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Coenzyme | NAD*/NADH Content Kit

Sl NAD+ NADH S 2iRF&iHAEH

5 : GOSOIF | Hik: bk | M. 24 Ff
(FTH 24 4~ NAD*HI 24 4~ NADH)

R A A% 7 R 1 0 5 — L A 4011 B B A 2R T e T A AR A A s s R 25 T THL PO AP 0 4
NAD+ZFEEMR (EMP) FI=REEEH (TCA) MEESZK, H NAD+/NADH H1EH)
AT H T PPN BERE MR AN TCA 1E3AR585S, 10 BAE AR & APt S A AR b B
HEEREER.

AR B PR —Fh (5 , PR A Iy v, PR AL S M B B 0 B SR BURE & TR ) NAD+
F1 NADH, NADH TEiSMNEH T 5 —Fhs R B A 7 I AR o B /K v 1 P 9%
7E 450nm R, 5% NADH & & . F 28 i S8 5050 i NAD+ ) NADH, MIiii
K NAD+5 .
=\ RFIELE R FEDE
I FHAE PRATELR &VE
PRBORA AR 60mLx 1l 4°CIRAF
PGB AR 60mLx 1l 4°CIRAF
A — AR UL>13Z -20°CIRAT FH AP 1. 6mLZE 8K 35 e 45 P
B AL TR EENER, BUHIOULE

1771 - WAAULX13C | 20°CHRAF e
WA= TAAR30mLx i | 4°CIRAT

B WAR1LSmLx13Z | 4°CRAE

PR EPEugx13% -20°CARAT LR, T ERZR

= FrERIEEFI A

A YEREE T ImL BEELEI O6R lem). GREOHL. PR RS THk.
VKRNZELRIK o

MO, #HESINAD+ NADH & 205E :
EMUE SN BNAR 2 MEAMFUNE, THRAMERER, AELRRE, #EeXi
HEAMIKFLRE!
HF NAD' #1 NADH RARE, BHMEMR, REEAMEFRETEN.
1. HAHIZE (BI&5EMEY NAD/ NADH #0 &R ERIREN, URMER) :
O #HH NADF NADH HI3EK
NAD'RYIREN: HLZ) 0.1g LR UK 7R FEARTTEL0.5¢), M ImL 325G A, KIBHFEE,
SRR B EP B HIREUHR A #8558 ImL), AHYIFEAT 95°CHE E Smin SshFEA
T 60°CH# & 30min, HUH G LEPUKH (BEUKAE) Smins 12000rpm 4 °CE Ly 10min; Y

500ul B EH EP &, N VI ARF SRR A Cal kG 2 BUE B, A& PH
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2k, FERE VD: 12000rpm, 4°CE5L Smin, B EIERE TUK EARI.

NADHEY$REN: HL£0.1gHZ UKy 78 FEATTHL0.5g), MIAImLIZHUIEB, VKT E,
SRS BIEPE i (HERBUGRBAN % 2 1mL), HY)FE AR F95°CHE & SminSBh ¥k 4 160°C
I 5 30min, B G L EIVKIE (BUEUKAR) Smins 12000rpm 4 °C5 0 10min; HU500uL | i
WEFEPEH, HINV2ARFFSREGR A (AT RIS IR A, W R PHZH M, FHid

FV2); 12000rpm, 4 °CEjLr5min, HU_Ei5 0 E Tk A,
)] ENEERR, TMAHEARES, NEmME 0.2¢ %, AH/IMEEERFEESRRLRNELS.
@ ZHARERAE S NAD N NADH HI$HREL

NADRYBEEN : e 5 20 M 4 B 2125 08 - B2 500 7 40 B B4 RN 1ml $2HOK A,
KIS, AxEfEE R B BP B (F4REGE A #8552 ImL), F 60°CH## & 30min, HUHE
SEEPUKIE (BUBVKFE) Smin; 12000rpm 4°C 5.0y 10min; HL 500uL _Ei& ¥ 2558 EP &+,
PN VT ARFR SO ORI CRT 23 RS I 50 B, 11 28 PH 29 1%, #9238 V1D; 12000rpm,
4°CE0 Smin, B HIHWE TUK A

