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& [INADP+/NADPH & 2iX T &P
[#2. GOS02F 4y3¢sE 24 ¥ (AN 24 4~ NADP', 24 /N NADPH) )

O TR e A% 7 T 110 0 o — L2 00 P B 2] 2 e o T A R A A 3 TR PR 38 THT T 8 s o
NADP* /NADPH AR A 2 A f AR SRS B E 2 bR E 2 —, T HAEEMY A At
AU B EEREIER .

ARG gt —Fh oy, P AR 5 v, S AR S MR U 2 ol S EURE & 1) NADP*
F1 NADPH, NADPH 7E 38 SN FH R 15 —Fh s 2 8505 (1) 32 €701 Js I A= s 38 £ 7K s P
7E 450nm AT, 75%] NADPH & . FIF 6-ff e w0 %) 5 it S B e 7 148 . NADP N
NADPH, MIfifzill NADP*¥ & .

—\ RIS LER AN F :

WA AR Firg TRAFER HiE
BEURA | WAR60mLx il | 4°CHRAF
P B Wik6omLx 1l | 4°CIRAF

WA — AR ULx 137 20°CR-AE FHHT 1. I mL &8 /K 5
it = Biflmgx<152 | 20CHRAF | R L ImLAE KGR
A= WAR30mLx i | 4°CHREAE

Ay EPE1.5mLx137 | 4CIRAE
PR EPEpgx13¢ | 220°CHRA7 | A EFrfcbaih, A 2%
=. FrEREMAS:
A AT ImL BEEE AL 642 lem). G30EOHL. TR . WHER.
VKRN ZE TR K
70, %BEFIINADP+/NADPH & &I :
BEWIERSLANERN 2 MEABTUNE, THRAMERFER, REIWRE, BRIE
HAFIKTRE!
BF NADP' #1 NADPH R i27E, B Z MM, REFEAMEFRIEITIRN.
1. A% (H1%52HH NADY NADH &0_E & AE RGN, W RERE):
@ A4 NADP R NADPH HI32EK:
NADPHIHEEN: HUZ) 0.1g A UKD FEFEATTEL 0.52), I ImL $2HUGE A, K0
B, AR R BP Ed HEREGR A #6552 ImL), HEFEART 95°CHFH Smin 5354
FEAT 60°CH# H 30min, HUHELEPVKH (BUBVKAE) Smins 12000rpm 4 °CESL> 10min;
HL 500l BIEWZHT EP &, BN VI ARFSERGE AT (AT s IR BGE B, A
PH £, FHi8FE V1) 12000rpm, 4°CE.C Smin, B EiEHRE Tk B4,
NADPHEJEZEN: HU£90.1gZH41 UK 78 R FEARPTHL0.5g), IIAImLIERGEB, KIHTES,
AR BIEPE H (HPRBUAB AT 2 1mL), FYFE A T95°CHF & Smin=ish ¥ 4 T60°C
5% & 30min, HUH JESZRIVKIE (BUBUKAR) Smins 12000rpm 4 °CE5.0»10min; HXS00uL _E i
WEHEPE H, FIIV2ARFI IR BGR FAT (Al 0 R IR B A, HEPHZA 1, Hig
FV2); 12000rpm, 4 °CESL>5min, HU_EiEHE Tk B A .
) Z0HERIR, AIMAREAREAERE, miBme) 0.2g %, ATHMJLMAEIEIEEA AR RIEARE.
@ ZHHuER4HE  NADPRI NADPH {328 :
NADPEOFREN: S I5CHE 40 i sl 40 v 31 2500 P - HXZ4 500 5 40 T s in N Tml $2 50K
A, UKIRTEE, A3 EP & (HIREUR A #5538 1mL), T 60°CHF & 30min, HX
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WS SLEIVKE (BUBVKAS ) Smin; 12000rpm 4°CES .0 10min; BX 500pL b i&W 2 B EP &
BV AR SR BGR AT Crl RIS IR UK B, HZ PH 4R e, HIEsR V1D
12000rpm, 4°CEL> Smin, U _EERE Tk EAR.
NADPH BUH2EN: oS 40 Mo i 4 3 30 25 00 8 P = X 500 5 40 B 54 i i 1mL $2 5L
W B, VKIGHEE, 2% 3 EP &b (H#IUK B 4h 5% 1mL), T 60°CH# & 30min, HX
HESLRIVKHE (BURUKAR) Sming 12000rpm 4 °CES 0 10min; B 500pL _biE K 23 EP &
o I V2 AR SRR R AT (R RIS IR A, AR PH 4R, HIER V2);
12000rpm 4 °CE 0> Smin, B _EiEE Tk AR,
[E): ZNEESK, ATMAMREMEE, INEE 1000 5%, ATHJLMEEERES RRSIEHHEARE.
® WAEHNADPFINADPHHIHREN :
NADPEY4REL: H(Z 0.1mL ik, I ImL $2EUK A, VKIBWEES, 4423 EP &
CHIEEGH A #h55 2] 1.1mL), T 95°CH# & Smin, HUH G ZRIVKIE (BUBPKAE) Smin;
12000rpm 4°CE5C» 10min; H 500uL _FiEW 250 BP &, Fn V1 AR R BGRH A (a]
SRR INEEEGR B, TAZE PH £ e, HIEE V1) 12000rpm4°C &0 Smin, HURiEE K
AR
NADPHAEJFREN: HXZJ0.1mLEMAR, IIANImLIEEGEB, VKIBwHE, S REPE T (H
FEHGEBANF 2 1. 1mL), T-95°CHE & Smin, HUH S ZRIVKE (BUBPKAR) Smin; 12000rpm
4 °CES010min; HLS00pL BiEH B HEPE 1, FINV2ARF R BGH AT Crf 23 A 4
BURA, WEPHZAFE, HiEFEV2): 12000rpm 4 °CE0>5min, B _EIEHE T UK LA .
GE): 20 EERIE, TMAREARIGER, i8S 0.5mL %, AHM/LMEERIBEAARSTRNHAR.
2. _EHLAEN:
(O " WA 30min PAE, MEERE 37°C, WK E 450nm, HEKIAE.
(2 £ ImL B3 b M 22 S R AR IR -

