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L — PPl &, HAREAE T A5 FIRL IR,

Frid IR 158 : Tri s—HCL (=52 FF A 2 e ) 2 P, B AR IR B, i H 2 IR IR Bt
14, GOP (Fiii ) Fl -6 R 5

FriR s RIR2 G A « Tris—HCL (= F AL SR F 50 ) G2 i, H 2UIE ER-G-6-PDAE 4 (bt
MRS 25 FHH AR A &) , NADP (il 11 ) , BSACZR i A & ) .

2. QBRI SR BT 16— Pl ) &, FURRAEAE T e B FE bR AR

B bR v < B 2 80ng/mL H Z IR , FHIN &75g/L BSA.50mM = 3 F JL 4 L F 4
(Tris—HCL )2 il /E f bt i B Bl R B I SV

3. QBRI SR 2 BT ) — Pl i) &, FURRAEAE T 45 s i

BTk B it o - BUCH R R ER A £ (41 97 % ) 1. 000mg I fi# T-6 . 25mL = #4 FR FL R AL F It
(Tris—HCL)ZZ P 50mM, pHE . 8, A #5g /L. BSA; H @ HHERIK S 4 160ug/mL, 48 Ji5 i FHA# A
B IIEEL 8L : 328 ke

4 ARURELR 3 AT IR () — Rk &, HASAEAE T« I S 2R TR R P A B FE 40 2R TR IR . v
B 1gGHUAB BT/ R % 50k TeGhUiA .

5. ABUR) B R AR IR ) — R 50 &, HASAEAE T« I S 2R R R B0 0 B 1 g G U AR 5
IgGl.1gG2a.1gG2b 1gG3BXIgGA T [ —Fl s TR H T IR 2 vi & 1eGHUA L & F (ab) * 245 57
XN

6 . QAR SR 3P IR i — i) &, AR IEAE T frik S H 2R B ik 5 S H 2 R
ViR TeGHUAB T H ZNE IR 2 il TeGhifk .

T AR EE R 6 BT iR 1 — Bloal 7 &, FURrAEAE T« ik S H 2 IE IR 53 v B TeGHiig
TgG1l.1gG2a1gG2b. TgG3BL1gG4 HH ¥ —Fl s AT A HTL H ZNE IR 2 v FE TeGHUiA & F (ab) * 255 57
TR

8. il & WIBRI ELR LA B B 1 7772, HRRAEAE T« P (R B A T R o 4 11 1] 2% 7 2%
W« F 2R RS B 1 -NHe 5 88 1 549+ 1 —COOHBEAT A BB 5 1) 3 e A8 BBk 4 S B 0 1
G SR AT o /N BB e B S 3R AR R e PR U AR R R A, AR IR S R 0 B 2 R
R 1) BE R EE A2 1:20-200, LAT : 100 ARIE s Forb BB H ZUR BRPU AR 1 1) 45 J7 15 T - A
FHH 2R 8 52 3 A v () —COOH -5 25 1 5B 22 SR B 40 LI -NH2E AT AR 3K s - A Ix 26
B e S W AE o 5 S AT S /D SR B e, e S 3R AR e R B H IR R P, B
ARRER 5 8 (1 Rk 2 SR M BRIV B ZR L A& 1:20-200, BA1: 100 R L

9. ) F BRI R 1B 3700 6 SE B A1 J o 2 MR R A U g i, AR AEAE T SR A
G 3 8 V2 VA I AH G S % e v AL 56 , SR AR T B oA e PR A A b AT BB A AE (1) 4
Fed IR BRI T8, 1 S0 H 2R BR YU AT H 2R B2 B A I s AR PR SR I AR E A1 -
10ug/mL, PA5ug/mL AL o

10 . ) FH B ASOR) 22 3R 1Rk 3 791 5 5 T ) & T I O NE R e I v, HEARAEAE T« 4D,
FE R AR

KARFIRL 545 EE FIR A 25-37°C M 3-5min, AR FIRS, 25-37 °C 2 R5-10min,
S W 340nmAb IR AR , FR P b A i 22 SR 1545 DUASE s v H IR RV FE

FTiR R IR B E AL RN -

1-101g /mLAT Ak R 55 5 [ T oGP Ak (4B 1gG1 . 1gG2a. 1gG2b 1gG3B 18G4 ) B £ wif&

2
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IgGhiik (& F(ab) 26 S ESUIA A B

10-100ug/mL3T HZNE R AT R £ v B2 TeGHig (45 TGl 1gG2a. 1gG2b . 1gG3E 1gG4)
5% 2 kR TgGHUER (L 5F (ab) 208 SR BUE F B

50-500ug/mL G6P,

0.01-0.5%Tween—20,

0.3-10mM MgCI2,

0.01-0.1%NaNs,

VAT pH6 . 5-8. 0Tri s—HCLZE Mg s

iR ik IR = L s -

0.2-3U/mLH 2 IEEZ-GEPDHIRIA

50-1000ug/mL NADP,

0.1-1%BSA

V5 79pH6 . 5-8. 0Tris—HCLZE M

IR I T bR AR A ) 2 AT R H 2R A S AR AR 0. 25 %6 A iE A i
) 22 PR A B ik Ong /mL L 1. 25ug/mL . 2. 5ug/mL 10ug/mL . 20ug/mL . 40ug /mL B # BV, DA
B TR A L B I G2 MR S O R R BT R AN [F R FE I H 2R R A B 5 i RIR LS
TRA,25-37C R MN5-10min, SR G MMANIRFAIR2 , 25-37 °C e M.5-10min , & P 340nm ALK 6AH
DAV AR AN AR , AR RV H U B B AR A A il b il 2 o
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— M E T ER IR G A LR RiZA T 2 SIS E
1 H S ABER R AR 3 7%

B GuE
(00011 AT I B G = I AT, F ARy — Plial 0 il i il 46 v BABOR
FIZ ) G SE I A A i H s B R A I %