NADH B8R EN: R 4r M sl 4r B8 2 208 N . IXZ) 500 /5 40T 2R B A 1mL $2B0HK
B, VKIWIEE, il 3 EP &9 (FHIRBOR B #M5% ImL), T 60°CH#¥ & 30min, HXi
Je SEEPUKIS (BBOKA ) Smin; 12000rpm 4 °C .0y 10min; BX S00uL _iE & ¥ EP &,
TN V2 AR 3R BOR oA CRT 3 RS IR IO A, 1 22 PH Z5H i, 1838 V2); 12000rpm
4 °CE0 Smin, HUEJEE T UK BRI

GEY: 20 AR, ATARAIFERE, MIBE 1000 5%, AHULMEEEESARZRNHASR.,
® WAEFNADHINADHHHRE:

NAD'RY$REN: M%) 0.1mL A% EP i, BN ImL f2H0K A CHIZHUK A #h5% 21
1.ImL), T 95°CH## & Smin, HUH J5 37 BIUK¥A (BURUKFS ) Smins 12000rpm 4 °C 5.0 10min;
B S00pL BV HT EP &k, N V1 AFRERBGE AT (AT R IR AU B, A%
PH Z3 %, FHiE83% V1): 12000rpm, 4°CE 0> Smin, B 3SR E Tok B4 .
NADHAJERER: X0 1mL & ZEPE 1, BN ImLA2HGEB CH S IBURBFM 5 #1.1mL),
T°95°CH & 5Smin, HUHESZRIVKH (BURPKFE) Smin; 12000rpm 4 °CE0»10min; HX500pL
FIEREEPE N, FINV2EE SRR R CRJ A O IR EURA, P EPHEA i,

FHiBFEV2): 12000rpm 4 °CE.0r5min, HETERE Tk LA,
) 20 HBERIR, TTMAMKREME, M8 E 0.5mL %, ATHM/LMEERIRES IR TRMHAR.
2. EHLAE:

(A WA EEE A 30min VA F, I8 EE 37°C, HTK 2 450nm, 20K

A
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(FE ImL B3 Ll € A 2 RAK IR A -

WAL (ul) e &

FEA 70
R — 35
A= 35
= 530

37°CHEEIFH 10min
WA Y | 30
AT, 37°CHAETR, SLRITE 450nm b I EROG(E A1,

30min 5 HIE A2, AA=A2-Al,

AR AREREERTRXSHENEARRN, SLWFM4IRIESSIRMERRSEEHA;
FEXTHRIARBIEAR, RARAKIFIREERMICEN.

£\ gﬁ%}d—%—
1. brdEfIZE: y=1.7682x-0.0018: x /& NADH EE/RfFifE (nmol), y /EAA.

0.75 -

y=1.7682x-0.0018
0.6 1 R?= 0.9906

0.45 4
0.3 4

0.15 4

o

0 01 02 03 04
FRERZ R EE
AR AEMZKRIERNERS, BAESEREIENMIEURABE SRR H.

2. NAD*& = M5 :
(DIRFEAEF 5
NAD* (nmol/g 5 )=[(AA+0.0018)+1.7682]+(W+2xV ¥£+V3)
=16.16x(AA+0.0018)x(0.5+V1)+W
()% 4H R B % B
NAD" (nmol/10* cell)=[(AA+0.0018)+1.7682]+(500-2xV ££+V3)
=0.032x(AA+0.0018)x(0.5+V1)
Q)fE NAD S Bt
NAD*E & (nmol/mL)=[(AA+0.0018)+1.7682]+(V 2%V ££+V3)
=161.6x(AA+0.0018)x(0.5+V1)
3. NADH & &MHH:
(DFEFEAREEE T 5
NADH (nmol/g #£5)=[(AA+0.0018)+1.7682]+(W-2xV F£+V4)
=16.16x(AA+0.0018)x(0.5+V2)+W
()44 4 P B2 i %5 P U R
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NADH (nmol/10* cell)=[(AA+0.0018)+1.7682]+(500+2xV F:=+V4)
=0.032x(AA+0.0018)x(0.5+V?2)
()Wl NADH & & 115
NADH & & (nmol/mL)=[(AA+0.0018)+1.7682]+(V #=+2xV F£+V4)
=161.6x(AA+0.0018)x(0.5+V?2)

V BE—- M R NAR R EEAARL, 0.07mL; VAT BORAFEAAR: 0.1mL;
V3---NAD PR AR : 0.5mL $2EGE A+ VIimL #2HUE B=(0.5+V1)mL;
V4---NADH #EHURAARF:  0.5mL $2HGH B+ V2mL $25UH A=(0.5+V2)mL;
W-—-FERJ R, g5 500---ZAHMuEA B 24, 500 775 NADH 2 FfE---663.4;
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