHIE ) A EEFRIBIEILL 1 0 1000-1 © 10000 [¥) /A EL A RE 31 R2 22
W, R2 2Py & 100mM Tris, 0. 25% 4 MG & 1 5

ik rbre-(REME) MR RENAKSRIE N BE IR ER
1 : 1000-1 : 3000 ;

Pk it 6- (AL ) VR AR R 5 R2 Sl R AR R ELARIE A 1 0 10001 & 3000,

3. — M 6 (FZRIE ) MRS () ELTSA KU /v, AF ) 6 ( FRERZE ) MEEng ELTSA A3 4047,
ZRRF S (1) Bre—( BEHEL) M= (6-MIP) ¥ ik ; (2) BEbrIBB LEY, £l
TN EED R -

(1) F PBS ¥4t 6-MMP R MEBTAMRERK 1 2 1000-1 & 20000 2R EEHSH, 100 1 L/
LA AE 96 FLEBIDAAR |, 4°CIE A

(2) F PBS ¥ 3 KJm, I 200 1 L/ LI 0. 5% ) BSA ¥, 4°C 4%, PBS $E% 3
Ve

(3) M 20w L/ FLEIFRUE S 5

(4) N 100 1 L/ FLTAEMR Y 6- ( FIREE ) MEnd BEbr B A

(5) = TIFE 30min, PBS BEAR 5 X ;

(6) BFLIOA 100 1 L 4, YLk TMB, Z iR IFH 30min ;

(7) LM 100 0 L &3 OMBRER )

(8) IM5E 450nm [KINESEAL ;

R ERAE DR (D) PUE - A PBS g i 6 FF B L ) W M RE S ok B AR AR RS R
1 2 2000-1 : 10000 [ B, 100 1 L/ FLALBEAE 96 FLERBAMR b, 4°C ik s Frid bt
6-MMP S M P AA 1 6-MMP %0 3% J5 S 52 sh ) s AL = 15 31,

PR i) 6-MMP iz i, g5 Xan= ( 1) s -
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A D)

A, ROGERIEA, Bk B ez ik

R 24 - (CH,) ,~C00~, -0~ (CH,) ,~C00-. =S~ (CH,) ,~CO0- B} ~NH- (CH,) ,~C00— %5, n & 1 £ 20
Z B, ik RO - (CH,) ,.—C00—,n {54 1 & 10, SEALE R A - (CH,) ,—CO0— s rid 4 14
H BA S SR I, F I S B . RN S R A, R S B A TR IRERE B, B0
R IEE A,

AR A8 JC A7) 1 I 2 B L SR AL W0 (HRP) Bl Pk B BRI, NS 28 A HRP, JECA) A X5 13 I8 1)
&, Atk R 3,37,5,5" — WRFEECK% (3,37 5,5” -Tetramethylbenzidine, TMB) , T iA& 1]
B BR AR IBEA) H LA )45 74T 2

a) PREUBEAE 2R 451 SR T BEIRZZ ML, 2R FE 2 2-6mg/ml ;

b) FH BN TGS HE RIEBIEEN 6-MMP f7 44, W E 4 10-50mg/ml, 18 ik
EDAC [ 77 iEIAT I AL, 5 BV VAT 2SI ) N, 20 AT A 5 43 21 6-MVP B bR AR, P
A A HLE )L B DME . DMSO. IR Bl LT, P ideh, A LW 54 DMF

4. ARYEBCREL K 1 8803 Brik s 7732, He A ik KAk 2 solE Dk el s e B Hi s,
kR 2 e U s TR sk B FK %, (L3, /D B g0, IR ECS i — A, AR IE A K
Mo

5. MARBIRNIESK 4 ik il 7712, Kb Brik it 6- ( AL ) W S M B il
HBIFEAEUTZE

(1) FHBAmR #h 92 s & i) 6— ( AL ) RS #0325 J A B 22 0. 5-5. Omg/mL ;