BEEA

[0002]  if 5 HZNEER (Cholyglycine, CG) A& LI B 70 1 40 i N O A8 74, SR MR ER H 1Y
FEMA G2 — S5 RRMN AR -G Ay, IR A B et — RPIERE RBL,
AR AT AR, & B AR IR HE B ZE B R RV 3N+ 38 W, 6 B & AL
95 % JE R A [ Wy A% v TR UAC , 48 11 i Jk - T 80 PR OO 5 P 400 e 8 B0 A 5 AR A R A 1 i
T ERAE R B AE R TR IR BR AT AW, B IS HE L B N PR B B/ T 1% AR IEH 1S
BN S A1 JE I IR R & = ELA 1B W R A T A R R S, i E R R AR e A AR KT
1 B 40 52 45T, 40 B PR BN R 8 7 B, S50t v RELFR 5 S 1 v s AR T AR A, B R
TR O A R, T AR YA ML VR P EL PR 5 2 1 v, 0 T R R 5 = 38 vy o R bk, 00 I
HE TR 2 VAT 24 e Dy e % HE B 2 0 S5 0 2 Dy e ) U b 2 — o R T ALV JIE R 2 ol e
Ay 0% S PR RR ., e IR R U0 5 A3 A A B AU s e At B A A BN U AR - H IR R 2 2
JRERH ) FBEH 52—, HYE BN & 2580 , At BB R 40 M 43 A SO - AR o

[0003]  HZNEER & ARER 5 H S MR &5 A i I 45 & IR IR 2 — o LG H IR R B A ik il 52
A AR LEI o FAFELE A NARR CH 2R BR A5 S H 2B R ) RV 29 I IR 5 Y 25 A PR e e U
Ay RAFE VIR R (HE R 38 A H 2R ) Ak 2 HE R (IR AU HE R 1 HELER  RE R AU HEER )
CGH) 7+ 20C26H43N06 , Ho 7y 1 5465.5; Jg T/ TF o5 .

[0004]  H ZHHER 3% &1 A S e G g% HE R Y AR VT IR AR SE (Intrahepatic cholestasis of
pregnancy , [CP) [ BURFEAT o IEH GEARIF , B T 1 o Z2 R A (1) 39 &7, BRI TP WL 5k
77 5 BT R 304 1) 8 ZE 5K 7 B AL AT 2 0 A5 A xos MR B B B B it e A R i, 51 S AR
THASIFI R FE R AR o LRI, 3505 43 S 0% 0 L T - 2 B R B PT tH IR AR 3 PR i , A B R 1Y
SRR S A BV AR SR o 4 22 S /N L A e DRI B 4 L4 P A IR TR S AR AE AE
FE e 15 ESOIR R AE A1 JE AT A v R 3 AR, 35000 ot vp o IR R S 3 AR R R
FESFREIR, WM 27Ky Jede (B 28 I LS N B8 38 S 77 28 1 ) o SR X TCP 22 S fa] i
SR AT AR, 752 Y 22 15 AE PIT 9% 3 1 BT P v R o 7 4 L 4 ) 2 R g B 7 g 384 o A 7 L
AR BEAFIEEE R R S & bR, WA G ) LE W E i, R R E NI Ek .
20154 ICPI2YT $5 7 o B B L5 HA VT BR 7K - 5 A8 2 TCP g 3 1) SR A F R4 , MLy RV R 7K
S A SR B 2 IR ER o BE AR (20 L LAE TCPIZYT ¥R M ) 5 A By R Al H 2 i
& 51 Sy () S E 2

[0005] 7 fify PRt A I o375 H ZUNE R 7K 0 — AN S8 ) /8 o [ Py 7 SR A T ) ) s 1
T HRNBER AT TR « 3 G % 0052 w5 RO (R Ah /586 ) 5 =M /YRR - B 3414
Bt G955 o TRUSS G 05 N 5 75 B A T S e, ST TR PR G s i RO (CER 40 e L SAH /TR
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FH- BTG 24 75 B e B IR A, 2 DI IV H 2R R A I B 772 HAE & Ilm PR S5 38 =
i RS I o S AT e B Yk DN R AR v B H IR R U7 v S R A 2R R A i L
K5 R ) H 2N BRI N, HIEE SR I B, £E600nmsE K T RO FE R AR 4k, HAR
R E SRR HZIRRE & ER0EE , 58 B St i, (1 HA: A it — HIESE M
1 9% F5 A (Homogeneous Enzyme Immunoassay,HEIA) £ HT/NyF¥IKIMNE, & —
B TN AR R 5 YRR, Jsi B T “BUR MBTAE” & B A" PRl R 40 (1) 7
s FLA R IR P PR 8 SR R RS VR PR R S0 A s (R R R T & R SR A i A Ak
A3 HTAN, SEIAE AR v 18 = A E SN 5 A RS I e 1 e T B AR B e e ko
[0006] TR HCT , MLIE H (A I 47 A8 25 H 2 IR R AN A= Rt IE 1« H 2 IR R -5 A4 Tt IR i 45 A
AR ARALL , FH G % ShA75 3 B AH R A 2 A7 7R e 1 1 28 SOV, Rt H 2 IR iRtk = 5
AT R R A s e R B 45 o AR SR P T HUAR ) S ke M7 VA, 2 R AEAS SORONE , S 3UH
ZNARR I E A HETA -

EZRAE

[0007] 2 BH BT fift v R 45 A v AT T4 4 — ik 8 R 6 19 il & D732, BA SR FH i
R ST A1 JE o R R G I 757 5 AT i e B3R T S A AR ) i) A

[0008] %% BH BT fif ke B e A i) R FH DA N B TT Sk S «

[0009]  —Fisii) &, AR KFAIR2,

[0010] PP RIRL A « Tris—HCL (=32 H AR 2 S H 50 ) vl , DR R i, S H U
FR B , GOP (] % Wi —6-Tl IR ) 5

[0011] PP RIR2 A « Tris-HCL( =3 F AR 2 L H 5t ) R il , H 2 FR -G-6-PDAR XA
(UM S 25 RS A PR A \)) ,NADP (il 11 ) ,BSACZE LIS I &)

[0012] A M, — Rl & A FEFR

[0013] PR brAEIR y « HUOK B2 980ug/mLHZUEER , F N 25g/L BSA . 50mM =34 F i B
H 58 (Tr i s—HCL ) G2 P RA'E f Lk 5 8 1l 22 5 I T V9 o

