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[JEFE . B T AERAIE R R N VR Ab, NAD 7EADP A% Rl FEAL S B v e 2 0 B
YER, FHHJE sirtuins (Y. 4§ | NADH) ZA7/E T390, . BEY A
i FRaifit . NAD Z 50 AR, BeRA . 40 DNA 25 5% 2 fp A4 3%
2, WHUARGRERE S BB . NADH fE4ERFAIARA K. AL AN RE AR DA%
ORI 7 T EEAEH . NAD(H) & & HINADH/NAD+HUAE 1) @S w] -1
PRERE AR AT TCA TEFFITRTS . B8 NAD(H) A2 NADH/NAD- AR 15 B 48 i W20 4
AERE, LTEEMIRE. b, NADH/NAD+ECAE -t nl $01 i 4 et fdg A1
TCA B,

JEEE 730 R A AR B2 U B2 HURE i NAD+#1 NADH, NADH i
PMS HIEEEAER, B REALREME (MTT) N HE, 7€ 570nm N AR G 1E ;
1T NAD+A]# B B A B4 )58 NADH,  i3F—20 R MTT I8yl it ok
{EAR AL B A 5 SA 4 B T NAD (H)F& & .

H&Mm:
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NAD+ #1 NADH FJ#REX:

1. 1§ (%) o NAD+AI NADH 42 ER:

(1) NAD+HWHEH: #MRIME GR) A (mL) = BRYEFREBUEAR (mL) K
1: 5~10 BJELB] CEBUZ) 0.1mL IS (%) , IO ImL BRYESREUED , 95°CK
Smin (F'5, PAFTIE/AKES) 5 VKA EI)E, 10000g 4°CES.Cy 10min;  HX 500uL
FIEWL RN 500uL B SEEGRAE 2 AT, YRS, 10000g 4°CES > 10min, HU |k
I, BUK BRI,

(2) NADH f32HL: #ZBIE G A (mL) « BRPESREGEAR (mL) A
1: 5~10 ELE] CEBURZ 0.1mL & GO, MM ImL BREEFREGED , 95°C/K¥H
Smin (F%, PAPTIE/KE0SS) 5 vkisHhA 1S, 10000g 4 °CES-C> 10min;  HY
500uL EIEW, B0 500uL ERPEFREGRAE 2 o, JRA], 10000g 4°CESC> 10min, HX
B, B UK AR,

2 NAD+#1 NADH FI$2HL:
R A R AT PR A
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(1) NAD+ 38 #RALURE () « BRERIUEAR (mL) A 1: 5~10
PILL] CGRBCIZ10.1g 2023, A ImL BRUESEEGED » UKIRHEE, 95°C/K¥ Smin
(F %, CAB1E/KrHR) 5 vk 1S, 10000g 4°CE Ly 10min; B 500ul |
B N 500uL Bt S BGR Al 2 AT, JRET, 10000g 4°CESCr 10min, HU 5,
BEUK FAE

(2) NADH [F#2H: #%RAELFE (g) « PRPERBORAR (mL) A 1: 5~10
PILEE] CEBNZ10.1g HZ3, A ImL BIESERGHRD , VKIRHES, 95°C/K¥ Smin
(F'5, PAB /K0S 5 vkt A 21)E, 10000g 4°CHE 0> 10min; B 500pL |
B, TIN 500uL BRPEFREGR A 2 HHF, V5T, 10000g 4°CES-C> 10min, B i,
BEUK AE

3. 40BN NAD+AT NADH (32 HL:

(1) NAD+ FUFEHL:  JeUSc R4t M s gn i 21 25088 N, 7 1Is,  # RAH  5idn fi
o (104 - BRPESRREGEMAA (mL) 4 500~1000: 1 FILLE] G 500 54
ERANMI NN ImL BRPEFRBGRD , PR 1min (UK, SREE 20968 200W, 7S
2s, 1% 1s) , 95°C/Kift Smin (5%, PAPTIE/AKHUR) 5 UKIEHA A, 10000g
4°CE.C> 10min; B S00puL _E3&ER, I\ S00uL HstEHEBORE 2 Hfl, ¥82), 10000g
4°CE5 0> 10min, B3, BIK AR

(2) NADH f32HL: SelSC R M aian g 2 2 08 W, 78 biE, & IRg sl
M (104« BREEIREGRAAR (mL) A 500~1000: 1 FILLE] (X 500 J54H
PRI ImL BPESRIGED , S IR Imin (KIS, 3R 20% 5 200W,
28, 4% 1s) , 95°C/K¥ Smin (%%, VAFTIE/KELAS) 5 oKithA 1S, 10000g
4°CE 0> 10min; HL 500uL _E3E W, I\ S00uL BR M2 BORE 2 A1, %), 10000g
4°CE0> 10min, HU B3, BUK EAR.