(2) &5 I A FINE XS B AT T 5, T 5 Ja fh B s ke e e iU vs , 15 208 2Pt
%o

6. MR LK 5 o Frad (R4S I 77325, Ferb BIrad 1) 6— ( a2 ) Mg e J iy il 25 7
FEAGUT LR

(1) H 10-100m1 A3 HL# 7 A B4 1. 0-10. Og ) 6-MMP AT 1. 0-5. Og FITRIR #h , 73 BV
1 3% 1. 0-5. 0g ) 6- IR R ZJR N B 5-50m] A HLEEF) A T, 153V 2, B mliﬁm
G I BEATHERE RN, 4 B N i IS T e WL VR FH , 22 WL 71 B A0 18 i 4t
B, 13BN B AR AR 6- ( FERES ) MERATAEY)

(2) ¥ HA Sz J3 kB2 E B 100-300mg % T 10-100ml ¥ 0. 2M, pH 8. 5 B4R Eh 4z i
B s

(3) A 1. 0-5. Oml FA LA A % 50-500mg (1) 6— ( FAZEIE ) MEMATAY), it 1- &
HE-3-(=3- ZHRNEE) Bk W IRAT IS A IE S BRI AT AC I I N, 2 E T AL JE 19
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B A R R IERT 6- ( FEREE ) MR s

PITiR BT AL ) A 6 B — FRE AN — A 5L A TR s sl I rP i — o, (Lt o —
B PP BLRE 5

JITR I ALV B & B 1R LB, ZBEEET P — 7l 0L LR LB,

T 5 R A Na,CO, 8 K,CO,, JLIE D Na,CO; 5

BT (¥ TE A LR PR A ek R R S PR VR » DL IE T 3 IR VLo
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6- ( FZRE ) RS BN 77 7%

F AR G
[o001] AKX UHE T EME ARSI, ¥ K 6-

~~

FASRAE ) WERAIN 5 i

b =8 ]

H=EA

[0002] 6—-( Fi3E) Epd (6-Methylmercaptopurine, 6-MMP) , H 4544z ( 1) Fizn.
[0003]

= 1)

[0004]  6-MMP & 6— (%L ) NEi4 (6-Mercaptopurine, 6-MP) [IAREM  IfIK - 6-MP 32 H
T2 P E B AT A4S S A I A8 B A — 28 B 5 i S, H Ik 25
SRAG A 2R 7 A P A ] S R A A IR M, Mardind ™ AR 6-MP I i
T2 AR 6 MMP 71 A I (UK B2k deoE 6-MP I 2555 &, i 00k S SR 2o, 41
PR 6-MMP WA << 0. 6 1 g/mL I, 2555 B i AN BIAH ST &L 511024 6-MMP K> 5. 01 g/
mL I, WS ARG et BRI, — AT SR 6-MMP R FE 95 iI4E 0. 6 1 g/mL ~
5.0u g/mL Z o

[0005]  fEGEHG G 6-MMP 488 F ) 5 542 HPLC Fl LC/MS-MS. X &b 5y e 2%, S H &, 1Mo
DT 6-MMP 7 e P DA 0 G A 30 Rk 1 IX Be ik il o ARG 77V R B R AN UEAT B
FREVHTALEE, IN TR, 9% B s A BRI 77325, mT LA € fr DA X g A7 AE 6-MMP, [F]
FERT LK 6-MMP (88 S EAT 52 5 « BT 6-MMP 7 55 MR BT AACHIF 1) 1) G 2 A6 56 W] 38 ok ) 2
N4 6-WMP TR S IR & a2 . 5243 BRI HPLC J7 AR b, AR B2
P G B ARSI 7 V2 LA B A T A6 L PR T RSN 5 SR ME AR L 2 AR S 5, X ¥ kb AT i IR
RIARHE) N, e A R 2 B B s I oh /s e B A IR GF I AT

ZBAE
[0006] AR EHBLREA T s IRIRA HARAZLE MR I 6-MMP 7775 B 2% (5B, SR 6-MVP RF
SBT3 S A S0 SR TR b o A% BB AL T 48 F A e BRI H B A S0 K T SR A T A
K7
[0007] AR B 2 —7E THe Ut —Fh 6-MMP (KI5 AH B S 2 A I 77 2 o

6
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[0008] A BHITI Y —A B BIAE T HE Mt —Fh 6-MMP [T G B2 W B 554G 30 (Enzyme 1inked
Immunosorbent Assay, ELISA) /5.