[0014] A B, — A&, B 5 o da bt

[0015]  Ffpadk o4 oA« BOH ZUNE R EE (4297 % ) 1. 000mg A T-6 . 25mL = 3% FF JL 2 Ak
B 52 (Tris—HCL) 22 phyi50mM , pH6 . 8, N 5 5g /1. BSA ;s HZMEERIK & A 160ug/mL , 4K J H I i
FRNHTEEMLTE(E L 801 : 3285 %, BRI H 2B R ¥k 52 43 5l 9 201g /mLAN50g /mL o

[0016] B i — 41, PR FIRL S A : 1-10ug/mLAL AR T gGHiAA , 10-100ug /mL3 H 4
HE PR A4 T e 3044 , 50-5001g/mL G6P,0.01-0.5% Tween—20,0.3-10mM MgCI2,0.01-0.1%
NaNs, ¥ 7719 pH6 . 5-8. 0f#) Tri s—HCLZE MK ;

[0017]  FFAKFFIR2 & 0. 2-3U/mL H & E B -G6PDHAH B4 , 50-1000ug/mLNADP, 0. 1-1%
BSA, #5771 pH6 . 5-8. Off Tr i s—HCLZE MK -

[0018] Py i s VA FC Al ik 12 40 T « K A PR B3 [ S i gma 2y w) H 20 IR BR AW £6 (21297 %)
1.000mg ¥ fF T 12 . 5mL = %% FF FE 2k 9 452 (Tri s—HCL ) 28 1tk 50mM, pH6 . 8, N %55g/L BSA; H
FNAER MK A80ug /mL , 4R 5 B FH N 2 5g/L BSA, 50mM, = 2 FF 3 50 L B 58 (Tri s—HCL) 22 i
TRAE f5 L 5B 9 40ug /mL, 200g/mL | 10ug/mL\5ug/mL. 2. 5ug/mL.1.250g/mL.0.625ug/mL .
0.3125ug/mL.0.16ug/mLH10.08ug/mL2%
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(00191 Jfridh Joad e PR fl] 201 « K W PR B SE [ S gma 28 ) H &UE IR B2 (40297 %) 1.000mg
VEAET6. 25mL =3 A AL U I BE (Tri s—HCL) Ze i R50mM , pH6 . 8, N 75 5g/L BSA; H & NEIR
W 160ug/mL, 28 & i AR AR B S LT 8 1 SARTL - 3208, B H @R IR IR Z 7079 200

g/mLA150g /ml o
[0020] 401 1 AL Fook A BB 647 5 4 IR s 0 T Gt B 8
TR % bl TeGhiik .

[0021] Pk fo2f R B v b2 L eGhuiR 0 4E 1261 1gG2a. 1gG2b . 1gG3BY LgGAH (1) — Fis FTik
PUFTRIR 2 i F TeGHUAR B SF (ab) " 248 R P EBuik A B

[0022]  Frik i H 2B SR R b H ZUE R B o fE TeGhu iR i B 2UIHIR £ wilE TGt
k.

[0023] Pk H &AL B 5o R TgGHifk A 1gGl . 1gG2a. 1gG2b . 1gG3B gGAH (1) — Fis FTik
JUH AR Z vabE [gGHUA S (ab) " 25F St ik A B .

[0024] I il & , RBEAE T BB ER Bk LA S b H 2 B R B4 (1) 1l 2%

[0025] U/l B HUAA I il 2 ik R « R FH AR ER 19 -NHe 55 8 (1 9+ = (19 -COOH
ATABYIR s ) O L8 AR R S WA E R S 0% S 3EAT B3 /N BRBRR i, B e 3R A3 e S PR L
T RRLAA -

[0026]  Hirp, Ju 2Tl R BR. 5 B T oGAL 4y B U5 14k B0 S B TG fridds , P2 T IR 2 S P& 1o Gt
AR G5 22 D TeGaiAd

[0027]  EADER , A1EiR 5 FE 2 R R 1) BE/REE & 1:20-200, BA1: 100411
o

[0028] U H S HEERHUAA (¥ il £ 75 1A T « ) A B2 B 8 = 5 A< oy (1) -COOH 5 85 [ B £
TR R 1 B -NH2EAT AR 5 B FH I SR IRCA) G S5 D A B 038 DR JEA T 0% /N BR B
T, B A SR U H Z R B A

[0029]  Hiwpr, o H & M B R SRR oG i A S Y PR PR 5 B TG RY iids , I H &I IR 2 s f%
TgGHUAR N T i 2 iR 1eGhuig

[0030] L3R D ERA , HENARR S & 1 Bl 2 R BRI R /R EE J2 1 :20-200, BA1: 10084
o

[0031] il & ft H 2 B ER R 5 R T gGHUAAT , 4373 A H S IE B 1 A 1 0ng /mL I H 25 4
AR 5 SEOREL R  FEL TR G M 765 8 S M e A MEL R 27k JEL 12 24 i ot 2 IR i3 47 L B A
it , U BE A8 SR ML ZE <10 %6 [ s b £L o

[0032] ATl =% FF JL &L F 458 (Tris—HCL ) 22 M G6P . Tween—20 MgCl2, NaNs, B3
RFIRL

[0033] ] I . sl 407 = % R B S i PR 4 (T s—HCL ) 22 13 LNADP . H 42 IF i —G6PDHAS BE 47
BSARIAZ B FIR2 , B I AR

[0034] 7 FH % 7R e ST A Jo 1t OB 1 8 I 5 95 5 SR FH 28 0 s v 5 DA 350 Al
9 M V5 ARG, 56 R P ARl B i A4 J AT AR A op Rl R A7 A5 1) 2R R R 1 400, P
G PR B AT R R RS WU o B 2 18 P B A A B 1-10ug/mL , BASug /mL A AR
i

[0035] A& Iy v, 4RI T DR
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[0036] MRS FEMAE SR A, 25-37 C R BL3-5min, F AN IR, 25-37 C Jx N5~
10min , £ I 340nmAb W AR , AR P Ar v it 23R A5 WA it b H 2R BRI

