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NAD ##& (NAD kinase, NADK) RFIZi%AFH

MRSk 100 E/48 #

OB ERNERTSLE 2-3 MIEAE SR ARFER ST E

MEEN :

NADK (EC2.7.123) J IZAFETZW. fY. WAEm B =g, 2 H a0 AT A I A2 i g M —Be g
{1k NAD+iER 1L A B NADP+IIREE, W {46 NAD(H)LA ATP s TEHL 2 FEBFER [poly(P)]1E At Bk JE it A 4 17
BERR AL B, A% NADP(H). (K, NAD #lF7E & % NADP(H) LA & 875 NAD(H)5 NADP(H) T R
HEEEM.

MRE FRTE
NADK 1#4t NAD BRI, 42pk NADP*; NADPRI# 6% 2 7 %) % il B 14 i 9 NADPH;  7£ 340 nm T
W %E NADPH 4 m# =, 7T it NADK i& MK/

mEEMEENR .
AR ECFETH AR . MK . BB 0Nl TR . GO A TR /96 FLAR A Z&TREK .

IR L R FNECH -

PR WA 100 mLx1 i, 4°CIRTF;
W5 WK 10 mLx1 i, 4°CLRAE;
R e WAk 25 mLx1 i, 4CHRTTE;
RAN=: WX, -20 ‘CHRTES
WA Br7x1 i, -20°CHRATs

RN ERNES:
1. 405 4HPRECALURE S I 45

A IR SN B B S O N, B0 I RIS R B RS (100 ¢ 3R
BORARFN (mL) 24 500~1000: 1 FILGET CGEC 500 J340F sRANALIIAN ImL $REGHE D, 1 i il e 0 B sl 4
ML (UK, ThE 20%8k 200W, 7 3s, [AIFF 10s, 30 ¥X); 8000g 4°C .0 10min, M FiF, ByK L
Rrill

M HRALRE (g) « FERARMmMLYA 1: 5~10 FILLF GRIGRENZ 0.1g 2L, A 1mL #
B, #EATUKIBSIE . 8000g 4°C#50 10min, HX i, BIK AN,
2. ME CGRO FEf: BEREAI.

MELER:

1. A6 e T sl B R TR 30min LA b, 5K % 340nm, ZHKIHE.

2. BRI — AR = 37°C (FLEh) 8L 25°C (HEMAD K 15min LA F

3. LAEW T mlcl: A=A SmL R —, 7mRARH: FATRARA 58 5-200C /17, 2%
ALV il
TAER TR RGP Ao 18mL k77—, FeoriR AR AR SE R4 28 J5-20°C LR A7, 2%
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bR 5 Rl
4. ek
AN A FR(UL) & L xof B
A 20 20
TR T 80
RA— 80

MRS, 37°C UHFLEIY) B8 25°C CHAEMM) JKIB 15min, S7EDE
2min (B, BiibKsMES) IKIBAED, 10000g, 25°CESLr 10min, HX L&

LiEW 40 40

TAEH I 160 160

INFERFANRES), ZIEE 15min, 340nm FIEROGME, AA=A MIE-A X,

NADK 7EM TR
a. AMERELEII ERTHEARD T
1. & (%) NADK i HHIHE:
BALIE S B mL fE G B8R R | nmol ) NADP 5& SN —ANEE 71 54407
NADK (nmol/min/mL) =[AAXV &+ (exd) x10°]+V FE+T=53.59xAA
2. MY A NADK W& )i 5
(D) AR AR5
BN E S B mg HSUE (RSB0 2E B 1 nmol NADP & SN — /MG 71 B AT .
NADK (nmol/min /mg prot) =[AAxV R+ (exd) x109]+(V #xCpr) +T=53.59xAA+Cpr
(2) ¥EREAREEE T
BRI E X B g B4 AR 1 nmol NADP 5E SUN—ANERE J1 841 .
NADK (nmol/min /g #£#E) =[AAXV K&+ (exd) x109]+(Wx V FE+V i) +T=53.59xAA+W
(3) 240 b BN B 25 P 15
FAAZIRE S B 1 5N B B 4H AR 3B A AR 1 nmol NADP & SCH—ANBIE 77 B pir .
NADK (nmol/min /104 cell) =[AAXV [+ (gxd) x109]+(500xV FE+V FEE) +T=0.107xAA
V& RNARREAEF, 13104 L; e: NADPH BRI FEL, 6.22x10° L/ mol /om; d: ML,
lem; VA MAFEARER, 0.02mL; VAES: IASREBAAR, 1mL; T: KSEFE, 15min; Cpr: #F
AEERIKE, mgmL; W: FEARRE, g 500 4HEBAIMSE, 500 /7.

b. F 96 FLIRME M AR T
1. & (%) NADK i HHIHE:
BALHE X B mL ML GED B8 E R 1 nmol 9 NADP & SCA—/NME I /1 507 .
NADK (nmol/min/mL) =[AAXV &+ (exd) x10°]+V FE+T=107.18xAA
2. A Y B4 NADK 3% /7 5
(1) AR EIREE A
BALRE X A mg AL 8584 L 1 nmol NADP 5& SUN—MEgE ) Ay,
NADK (nmol/min /mg prot) =[AAxV R+ (exd) x10°]+(V ££xCpr) +T=107.18xAA+Cpr
(2) FPEARBEE I
BRTHIE X B g AR B AE B 1 nmol NADP 5E SCA—/NBEHE 11 8407 .
NADK (nmol/min /g £ ) =[AAXV K&+ (exd) x109]+(Wx V FE+V FEE) +T=107.18xAA=W
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(3) Fo4m A S s B T 5

SLIRSE e B 1 /SR B AR AR 43 B0 AR AR 1 nmol NADP & SUA— MBS 71 B pir .

NADK (nmol/min /10% cell) =[AAXV [+ (exd) x109]+(500xV Ff+V FEE) +T=0.214xAA

V RE: RNARREER, 1x104L; e: NADPH BE/RIHEREL, 6.22x10° L/ mol /em; d: 96 FLIR 42,
lem; VA MAFEARAEFR, 0.02mL; VAEES: IASREUAR, 1mL; T: KBEFE, 15min; Cpr: #F
AEARKE, mg/mL; W: FEARE, g 500: 4 si4iiessl, 500 /5.