[0009] A< BHARAEL (1) 9 A 6 -MMP A4S I 75 vE 454 07 16 L 45 RV RS & e IR T B
ARAFLERIEIN 6-MMP J73: B 2B I . AR B i DA HEAR 7 S

[0010]  —7Ff 6-MVP [ 32 AH B G 8 K6 50 77 705, A8 FH 6 -MMP (I35 AH B S e A 2030, il
R BT 6-MMP 5 PE P AT 6-MMP BEFR R BCY ALk, ELHE DL T #E D3R -

[oo11]1 (1) RH A B3IEL DTG B RRIIFE A S 6-MMP A8 563857 73 3l N A ATt
FE

[o012]  (2) %83 | BHATR NI H 2 80CE.

[0013] 3K 1 6-MMP JJAHREE Szt o 4 E R

[0014]
T A1 ) N P ( ot ]
o FEA 1A JERR iGN
MG R
DR | R | RI/R2(H) ZRA% | Ist2nd(nm)
2 point
2-20 70-150/70-150 | Logit-4p 340/405 8-35
rate
L

[0015]  (3) W5 OD340nm [ EAE ;

[oo16]  (4) HVEFRUE Lk EFEAP I 6-MMP WK,
[0017] DL b3t (2) BBk LS PR ILIE 5 ST -
[o018]  6-MMP JAJAHEE e i i 4R B3R

[0019]
iRl FEA 57 SEHR VN
TG B
B | RI/R2(MD Eagit] 1st/2nd(nm)
2 point
2-10 | 75-100/75-100 | Logit-4p 340/405 10-20
rate

[0020]  FTid$i 6-MMP Hr S MEHTIAR H 6-MMP F % R S s sl Ja A =45 3 o
[0021] BTl ity 6-MMP Hfz Jim, Hegs i) =l (1) Bk -
[0022]
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SCH

J

= 1)
[0023] b, ROGEREN, #ih BA Gzt
[0024] R TLLA —(CH,) .—CO0—.—0-(CH,) ,—~C00—.—S- (CH,) ,~COO— B ~NH- (CH,) ,—C00— %%,
n g 12 20 Z R HEEE . UL R 4 — (CH,) ,—CO0—, n{i 4 1 % 10, BEALLE R 4y — (CH,) 5-C00—
[0025]  FR#ciAA BHA S M, o 8 A . DU g R B, 1 2 1
RIREREE . SR A4 MG &R A .
[0026] 4R & —(CH,) ,~CO0- I}, i% 6-MMP 432 J5i ff) & iR A MU V40 R
[0027] (1) 6-MMP fTAEMII& K
[0028]  FH 10-100ml LA A W% 1. 0-10. 0g [ 6-MMP 11 1. 0-5. 0g (IR G 2k, 19 3%
W1 1.0-5.0g 1 6- IRCIR LR N B 5-50m1 (14 WL A P, 15 20 2, B 1
2 G IFFRATHERE RN o e NS (R VR LRV P R, 2 A AL R B 25 B 73 B9 a4k
AT, 19 3 R AR 6-MMP A
[0020]  (2) 4% I il & < oF B ez B % 1 85 35T 100-300mg % T 10-100m1 (1]
0. 2M, pH 8. 5 2 th 22 Pl o
[0030]  (3)6-MMP 77 A= 40 (9 ¥ A A B % B 1 A il < 1. 0-5. Oml (19 A3 HL %5 771 A %5 %
50-500mg K] 6-MMP 744, it 1- 23 -3-(-3- — & NE) B W% (1-Ethyl-3-(3-
dimethylaminopropyl) Carbodiimide, EDAC) 17575 ' BEATIHAL IF 54K BT AT B
N, 3 AT AiA S A9 2 B A S0 SR PR R 6-MMP 5528 i
[0031] iR VEFITIRKIE AT A Sy IR (Dimethyl Sulfoxide, DMSO) . —F
S WERZ (N, N-Dimethyl formamide, DMF) \ FEE S £ %, ik DMF. BTiR I HLAETI B K -
LR LG, SBEESCEAT , PLik CBR W s Il [RIBK IR £5 24 Na,CO, 8% K,CO,, I3 Na,CO, ; FT ik (¥
TCATUBR S T A B B 5 V0 B PRV L, (U1 Bh PRV ViR
[0032] 4R & —0— (CH,) ,—C00—.—S—(CH,) ,—COO— BX ~NH- (CH,) ,—CO0— Z& i} , 6-MMP #1535 Jiz (]
AR S R A - (CH,) ,—C00- I HEA A [A]
[0033] 1 6-MMP § S HEHUIAR I il 2% 7V
[0034] (1) FHBERR EhG2 TN & RP) 6-MMP %0 3% J i B 22 0. 5-5. Omg/ml ;
[0035]  (2) 28 K3 FCA FINERT B IEAT v S SRAF PR, v 5 S5 B S e e PR DL IS
(CEIEERVTIEIRENS
[0036]  LIART7 ik, ORIk B IR Eh G2 B 6 -MMP F e JR A BE 22 1. 0-2. Omg/mL,
[0037] A BHH AT 1B AUAUTR S EE I BTIA 7 T, A FE IR B Se BB MARs e Mk 2