[0037] LAl 77 v, b it 261 2 f S O H 2 B IR A S AR BUR 0. 25 % - L7
A& A B 22 PR BE R Ong /mL . 5ug/mL . 10ug/mL . 200g,/mL40ug/mL . 80ug /mL ) # Bk, LA
B TR A LT B G2 MR S O R R BT R AN [F IR FE I H 2R R A B 5 i RIR1 S
1B, 25-37°C R N5-10min, 8 5 IO IRAFIRZ , 25-37°C [ #5-10min , A Ml 340nm AL W DA
PAWR SCAE AN AR , AR RV H H N IR AR s A VR b il 2

[0038]  Hi TR 1 A EEARTT %, AR HA U T A AR -

[0039] Ak B S AR IR btk B A AR IR 2 5 I B2, AR s i H 2R BR o dds ke i 41
Ja M H 2 IR ER K 7325, A AR PEAR s I 2 R R () 5 e e

[0040]  E-—20 (1) ai , A%k B SR AR — sl oml &, R ARG, B8 5 AL 2R B oA 8 Pl 4
WA IR 2 5 I B, S8 Ja A3 H 2B B A4 A I A1 & it H 2B R 1K 77 V25 o & — Pt T e e
By B B 2 e R A ST I H R R A I v o (RIS, AR AR B R & O TR R H A
IR PR AR A T PR e e 1 B v PR B 22 e AR ) 1 6 V2% » I FH T 470 JRT L (R 8 ML T R 4
) SR H 2R ER A I

(00411 EEHE— B, A & B B S 43l B FH U NE R S R U Y —COOH 5 22 1 B 22 5%
IR 7 L -NH2 AT ARG R AR R 11 -NH2 5 88 () i 79— 19 —COOHRBEAT AR IEE s B2
%6 M) F X S AR R S B M Ve 0 e 2 SR EAT S 5 /NSRBI K e » B i 3R A e PR RO 470 H U PR
B o B2 b LA S A T R B S R B D B LA IR R e MR BT H IR R B e
W B % va B FUAA 5 B A R o v A B 22 vl B AR ] 4 RSO IS AR R & o S B AT S AH I8 S
g, 26 FHBA- T R o v g B 22 v B oA 45 A R AR v B A T B I , DA 3 PAT 2= JEL 52 11 T
PO S8 HE U ZUIE I 5 v R B 20 e A4 A A rp ) U R 15 &

[0042] A BH FH T 41 Je ot o - 220 1 1) 20 A B o 2 0 5 g v 1) 2 e T H U
e 5 A A IR R RS S

[0043]  SELAE AR , A K A & 800 T EARIAE « AR B Biradfa: U~ & if A H 2 18
BRI 7 VA AT AR AL A BT AR R AL B SRS kAT KA B sh ik 031 T v B A Fa il
AP R MR R N R P v AR PR A SR A AR R B D7 VA U R A0 . Tug/mLL

Bt &1 AR

[0044] B 1A HZANERRS & A FUM/B 2 KA BRI IOR =&
[0045] W2 /-t lR 5t 1 o A/ B 20 SR sl IR A D s i B
[0046] P& 34 H ZUE BRI 52 S M 1HE i 28

BARLEAR

[0047] SRy 7AW SR B2 AR T B BUIVERAE A B 19 5 203 & T B 7, T 145
A HARSLEA] 3 — D IR AR B .

[0048] At 9 4 A 1) ) 2, IR L L iFRIR 2.

[0049]  Hoopt, BPIRRXFRIRL 45 ¢ Ling/mLAT0 AR TR 5 7 A2 1 @G AR , 1 0mg/mLA70 H ZUNE R 4 Tk
T B o [ 3044, 50ug/mL G6P,0.01% Tween—20,0.3mM MgCI2,0.01%NaNs, ¥4 71 9pH6 . 511

7
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Tris—HCLZE M 5

[0050]  FlFid i IR2 & 47 : 0. 2U/mLH & IH AR -G6PDHAR IR Y , 50ug/mL. NADP,0. 1% BSA , ¥ 57
SpH6 . 5 Tris—HCLZE M »

[0051] 54, s & vl DA FE A L o 10 s AR R T DA AE B 70 S {8 A, AT o

[0052]  Pp sk b AR VA TG Lk FR A0 < K A PR B SE [ Sigma 2w H 2 I IR AN #h (21297 % )
1.000mg VA fiEET12.5mL =35 FF L L B b8 (Tri s—HCL) G2 1 50mM , pH6 . 8, N 55/ BSA; H
FNAFR W B 80ug/mL , S8 J5 HF FH A %58/ BSA,50mM, = ¥4 F L L 68 (Tri s—HCL) 2
WAERE L FBE ~40ng /mL . 200ng/mL . 10ug/mL.5ug/mL.2.5ug/mL+1.250ng/mL.0.6250g/mL .
0.3125ug/mL.0.16ug/mLA10.08ng/mL2%,

[0053]  [FIAE , 571 ] DA Tt o 10 4% ot ] DA AE 70 2 f A, AT
[0054] P i Buda s L i 0 < RS B RR BE E Sigma A w] H 2B B AN #h (41297 % )1.000mg
VA T°6 . 26mL =2 L H 8 (Tri s—HCL) 22 P 50mM, pHE . 8, N 15 5g/L BSA; H & NHFR
Wy 160ug/mL, 98 J5 H FAE B AT SIS 1R 1 : ST : 328 %, R H 2 IR BRI 52 3 7l Jy 20u
g/mLA150ng /ml o

[0055] s 5] 3 IR T HUrARBERERFUAA L0 H 2B R A 1 il 2% 51 o i ik ) 2 1 o
# RBERUE T PUAA R DR LA S H 2 B R HAR 1) il 2

[0056] o A=t g B A4 (v i &6 D7 V2 a0 R « R AR T 2 1 1) -NH2 5 85 (1 i 43+ | (1) -COOH
ATARIER s F M) X Se AR R Gy M1 oy % JR AT 0% /D BROBLE e s e SR 1 RE R PR Bt
AT R B A o Forp , B AR T R B v B g Gy SR R M B 3 B2 T GZY B, BT IR &2 v f&
TeGHUAR N Al 2 FibE TeGhulk . Fak PR, A H iR 55 82 1 B 22 3R i 2 IR 1) FBE /R L 2
1:20-200, BA1: 10059403 .