WE LB
1. 43 MBI 30min LA E, WFT#EK R 570nm, ZEIR/KIRZE.
2. fE1.5mL AR EEP & 4% T AR T F1 7

WAL | STERE (UL) | I E & (uL) NADEINADHFRHER (UL) | 25 E & (ul)

FEA 50 50

R A R A IR AT
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i fE 50
7K 50
RF-A 250 250 250 250
HA-B 75 75 75 75
R fl-C 75 75 75 75
R #1-D 75 75 75 75
RAE 35 35 35 35
B l-F 500 RAT, ZEiREEE E20min
R HF 500 500 500
MRS, B ESmin/g, 20000g,25°CHE L5min, 3F B, PUETIIA:
RA-G 1000 1000 1000 1000

VBE), 570nm FELh, SEUROGIE A AN E=AN EE-ANIEE, NADIREE I
IO NAA FRUET=AFRES 1-AZ % . NADHERHES 130 N A AFRHE2=A bR UE S 2-
ATHE. (FHE R HM1-210)

e X B BN
NAD+H1 NADH & B
(—) NAD+E &M,

1. I3E (%) 1 NAD+E R
NAD+& & (nmol/mL) =AA i€+ (AA Fr#E 1+C F5) xV $EEx2+V i
=25xAA ME+AA FRifE 1
2.1, AR NAD+S 21T
(D) AR EARETTH
NAD-+(nmol/mg prot) =AA Jll5E+ (AA A1 1+C k) xV HREU2+(V $#7EL
xCpr)= 2.5%AA M5E+AA Fr#E 1+ Cpr
(2) fabEAEE 5
NAD+Hnmol/g #H) = AA JI7E+ (AA BRAE 1-C F5) xV FZHI2+W=2.5xAA Il
E+AA PR 1+W
(3) HZ 2 T B4 M 5 P T

FiEH R R IR AR
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NAD+nmol/10* cell) =AA M+ (AA F5#E 1+C Fr) xV $£x2+500=0.005xAA
MTE+AA BRAE 1

(—) NADH & EMRiT5H:

1. 1% (%) 1 NADH & &Eit 5

NADH & & (nmol/mL) =A A JI5E + (AA FRUE2+-Chr) XV X2V i
TE=25X A A JIE + A A FrifE 2

2. M, B4 NADH & 2115

(D) $RFEAREARETTH

NADH (nmol/mg prot) = A A JE+ (AAMRHE2+-CAR) XV EIX2+(V i
HUX Cpr)y=2.5X A A ll5E + A AbRifE 2 <+ Cpr

(2) fabEAEEE 5

NADH (nmol/g #8) = A A JE+ (AABRHE2-ChR) XV I X2+W=2.5
X AAJIE+ AAFRHE2+W

(3) FZ 20T 4 M 25 P T H 5

NADH (nmol/10% cell) =A A JUE + (AAFRUHE2-CHR) XV HE X2+
500=0.005X A A Wl 5E + A A #5ifE 2

F: CH5: NAD 5 NADH FR#EER KA 1.25nmol/mL; V $2HL: I A$ZHL
WEAARR, 1mL; 2: $RBUSFES BIEEMREARE S VG SRS I g &
R, 0.1lmL; W: FEAFIE, g; Cpr: FEAEHEFPUKE, mg/mL; 500: 500 J7/4H
i
EEEI:

1. S0 RE RN 2 B AP BRI X ) X HEAE I 5E i5f)-A. B. C. D EJ&
Ty E i R F-FINE g ikF-A. By Cv D+ E JE 24U N 20min J5 B0 iR
#-F

2. AR OV R R R

3. TR —AMNIEE FER DI, A& 50 & ORIEN 24 > NAD+
5 NADH.

R A TR A A
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	1. 血清（浆）中 NAD+和 NADH 的提取：
	（1）NAD+的提取：按照血清（浆）体积（mL）：酸性提取液体积（mL）为 1：5~10 的比例（建
	（2）NADH 的提取：按照血清（浆）体积（mL）：碱性提取液体积（mL）为 1：5~10 的比例（
	2. 组织中 NAD+和 NADH 的提取：
	（1）NAD+ 的提取：按照组织质量（g）：酸性提取液体积（mL）为 1：5~10 的比例（建议取约
	（2）NADH 的提取：按照组织质量（g）：碱性提取液体积（mL）为 1：5~10 的比例（建议取约
	3. 细胞或细菌中 NAD+和 NADH 的提取：
	（1）NAD+ 的提取：先收集细胞或细菌到离心管内，弃上清，按照细菌或细胞数量（104 个）：酸性提
	（2）NADH 的提取：先收集细胞或细菌到离心管内，弃上清，按照细菌或细胞数量（104个）：碱性提取
	测定步骤：
	1. 分光光度计预热 30min 以上，调节波长至 570nm，蒸馏水调零。
	2. 在1.5mL 棕色EP 管中按下表依次加入下列试剂：