R-# 4

8
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AR PR T W B E AT AEY . AR RPUR T LR A 2 e BB ARt ] DUR B S RS,
it h 2 selE Bk,

[0038] AU BRI DUR I INA HR & 13 2 . S99 2 so P i) s A 77 v 2 A0
— [ S S, T N ECEE A IS, FES I — AN B0 2 A 8T 0%, 18 RS
Go, W, NG 9025, IKRR D ARIEHL, LlkTE =2 R R e iy RIS 21158 & 1
R S HLIMIE , PrmiG ] Aaifh o B 5 BB o n] i 7R 40 M 4 A8 AR A E

[0039] A< B 6-MMP (¥ 35 AH B G 2 4G 56 75 v P BT FH 1) 6-MMP A% 50855 AP (1) 6-MMP b £
BRI 25 T iEanR

[0040]  (3) M ¥ VB ) 2%  FREUME, £ H B - FLHE I (B -galactosidase) Bl %
¥l —6- iR &l (Glucose—6—phosphate Dehydrogenase, G6PDH) , {i% G6PDH, 1F = V5 4%
PSR T BRI T, AR 2-6mg/mL ;

[0041]  (4) 6-MMP ATAEM s A S ABBRA B)-A B < FHA WL SR B SCPTIR ) 6-MP 71742
W, A% L2 B K 10-50mg/mL, 3@ ik = T ik ™ (Wong, Jameson. Chemisty of protein and
nucleic acid cross—linking and conjugation. 2™ edition, 368-369 H1id# [ 751k ) it
TTEAL, I SRR AT AT R N, AL RGBT G135 6-MMP BEFR 1 B4 o

[0042] L4 75 b BT (A HLIS L B DMP. DMSO. FR A ek £ . fLidk h, A HL )
4 DMF.,

[0043] A BH 6-MMP Fi) 345 AH A 55 28 46 56 7 90570 Tk A 6-MMP A 56328 5] () 1) 4% VR0 R
[0044] (1) R RFNAIHEIAE 4 BIRPT 6-MMP R 7k BT AHERE BIHAH R1 Z2 b, 2940 R1
ZE MRS 50mM Tris, 0. 25% BSA, 50mM i %5 8E —6— BEBER AN 50mM A IR0 — k2, ik
6-MMP 5 5 PEHU A S RE B ARAREL D 1 2 10001 & 10000, fRIEHTIA S R1 i
LA 1 2 1000-1 & 3000 ;

[0045]  (2) R2IRFNIIHI S K —6MMP (B B B 3 R2 Z2 Py (100mM Tris, 0. 25% BSA)
o, TR EE -6MMP () R2 2P AARRREE 1 0 1000-1 & 10000, {1k EE —6MMP 18 5k
Y5 R2 PGB A 1 ¢ 1000-1 ¢ 3000,