[0057] PP il = F2 FR R 2 AL R b (Tri s—HCL) 22 VR - H 23 IE IR -G -6 -PD AR IR A BRI 45 213k
FIRL, e Hll 7 A AR

[0058] i H S NHER PRI il 45 7721 N « A H &2 NE IR S8 K o i -COOH 5 &R 1 sk £
R IR 7 b B -NH2HEAT AR ; B R X S A A S W i S AT S /N B
T AR MR B H 2 IR SUAE  Horh, HUH 2 IE PR 5 v B TG A4 o Bt Y05 PP B e
TgGRYHLAA , L H ZNAER 2 v b [eGhu il A Sl 2 FilE TeGhufk . Bk DR, HE RS
A FEE TR IR BE /R L A& 1:20-200, BL1: 100N HEIE - fill 2 Pt H 2R 5 7 B eGPt
AT, 43 3 FHH ZUEER (1) AU 1 0wg /mL ) H 28 M5 22U RS 0 A0 IR L MR RS IR PR G It 4
PR A FEL R 24Tl L 24 it it SN PR A 7 oL BT A6 000 75 348, £ B A8 S IR 2R <10 % R 4k o
W fL o

[0059] P JEC il 47 = ¥4 PP L4 L AR 6% (Tris—HCL ) 2% w3k  NADPH . % 4 Bl —6 T 1% . BSAHI 15
FRFAIRS , BT il T VE AR

[0060] ) FH 124 771 6 S B A1 Ji T H 2 B 1) s I 7325 5 R FH 4 9% M s v, DA 3 AE B 4
P W e VR ARG, 56 R LA TR oA 3 TH A AR Hh R e A7 AE ) AR TR R () T4, - A H
ZNBRR PR AT H 2N BR Bk U o 0 AR R R BuAR 1) AR IR Z 2N 1-100g/mL, Abug /mL gL
i o

[0061] A5k , G D IR

[0062] Wik 5FIR1 543 AL S IR A 5 25-37 'C S M. 3-Bmin , H IR IR, 25-37 C [ N 5-

8
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10min, £ I 340nmAb MR A , AR P A vHE th 26 3R A4S ML T H 2 FRIK S

[0063]  F3lR#& I 5 v, AndE T 22 9 il 0N 5 H 2 AEER FH & R AR R0 25 % 2 L7
H 2 E B 22 MR A B R Ong /mL . 1. 250g/mL. 2. 50g/mL 10ug/mL . 201g /mL . 40ng /mL ) # B
T, LA B B 21 ML 78R 1 2P o 2 10 B BT IR AN TR vk B2 1 H 21 B A B v 5 3
FIRI GRS ,25-37°C I B5-10min, 2R G IR FIR2 , 25-37 C S 825-10min , £ ] 340nmAb 1.
JCAE , AWROGAE N AART , AR h H N R MR 2 A i AR b i A A v il 22

[0064]  BENTELHIR) il 45 T A %, IR .

[0065] 1.2 SufBIc il 24 (Can sl LA 27 )

[0066]  1.1HZAMR-EE FUHIY fil#

[0067]  FREX100mgH ZNA R (35 [ Sigma/y 7)) 5 10mg 4= ML F 25 3 (BSA) B ¥ &5
(KLH) B BR{E & A (OVA) B2 R M 2 8 (P E Roche 2 ) ) ¥ T pHT . 6, LOOmMIY) B 2 5 22 iy
W, FEBFEL5 8, BN 26mg /K i PERR — et R (iR f7 T A A, FIRE SRR
A 18073, B NEMT R (3 HIEE 71 K/N14KD) , BACEMr , £F6/NRF BRI L IR, 22
6-87K

[0068]  1.2HZNHERER I B IR B IE A0 2 248 5

[0069]  HW1. UBIBCHY H ZUIEER -8 A SR HpHT . 6, LOOmMIT) i PR 6 2% o VLA B 28 UK &2
<1mg/mL, 43 B A Y66 B v 2 3 K 210nm. 280nmiF W G B , ¥ R H A ST AR B, Y
HENARR : 85 20 LI, FN A%

[0070]  fHBRALZE =A210 X 69000/ Ass0 x 483

[0071]  1.3/FMPR -t 1 BRI il &

[0072]  FRHEX100mg2f-Tik 8 (35 [ Sigma A 7)) 5 10mg 2F ML (1 8 A B ¥ &5 1 B NS B2
(P5[E Roche 2y ] ) IE i T-pH7 . 6, LOOmMIF) i 8 Eh 22 piyl b, Z IR HE 1544, BN 125mg 7K
TETETR — 0 ok R (g T A ) , IR B CIR A HE180-240 4044, 28 NIEWT 8 (H H
W5+ K/NL4KD) , B4 C T, BR6 /NS il LR, BE4E6-8IK

[0073] 2. i H UE R 5 5el o TeGARY i 4k il 5% U7 v

[0074]  2.1ZWW)4 )%

[0075] DA bk DB . 1l a4 (1) H 2R IR -5 11 BB DA , LA H 2 IR B - if i 2 (1 o e , DA
100ug H Z AR5 1 BB A /IR / RN RIIR S 5 55 & 1 58 AR IR FNR 21, KR 2 i
S % Balb/ cHEPE /N, (5-6 J& WS , 74 T8 18-20g) , 55 11K 5 55 20K [AIBE 10—14K , DA BEK 7] b
TR LR, B 2-5 X H & MR- A BRI 5 5 &0 A a8 IRV R FLALTR &, (A% 1
JE 5 K FH R ok / 6 s v S S B 19 100w (100uLAR R H 2 B R -2 B i 2 B R B (UL 2 i
Jk RARIZE ) 5 LA ISR G098 1K, 3R Ja A Mt o

[0076] 2. 22%58 Jeq 40 M i) il &

[0077] 2z AR LM BB A 7 kBT o BUD TR 2 L 1 G0 /0N S FK B 4 5 SP 2,/ 0B B8 3 4 i 4%
AL 1:67E50 %6 PEG(MWA00-800) I 1 FH T Bl , Rt 248 L 510 70 1R 0k VR WAy — . Y e 2 — I
s e (HAT) 1L R 77 b (e Hyc Tone A 7)) , 737 °C 5 % CO2 S MURIVE B 56 11 T 35 9%, 2 )
J B R IR VW — g JE g (HT ) 55 55 5 (3 [ Hy cTone 3 7)) , 4k 82 /E37°C 15 % CO2 S ML FIVE
M IR FR ALK E 1 /3-11, BUEs 3% B IS GHAT B ke U i o