RAZFE (ul) e &
FEA 70
A — 20
A 20
WA= 560
37°CHEOLFE 10min
L | 30
WA, 3TCHMT, SLEPFE 450nm LI ERIEIH Al,

30min J5 FHIE A2, AA=A2-Al.

UE): BAA T/, ATMAHEAREMEERE W; SEmMERE VI (B 70 ZE 120pL, MKFI=HEEIED),
RIEKREASE (M: 60min HEK); MKEROALTEBRNHHAREHHH.
F. HBRITE:
1. brdEfRZER A0 y =2.9502x - 0.009: x /& NADPH JEE/Kfif (nmol), y & AA.
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1.2 -

y = 2.9502x-0.009
14 RZ= 0.9922
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2. NADP*& & T
(D) FEFEAEE BT 5
NADP* (nmol/g 5 )=[( A A+0.009)+2.9502]-(W+2xV ££+V3)
=9.68x(AA+0.009)x(0.5+V1)=W
(2)F% 4 ] B0 % B
NADP* (nmol/10* cell)=[(AA+0.009)+2.9502]+(500-2xV F£+V3)
=0.019%x(AA+0.009)%(0.5+V1)
)ik NADPY & & it 5
NADP*% & (nmol/mL)=[( A A+0.009)+2.9502]+(V #=2xV #+V3)
=96.85x(AA +0.009)x(0.5+V 1)
3. NADPH & & it5:
(D) FEREAEE BT 5
NADPH (nmol/g % 5 )=[(A A+0.009)+2.9502]-(W=2xV F£+V4)
=9.68x(AA+0.009)x(0.5+V2)=W
(2)F% 4 T B0 B % B
NADPH (nmol/10* cell)=[( A A+0.009)+2.9502]+(500+2xV ¥£+V4)
=0.019%x(AA+0.009)%(0.5+V2)
(3)WifE+ NADPH & &8it#.
NADPH 4 & (nmol/mL)=[(AA+0.009)+2.9502]+(V #+2xV ¥£+V4)
=96.85x( A A+0.009) x(0.5+V2)

V FE—— N R BEAR R R FEAAERL, 0.07mL; V - P BB FEA AR 0.1mL;
V3-—-NADP#EHUR AN : 0.5mL $2HUHK A+ VIimL $EG#E B= (0.5+V1) mL;
V4---NADPH $2BURAAF: 0.5mL $#2HUH B+ V2mL 28U A= (0.5+V2) mL;
W--FEARJT R, g 5004l 2%, 500 Jj;  NADPH 4 ¥ &---745.4;

B: FrdfE 2 AR AL

1 fl AR AE BER (lpmol/mL):  [mIFRAE S EP & HLIHIMA 0.6mL 717K (NADPH A
KEasE, B NADPH JEiE RAMEH . W R BRI 2R A EAR, 1R W] R 2 brifE
A T BEARD o

2 IERERRR R R AR RL B AR AE S 0, 1,2, 3,4, 5 nmol/mL. AT ARHE S2 PRk A Sk
TAREARAE IR

30 RIS E IR R, MLHE S SR T A v 2
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