[0046] A< & B 6-MMP [ 35 AH B o 2 46 56 77 v, A I il ik 4 B sl AR A BT, I AFE
it PRI R AT, S5 Ja N R2 G50, I3 AN [F] IR R] 50K 0D340 WROGARL, T BEAN R FE b
i SRR . SRR I AR TR AW EE R1 BRI R2 A LLA, 45 B A AR T R
NFRUE EE o T FEAS IR S N A, FERR AR ARt il £ b S N T3 2 5 Bl i R B R G R X
IR BIAREAE

[0047]  ZAG I Tyt — RS g 1 RO, O NAR B T S AL A ) 6-MMP R 1) 6-MMP
AN L T8 ok [ AH R 43 B, B A SR B VAR RE AR Rl 1K 6-MMP 5 R R AE GEPDH )
6-MMP AT AP RE S DU I &5 A AL AT 52 5 o MARFEAR TP 6-MMP S+ PE IR St
g A1 6-MMP BEAS A, A8 L BRI 45 A 7 . R TSHA SR AT A6 I Pk 523 12k o
I, VEAREEAS TR 6-MMP (1) 45 BBk 22, U5 55 19 6-MMP A7 424%) ~GOPDH BEAE B sk ik 2 , M T BE15
BIFBRIE S . RIS nT DLk IV E PR i ek e A AR TR I 6-MMP ¥R FE

[0048] AR BHIAHEAE T —Fh 6-MMP ) ELTSA Kl 77325, A A 6-MMP ELTSA A& 363050, 14
TRAFIEH BT 6-MMP Rr 5 PEPTIAR 6-MMP BAr 8 B AR A 1, B 46 DL MR E D IR

[0049] (1) F PBS ¥4$i 6-MMP HiiAR B AL 1 0 1000—-1 © 20000 [¥] 2 FE ¥, 100w L/

9
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FLELHETE 96 FLEEICHR b, 4°CId A

[0050]  (2) FH PBS P& 3 W, M 200 1 L/ FLI¥J 0. 5% [¥] BSA %59, 4°C A ik 152, PBS ¥
B3R

[00511  (3) AN 20 1 L/ FLIKIARHE S,

[0052]  (4) A 100 1 L/ LI AEAKRFE R 6-MMP BEFR BB 5

[0053]  (5) =L FIFHE 30min, PBS Piti 5 X ;

[0054]  (6) FEALINA 100 v L JEE4, ik TMB JIEY), = iR IFH 30min,

[0055]  (7) LN 100 0 L Z1b3 (M BRPR ) o

[0056]  (8) Wll5E 450nm FHIWGAA «

[o057] DA E#pfEZDER (1) " LIEH PBS #Ht 6-MMP HriafmRer 1 & 2000-1 © 10000 [
LR LWL 100 1 L/ FLALHEAE 96 FLERIAMR I, 4CIE X

[0058] AU BH BTk 1) 6-MMP ELISA #:5 iR 5%, &4 -

[0059] (1) Hi 6-MMP ¥ tEPiik

[0060]  (2) WbRAEIEEY) IR < BA5 R B4 ) B mT DL B L AL A g (HIRP) B 14 %
&l (Alkaline phosphatase, AP) %, {24 HRP, JEA) kX BT G Uiy 3,37, 5,
57 — DY FFEERC AL (TMB) , H A B bR AR A (1 1 4 v -

[0061] &) FREUHGAE BIE A NEAR TR % v, 2K N 2-6mg/ml

[0062]  b) 6-MMP R A=) RT3 Ak B ABY BRAD) B0 6 i« F A WL TS A 6-MMP AT AR, R0k
A 10-50mg/ml, i it EDAC [ 77 VAT I Ak FF5 B W0 AT A6 RN, 0B AT 44 5 15 2
6-MMP BEARAE ) o

[0063] Lkl & ik AT (KA ML B DME, DMSO. sk OB fLikith, A WA
4 DMF,

[0064] &A% I 2 — i MUK B AH 5% 4 1tk ELISA RV . EAKFEA D 6 WP 18 ElZ, 5
A SCRF) BRI BUAR S G 1 6-MMP TR — BRI s D, B e . Rk m] L i i)
VEFRE 2ok e EAEA 1) 6-MMP ¥R A