[0078] 2. 34 St vl b fL I e
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[0079]  FHELISAVETR &40 44 15 BH ML AL » F 50mMIKI % % S5 22 rh g Fs B - s IR e - 25 1 i)
B (L H Z BEZ-OVASHLIE ) 2 10ug/mL 5, BL1OORL/FLAL A e B f L4 Cad & 837 C
120min, H#50.05% Tween—20 ¥ B2 £5 2% #¥ (PBS) B Tr i s—HCLZZ M3k (PBS ) ¥E k34K H
10 % /N1 & =R iR B 30min, N 100RT 3R B 382 . 285 9% BiE TR = IR ) M60min , 4
0.05% Tween—20 ) T IR £5 22 PPy (PBS) B Tr i s—HCLZZ #% (PBS) WEi&k 3R, i J R I 1
200077 B (19 2EHT /N R TgG-HRP 28 ¥ [ ME60min , FH 570 . 05% Tween—20 1 T 15 £ 22 rH i (PBS)
B Tris—HCLZE MR (PBS) BRI 34, NN DY B IR 20 (TMB ) Ji 4 2t 0 %% o FL HE IR B I W £
RO NBAE , 75 A B AR 5 HZ R -8 O BB A S B 40 e ke fL , BoR A
A IR AR AT IR SulE 1% , BRI 28 A0 T AU MU T K 3G 5% R A7, Tl K .

[0080] 2. 4JiK [ il & Fzlifk,

[0081] B A& 52 43 B v PR U ) 22 S A I K85 3% S5 5 BLO. 5 X 10* ~5 X 10°4y/ H 2l
BT F0 . SmLFE A bE SORE A B BUR T-10 K Balb/c /N 1 JE IR , T-12 R A ML 22, UL
7K B0 i U 5 B - 250 %6 VAN IR BRAE DT IE (RAT B AR R AT o B 7KK F50 %6 1R R R PR
VLUE-1EFBRYTVE , B H50 % Ml AIAR BR #4213 ~rProteinA-Sepharose Fast FlowsfilZ
Mratifh, , & J5 FISDS-PAGER: MU 21 1 , 515 3190 % o A B 41| & 1 B H 2 IR B & A FUE Y
R e R SRR 5 H E MR- O BRI R R R4 A OB, 1 A5 A H 2 R -
B BB R AR R e RO

[0082] 3.3 H MR- A BRI 2 5ol LGk il & 7%

[0083] DL [ DB 14 1) H 2 ER— 25 1 BB IR, DL Lomg H 2 IR R 25 A BB A/
R/ RS ESEARKERNRS), DB 2R - 0 8 A O8Ik , %% T 2 s 5 )% 5
1-2JF LR, FELEE VR, RIS L JE G SR A B S sh ik S BR LR £980-1 2022 F , = i JEUE 27N, 4
"C10000rpmESL230min , 4 B AR L7 - [k I3 B A H 2R ER -5 1 BUE B (LA H 2R
FE-OVARDLIZ ) , 55 A0 JE M A Al A B 2 B BR 1 5 5 PR T g G B4k , £ i FH8 %6 SDS—PAGER: il
a5, TR 3190 % o3RG U5 Tk 2 i FE eGhiidk

[0084] ARG H ZNAERKIF (ab) " o et Pidh v B, Bl 44k 1) S IR PE 2 S b [eGhu ik
B pH 4. 51 50mMBE iR £k 22 phi b FHO . 1% (R &) 19 B & 1 B IRR TeGIIFe 3, 37
"C I RL1 27N 5 SR 5 £ Vi BEAS Y pHAE R85 50 T 5 PR AN B8 e A1/ BRCSPA RN/ B H 2 IR -2
1 BB 26 A ZAT 7T EA4LE (ab) ot v B SRR MR B H 2R BRI F (ab) ” o4 7
PR B

[0085] xS jita 9l il 24 K i H 2R R 2 ve B i e 5 H 2R IR K A5 e M 45 6 IOBE, T A
A HRNRRR-E O FUE B R A AR e N .

[0086] 4. JuA-TRaER IR vo i ToGAY HUAR il & U7 V%

[0087]  4.1Zh¥)% )%

[0088] DL Fik A1 . 21 & (1) A Td B — 25 1 BUR IR , LA AR T g — 1 W5 25 1 it , BA1oow
g AT TR - [ BRI/ IR/ R/INBR IR B S B 1) S At IR RVR &, J2 T 22 mvE i
Balb/cHEME /N (56 JE#Y , & H 18-20g) , #5 1Yk 54520k (A RE 10-14K , L R BRI FE TR , 7%
BE5IR, B 2-5 IR AR R - HE A TR B 5 25 B A 58 A4 IRV R R4 TR 23, 1R) B L iR
K/ RIS 100ng (100uLARFR) T2 B (1) 4+ TR - %2 SR M R AR ey (LA R i ik A e )
DL G2 19, 3K J 4 i m 4 o

10
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[0089] 4. 27%78 Jed 40 M i) il £

[0090] iz {3 K0 4 M i 5 05 V53R4T o B R 2 L 1 9 935 /0N Bl 40 JR 400 b 5 SP 2/ O B 9 41 o ¢
AL 1: 67550 % PEG(MW400-800) ¥ 7E F N Bl A, Bl -5 21 B 516 757K 3 24 — 2 AP MG e — ik fig
WA (HAT) e Pk 3R oh , 7E37°C 5 % CO2 M A AIE 46 18 R 15 3% , 2 J& Ja o ik 2 04— iy
fRmEE (HT) B 57 5 , 4k 824537 °C 5% CO2 LM AR 4 1F P 1557 A e B ALK 2 1/3-1/F, L
B35 LS WEAT PUAR R U % -