[0065] 1% ELISA £ 46 /7 VA MR AR R ARFEA 7 2 1 6-MMP 55 HRP bric f¥) 6-MMP
FTAE DA R AR AT [ AR SR BB e R BUAR I &5 A 0 s AT 36 4, B PR R R S5 A 1
G35 BN HRP AT RO RN WAAFEAR T 6-MIP [ Bk %, 5 [EAE SR H
PUALE A 6-MMP fT2EY) —HRP BEEIEE sl BEMk . BRI mT LLE G e b ih 2%
K TE BFEA A 6-MMP K JE

3 (=15 AR
[0066] 1 J& 6-MMP JJAH I 50 B A0 2 7 phh 28
[0067] 2 J& 6-MMP 1 ELTSA 530 5z i ih 2k

BiELiA N

[oo68]  SKifs] 1 HL 6-MMP RS PEST A (¥ il 2

[oo60] 1. 6-MMP AT/ B & R, HAL £ in s (11) Fror.
[0070]

10
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SCH,

N/

i\“\\
N
o
\\:N - \\ N:/

“(CH,)s-COOH

= I
[0071]  i% 6-MMP fiTAED A g2 M vk T
[0072]

SCH,
)|
NZ N - N
] ; j
\\N b \N - N
H ™ (CH,)s-COOH
6-MMP 6-MMP {144

[0073] (1) Ff] 30ml DMF ¥%5fi# 5. 0g 6-MMP Al 4. 45g K,CO,, I 10ml 75 4. 06g 6- ¥R L&
LJIRH) DMF %59, 78 40°C 24 F T HidkE KA. 30min.

[0074]  (2) B 5K SR SR A IN HCL WP, JEH 28 REAR L. B S T4,
o U EUAE TR DU AR B4l Ak . ) 25m] RSV L. 5 ALAL7= 40, B 5 A 5 600mg
LiOH. H20 [, SRBEHE RN 4 /N . P28 ik 45 P KRB . CBRES AR W
IN HCT VR pH 45 5. 0. 5527 A — 40 T REAE K, AT HLARZS Na,SO, T4 i MERIVR 45 72
B E AR 6-MMP AT LOMS &5 R BoR (AN 99. 7% 370 T4 281 37 RS-0
282 (M+1) .

[0075] 2. 6-MMP 435 Ji ()& ke

[0076]  6-MMP %3 i H I 2 1, 1 5 & (1 Bl R IR EK 2] (1 55 6-MMP i it — (CH,) ;—COOH 2
PR Ak, PAUFIIE & (Bovine Serum Albumin, BSA) A4 BAKK & S5 EWTT
[0077] (1) %% 200mg BSA % f# T 50ml 0. 2M, pH 8. 5 FIMIRZE M ;

[0078]  (2) ¥t FALZE S A BI /N h B HE E % :200mg A ) 6-MMP 7 4E47). 3. 5ml
DMF.3. 5ml ZEE.7.0ml 10mM, pH 5. O [¥IfBRAAZE M . 200mg EDAC.50mg N- F2HEBE HIWE
ffe (N-hydroxysuccinimide, Sulfo-NHS) , Y o HFES A, 72200 T MY 30min ;

[0079]  (3) HEV AR LT HOVA N N 25 BSA VAR, IFAE 2 ~ 8°C R BikkId A, S BIHUR 44
APt R LI ENT 4L, 15 2] 6-MMP 38 R .

[0080] 3. Hi 6-MMP Hf e MBIl &

[0081] (1) FH PBS #4-5& Bults 6-MMP iz o iR &2 1. bmg/ml, 2R 5 FHPUREE 5 35 IR 58 4
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VR G X R AT S

[0082]  (2)2~ 3 )5, FH L. oml AR PR S B IRA BB FNRE X KA 5
— IR, Z S R VY A I SR IR, E R S BLINTE , SR15A P ik .

[0083]  SEZjifEff] 2 6-MMP 340 HH i S B 4G 06 1R 571 1l 4%

[0084]  (1)RL WG ¥l 2 1 PR R RL Z2of i 0, YI4H R1 S8 iP5 50mM
Tris,0.25% BSA, 50Mm G-6-P F1 50mM NAD. Hifh5 RL ZZai A LR 1 ¢ 1000,
[0085]  (2) R2 iR il

[0086] 1) GEPDH-6MMP [f) i %

[0087]  a) FREX 15mg GO6PDH, A% T 12m1,0. 06M Tris ZEm A, KK 100mg NADH.,
0. 5ml < AEEFT Iml ) DMF V&% 5

[0088]  b) ¥ 10mg [ 6-MMP f7ZEMVsfid T- 420 u 1 — FRSEIVHRFT 180 u 1 DMF 1, i A 61 1
=T (tributylamine) f1 3n 1 & R FAE (isobutylchloroformate), fF 2 ~ 8°C 414
N EFE Y 30min

[0089]  ¢) BHJSTE 2 ~ 8°CAcM T kit 4, 314453 2 1) G6PDH-6MMP FEAT 44k

[0090]  2) W+ 4% U [ GBPDH-6MMP #5821 R2 L2003 h o R2 ZE 1Pl 100mM Tris, 0. 25%
BSA. Pifk5 R2 Z2ihy IAARALEL N 10 1000,

[0091]  SIjlifs] 3 6-MMP (1340 AH B S R A3 5 vk M b o 45 R

[0092] & 1 H A7 7180 43 #14X 6-MMP 4 AH G f0 15 A6 56 S 4k

[0093]
Rl FEAC 5l JE bR SN ‘
MG s
| R | RIR2(M) | 2K 1st/2nd(nm)
2 point
10 100/100 | Logit-4p | 340/405 10-20
rate

[0094]  J@iE 4 BB T R 1 HUR T SE0RE . H MRS, BN S
i 2 HREg RE AT (Bifks R1 MR ERAR ) » SUE I R2 55 (GEPDH-6MMP {55647 5
R2 L2 P (VR ) 5 M 52 A [ B 1) A5 119 OD340 W Y6AE, V145 AN [R1 3K o A v o R R ' B AR Ak,
A, 15 B ERAL I S AR 25, 25 SR W 1 o

[0095]  SEjifs] 4 6-MMP [¥) ELTSA #5638 7 i1 il 7%

[0096] (1) A3 Sitsl] 1 25 1Pt 6-MUP E 7k Hi A

[0097]  (2) &4 HRP-6MMP {34 S I o

[0098] AR B IBCA I il % 7 V2

[0099] &) FRHX 20mg HRP 7EZ R AT N fET 5ml 0. 2M, pH 8. 5 WIBEERZZ M

[0100]  b) ¥ 4 6-MMP fiT A= 4 « Bk HX 10mg 6-MMP i1 £ 49 T~ /) e A% 1, JF K om A
350 u L DMF.350 0L /K ZEE.7T00 0 L 10mM, pH 5. O [ B4 RE £ 22 1 ¥ . 40mg  EDAC F 5mg
Sul fo-NHS, 7 2 i 44 T B dk WV 30min ;
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[0101]  ¢) B R am A its 6-MMP R A2 4203 o 21 HRP BERAS VL, 76 2-8°C 44 M hidk it 4, IF
PRIV IEEAT BT A4 1T 2] HRP—-6-MMP B4 o

[0102]  SEjiifs] 5 6-MMP ELISA f535 7715 Mg s 3

[0103]  (1)6-MMP ELISA #3546 f kb

[0104] 1) H PBS #91 6-MMP HUAAREREEL 1 ¢ 5000 ALK FEEV R, 100 1 L/ FLEHELE 96
LB b, 4°Cit 7Y

[0105]  2) FH PBS & 3 WKJa, A 200 L/ LI 0. 5% 1) BSA ¥, 4°CH A, PBS ¥k
B3R

[0106]  3) A 201 L/ FLIFRUES ;

[0107]1  4) JmA 100 1 L/ FLTAEMREZ (¥ HRP—6-MMP B ;

[0108]  5) & NIFHE 30min, PBS $EAR 5 K ;

[0109]  6) &L 100 u L T™MB Y, =R I5H 30min.