[0091] 4. 3%F M el LI %

[0092]  FHELISAVET 14044 15 BHMEFL » F 50mMIKI Bk % S5 22 h g v e - it e — 5 11 oA e
Yy (UL AT R -OVASHRIE ) 2 10ug/mL )i , BA1OOWL/FLADHE i Rk AL4 Cid /i B37°C 120min,
FHE70.05 % Tween—20 fit) Tk 2 £5 22 ik (PBS) B Tri s—HCLZE i (PBS) BRI 31K, FH10 % /M4
175 =R B 30min, H NN 100uT iR o858 BB IE M N 60min, H50.05%
Tween—20 1) i 2 £h 22 P (PBS) B Tr i s—HCLZZ M (PBS) B ik 34K, & Ja BN 1 : 200084 B
() £ 307N BR T gG—HRP 28 5 [ M60min , FH 270 . 05% Tween—20 [T 1% £ 42 ph ik (PBS) B Tris—
HCLZE MR (PBS ) e 34, N VY R JE I IR 24 (TMB) JE A7 ¥ € W0 5% o ML HE IO ) 8 W8 8 e ol 35
EAYE, A B 1 AR B 5 AT -t 1 SR R ) A IO ) A4 L e o L, R P A R s
VLT 3IR ST RE 014 , SRR 22 A SR A M B K357 R AT, Tl & K

[0093] 4. AJiAK ] il 2 Fzlifk,

[0094] W& 52 43 B v PR U I 2 A S A I K85 9% S5 5 BLO. 5 X 10*~5 X 10°4y/ H 22l
BT F0 . SmLFEAE BT BORA A RS BUR T-10 K Balb/c /N 1 I IR , T-12 R A ML &2, YU
7K B0 i U 5 B - 250 %6 VAN IR BRAE DT UE (RAT B AR R AT o B 7KK FH50 %6 1R FIR PR
VLUE—1EFBRYTVE , B HI50 % L AIAR BR #2 TE —rProteinA-Sepharose Fast FlowsfilZ
Wraidk, , i J5 P SDS-PAGERY W45 55 , 553 31190 % o A5 R 1 4 1 i A4 T R — 1 1 4B e
STk T RE PR R S A R - R 1 BB D) R A A PR A A ORE , T AN 5 AR AR R - E 1 o
A R A AR R T R L

[0095] 5. 9uA-TER -5 A BB Y 2 v b TeGhudd il & T ik

[0096] DL Fik B BR1. 1 & B AR R -2 ) BUAR IR » LA 10mg 2Tt 8 — 2 1 AR KA /i /
RESESMIKEFNRE, ZRIE T 2 m 5 9% . 51 -2 1R, E S50, (B BE LJE f5 %
F 43 B3 B ik  USCAR LR 29801202 F , Z IS E 27Nk, 4°C 10000 rpmES £ 30min , 43 E U AR
ML o b3k M3 AR R — 2 ) BB IR 55 A B A 20 A B A B R (1) 45 S ME T g G A
5 i 8% SDS-PAGEKG IZE /%, T 1K 2190 % o 3R AF P 1 2 vab TeGhuik.

[0097]  RERAGILATEFRWIF (ab) * ofF e bl i B, IR AR Sl it 2 v B 1g G4 i3
—3GAEpH 4. 5/ 50mMIEE B2 £h 22 pPgi FHO . 1 % (FiE L) I B B A B4 1 eGRIFC 3, 37°C
RS2/ 5 SR i 75 P BRAS P p HAEL (R 4% 0 T 5 P R 2 e A/ BRCSPA R/ B AT R — £ 11 o
IR E A ZAT TR 44 E (ab) " oA Fr B RIS R PR B B AR A BRE (ab) o5 S PR3 44
B

[0098] Ak jita 9 ] £ B B A= TR 22 v DA Re 5 4R R — 2 1) B IR R AR e e Ve 45 &
R, AN 5 HE AT R -85 1 AR AR AR AR RS e R

(00991 6. 343 AH Sy v U s L3 H ZUH IR & =

(01001 R F i 4 W -6 T IR I LI (G—6-PD) VA BEAT

11
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[0101] 6.1 FEAFILL A pk

[0102]  JXFFIRL: 10ug/mLyT AT IR 2 v TgGHiik (L5 (ab) ™ 28F R PEHLAK i BY) » 100ug/
mLPtH 2R A R 2 SR [eGHi iR (L & F (ab) ” 245 PR Bk BY) »500ug/mL G6P,0.5%
Tween—20,10mM MgCI2,0.1%NaNs, V& 71 pHS . O Tris—HCLZE MK ;

[0103]  3XFFIR2:3U/mLH Z JHER-GEPDHIB LY , 1000ug/mL. NADP, 1% BSA , &7 ApH8 . 0
Tris—HCLZE MK .

[0104]  Hr i VAL ] - K B AR EX 3L [ S1gma A &) H 2 HE R BN £ (A 97 % ) 1. 000mg ¥4 it T
12.5mL =2 B R Z L H B8 (Tris—HCL) & 50mM, pHE . 8, N 7 5g/LBSA s H ZUH BRI 2 980
ng/mL, SR 5B Y %5g/L BSA,50mM, =74 FF R A 058 (Tri s—HCL) 22 P fE A5 LL A A
40ng/mL+20ug/mL . 10ng/mL50g/mL.2.50g/mL 1. 250ug/mL.0.625ug/mL.0.3125ug/mL.0.16
ng/mLA10. 08ug/mLA% , HUIE 4 A i h £k .

[0105]  Jjuda i e 1] « K AR B 35 [ Sigma A &) H & E R ik (46297 % ) 1. 000mg & fik T
6. 256mL =2 AL UL H 5t (Tris—HCL) 2y 50mM, pHE . 8, N 15 5g/LBSA s HZ NHER WK &2 N
160ug/mL , %8 J& F A2 BRI 7B 1 L 8L : 327008 , B) H 2 IR BRI 52 43 7l 9 201g /mLA5
ug/mLo

[0106]1 6. 24 I+ 1%

[0107] e iR . fAy% W :37°C  AaMIEE:0.6cm

[0108] /8K :340nm A7 :U/ml N H : B

[0109]
2 HE(B) PRI (S) W5EE(T) iy
Bl R1 250pL 250uL 250uL 250uL
“iteK 8 L
PR 8 L.
B 8L
R 8 uL
5], 37CHEE 3-5 44,
Wlfl R2 50uL 50uL 50uL 50uL
A, 3T'CHEIR 30 F2, JRNL5 90h, UL IZEAA/min.