[0110]  7) FFLIIA 1000 L 21 (M BRIR ) .

[0111]  8) W& 450nm I EAE .

[o112]  (2) E@hnds Rl 2 s

[0113]  SEjtafs] 6 N A 6-MMP SA3AH BRI B4 T i o 6-MMP (9 [R5

[0114]  iZ [ SEEG 1K) H L7 78 BT IR 1K) 6-MMP 341 AH 8 G 4G 0 5 325 m] DA FH T4 A A
HH6-MMP FRIASE I

[o115] 1. i i 6-MMP [¥) 35 AH B S Bk 50 1) 08 b it 2, B 2002 2 3 AR T ek B I
(¥ 6-WMP bRt fE T2 A, RE29RE 55105 0,0.6,2.0,4. 01 g/mL) 3 IR, 45 34
rn IR R (> 95% ) »

[0116] 2. J5EJ7 v L SLiEfe] 3 i) 6-MMP (R MAHEG S T VEPTIR, 45 L 2.

[0117] 3K 2 6-MMP Y4 AHRG S e i 4 (A 50 3 S0

[0118]

AL 7= H ik tH =
FERIRE (1 g/ml) 0.0 0. 60 2.0 4.0
Wk 1 0. 00 0.62 2.10 4.10
Wk 2 0. 00 0. 58 1.90 4. 07
R 3 0. 00 0.63 2.06 4. 05
FHIME (v g/ml) 0. 00 0.61 2.02 4.07
PrfEZE (1 g/ml) 0. 00 0. 02 0. 09 0. 02

CV(%) 3.5 4.3 0.5
[FE (% ) 102 101 102

[0119]  iZSEE 45 BIR Tﬂmfh“fﬁﬁﬁnnﬂlﬂﬁ’w ~MMP IEILlﬁcim,i’w 90 % , Ui B AT iR 11
6-MMP 35 AH i o B A 75 5 ] LU A A A 6-MMP (ORI, I HL&5 Rk, vl fE.
[0120]  SEjtifs] 7 I FH 6-MMPELISA R4 T I3 Fh 6-MMP ) [0 e ik 56

[0121] %[0 We SE 56 1) H 1 2 1 72 T 3 1 6-MMP - ELTSA ¥ I 0y v 7] LU 42 I ke A
6-MMP [¥IRS I o

[0122] 1. i@ jd 6-MMP f¥) ELTSA #5536 ¢ 52 b it £, =5 00 25 1 IR s sk g CF
6-MMP ARl i T A rp, R 2R 535008 0,0.6,2.0,4. 01 g/mL) 3 IK, 25 ALK
IR (>90% ).
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[0123] 2. JW5EJ778 dnsitifs] 4 F ) 6-MMP (1] ELISA J5ikpnik, 45 5 L& 3.
[0124] %3 6-MMP [¥J ELTSA 50 [a] i 2 s i

[0125]

L3 = ik H =
FERIRE (1 g/ml) 0.0 0. 60 2.0 4.0
Wk 1 0. 02 0. 68 1.92 4.13
Wk 2 0.10 0.61 2.27 3. 84
Wk 3 0.03 0. 65 2.15 3. 87
SFHIE (1 g/ml) 0.05 0.65 2.11 3.95
[z (%) - 107 106 99

[0126]  iZSEE £ R SR AN R HUAE i R 6-MMP (B[ W2 &, 225> 90 %, i B T i 1
6-MMP ELISA il 77V w] AR T4z A A 6-MMP BRI, JF HL45 RAERA, 7l {5 .

[0127]  ZF53CHK -

[0128] [1]Mardini et al.Utility of Measuring 6-Methylmercaptopurine and
6-Thioguanine Nucleotide Levels in Managing Inflammatory Bowel Disease Patients
Treated With 6-Mercaptopurine in a Clinical Practice Setting. Journal of
Clinical Gastroenterology. 2003,36(5) :390-395.

[0129]  [2]Hermanson. Bioconjugate techniques. 2™ edition,215-221.

[0130] [3]Wong, Jameson. Chemisty of protein and nucleic acid cross—linking and

conjugation. 2™ edition, 368-369,
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