[0110]  6.3%45 JHfE -

[O111] o RS v ot R O BE T Z2 A (AR -AZS 1), B 57 B0 I B A (AR R P ) W Logi t-
Log% , A B 2 i T8 b IR Hh 2 (A1 3 ) o MR A A Hlt 2100 5 82 AR AU 52 B P Y] A
IR FHURN 5 JBL AT 3 A3 P M o MLV H IR 7 &

[o112] 7. U HZ MR- A FUB B4 SR

[0113] 7. 1T H & E RSN C

(01141 HZMEER R A 45 H 2O SR IR « i AU B IR L HELER RS AR #6  SEE IR A R

12
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MR AR ER L AR A R M B (b H7 T A a]) o Bl S HEER SR B8 T50.1%
Tween—80#) = F B L& B 45 (Tris—HCL) Z2 33 (100mM, pHS . 0) 1 , ¥ & 24 A340ug /mL .

CN 106226512 A

[0115] 7. 23 B 52 Bl o>

(01161 BUFIRL : Lug/mLAT AR R B0 50 TeGHUAA , 10ug/mLAT H 2B R /T 2 58 T f fu i
50ug/mL G6P,0.01% Tween—20,0.3mM MgCI2,0.01%NaN3, ¥4 7 9pH6. 5/ Tris—HCLZE nft
s

[0117] i FIR2:0. 2U/mL H ZH EZ-G6PDHAB XA , 50ug/mL. NADP,0. 1 %BSA, ¥ 7 ApH6 . 5

() Tr1s—HCLZE M -

[0118]  FRaE R BC il X5 HA PR B 3L H Sigma 2y w) H ZU BB AW EE (2E 5297 % ) 1. 000mg A fif T
12.5mL =2 B R Z L H BE (Tris—HCL) & 50mM, pHE . 8, N 7 5g/LBSA s H ZUH BRI 2 80
ug/mL, SR TH A £5g/L BSA,50mM, = ¥4 B FL & FE B 58 (Tri s—HCL) 22 i /R 5 LU A R
40ng/mL+20ug/mL 10ng/mL5ug/mL.2.50g/mL. 1. 250ug/mL.0.625ug/mL.0.31251g/mL.0.16
ng/mLAN0. 08ug/mL5%E , BUIE A it h £k .

[0119]  Jjuda i e 1) « K A AR B 35 [ Sigma A &) H & E Rk (46297 %) 1. 000mg & fik T
6. 25mL =% AR R G B 4 (Tris—HCL) 22 ki 50mM, pH6 . 8, 1N 2 5g/LBSA s H & IR EE W & Ky
160ug/mL , 98 J& F A2 BRI 75 1 L - 8RN : 327008 , B) H 2 IR BRI 52 43 7l 9 20mg /mL A5

ng/mL,
[0120] 7. 3450 %
[0121] e w28y JEE.37°C b t42:0.6cm
[0122] /B K :340nm  FAA7.U/mI [N 71 FFF
[0123]
2 HE(B) PRIEE(S) M E(T) Rk
Ut R1 250uL 250uL 250uL 250uL
“lifk oK 8 uL
bR 8 uL
FEA »
" 8 ul.
R
B A 8 ulL.
2L, 3TCHE 3-5 9%,
1T R2 50uL 50pL 50pL 50uL
WA, 3TCIEIR 3040, SRS 40eh, RHUROCEAA/min.
[0124] 7445 BLH5E -
[0125] {1 SR v S RO FE ) 2548 (AR -AZS 1) » ARG B N AR KR , TR N RS AR KR ,

NL2 1 SE AR RS HE i £, TN 5E 2 1 b 20 A S M RO I L, T2 MR RS B R B (40ug/

13
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i3

B B

11/11 1L

mL) EEAE 2 45 R IR L

[0126] %%1
[0127]
Mg 45 5 ‘
T WRE N 40ug/mL
o 4
H HH B2 100%
8 I S HHER BN 0.6%
it 45 HH R 4 0.4%
H & B E BB
4.0%
(GDCA)

[0128]
fiEER 0.3%
HEHE, FoaK 6.5%

(01291 DL B BoRAIHIR 1 AR e B 10 A i B R 3 SRR AR W R DG o AT A AR
NGARLIZ T figh s A AN 52 1348 St 51 FF) B A, B3 S e 87 R P 45 mh iR 9 A& T A
K JRER, AE AN B AR R B R MRS I B T » AR I A7 A5 P AR AL AN i, IX e AR
AN AR T N EESR ORI A IV B A o AR 5 B EESR OR3P TR b TR (0 B0R) B 5R A5 S

FHWFE

14
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patsnap

TRAFROE) —MiEFE, BHENHEFERFAZETERI /@B mH SRR RN 77 5%
DN (E)S CN106226512A N (E)BE 2016-12-14
HiES CN201610620346.0 HiEH 2016-07-29

FRIRBE (R FR)AGE) H#E
B (TR AE) B

HRREERNR)AGE) HHE

[FRIKEAA B

RAAN g

IPCH#E GO1N33/531 GO1N33/577 GO1N21/31
CPCH ¥ 5 GO1N21/31 GO1N33/531 GO1N33/577
RIEA(E) TEM

H A0 FF Sk CN106226512B

P48 ST Espacenet  SIPO

EI(EY)

EEBEAFF T —#iEHE , 8FE7R, #HR2 , FRAFIR1EE :
ERPEFERR(Tris-HCL) B R , MABERRGE , R HEBEBHRE ,
HEE-6-BiB(G6P) ; IR AFIR2ER | =RFEFEF S (Tris-HCL)
Zxik , HEAEM-G-6-PDIBEY , NADP , BSA, AEZHBERAT Tif
FEWFERZE , RHERFBERAAE, RESERRANSIE L.
Bt , AEABAF T FAZRN SIS E mH SEEA R 5
o ARPARBHAF BB TH , RURBESIX0.1ug/mL , FR
MR, RN ESHSNREETFERS
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