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NADP/NADPH Ratio Fluorimetric Detection Assay Kit
(Red Fluorescence)
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50140-A NADP/NADPH Recycling Enzyme Mix 2 vials -20°C
50140-B NADPH Sensor Buffer 20 mLx1 -20°C
50140-C NADPH Standard 1 vial (167 pg) -20°C
50140-D NADPH Extraction Solution 10 mLx1 -20°C
50140-E NADP Extraction Solution 10 mLx1 -20°C
50140-F NADP/NADPH Control Solution 10 mLx1 -20°C
50140-G NADP/NADPH Lysis Buffer 10 mLx1 -20°C
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(O NADPH #3#E F 8% (1 mM): ¥ 200 uL PBS (pH 7.4) A\ NADPH Standard (C 2H43) 4% 1 mM NADPH #54E i BHE,
FART B FUK b, R TER53-20°C (RAF, #E 6 E .

@ NADPH B EEARHER(0-10 pM): #5990 uL PBS (pH 7.4)II A F] 10 uL NADH ##E R (1 mM)H #1145 10 uM NADPH FrifE

5 SRJE L 200 pL 1) 10 pM NADPH FifE#%H8 1: 3 (I LG PBS (pH 7.4)#i B il NADPH # JE A7 HE(3.33 uM, 1.11 uM, 0.37
uM, 0.123 uM, 0.041 pM, 0.014 pM).

(] : RS0 NADPH ARiECR AR, RAXICE)S 4 h WA .

3 NADP/NADPH M ¥i: 4 NADP/NADPH Recycling Enzyme Mix (#4073 A) " HA 10 mL NADPH Sensor Buffer (B
4oy, RE.

LY« AR T 125 JROKIRRII &, % AR08 BRI DL AT V% . NADP/NADPH [ MVIE il F VKA, TF BB R .

@ NADP/NADPH Lysis Buffer (214> G) : FIRIKE EEiR.

2 BEAHI&

2.1 4AMFEA: USEE 0.5-1x107 NI, T34 PBS %G/, JIA 100 uL NADP/NADPH Lysis Buffer (414> G) , 37°C i# & 15
min, 1500 rpm =3 20 5 min, &G,

2.2 HHYUFEA: BL20 mg HAFEA, T4 PBS iHYE/G, I 400 uL NADP/NADPH Lysis Buffer (414> G) , =iH51%, 2500
rpm FEIE B0 5-10 min, HEFER

2.3 4HEEFEA: 4°C 10,000 g 550> 15 min WEELNR, 4 107 MIE I | mL NADP/NADPH Lysis Buffer (205 G) , =iR0%
H 15 min, 2500 rpm E{REE 0> 5-10 min, B ER .

2.4 FHYIFEA: L 200 mg M, I 1 mL NADP/NADPH Lysis Buffer (414> G) , SiRAIH, 2500 rppm EIEE L 5-10 min,
1S SRTg al [

(EE) - BRI RREA, MR TR, AR AET-80°C, RMINTK B, (ERRIITG T i S M. A5 AT RIPA 247
Wi, Py RIPA ZH0e: THMAN . WSREA s NADPH Sk, 1R MREREA.

3wt

3.1 A, 1 96 LB AN 25 L () NADPH ARk ARRE A2 (% 1 (PBS).

Table 1. Layout of NADPH standards, Blank Control and test samples in a solid black 96-well microplate.

BL BL TS (Total) | TS (Total) | TS (NADPH) | TS (NADPH) | TS (NADP) | TS (NADP)
NSI | NSI
NS2 [ NS2
NS3 | NS3
NS4 | NS4
NS5 | NS5
NS6 | NS6
NS7 | NS7

NS=NADPH Standard, BL = Blank Control, TS (Total) = Test Sample treated withNADP/NADPH Control Solution , TS (NADPH) = test sample treated with
NADPH Extraction Solution, then neutralized by NADP Extraction, TS (NADP) = test sample treated with NADP Extraction Solution , then neutralized by

NADPH Extraction Solution
3.2 ¥ NADPH $2HL: FfFMEEA i 25 uL NADPH Extraction Solution (4 D) , =R E 10-15 min, FIIA 25 uL
NADP Extraction Solution (ZH4) E) Hifil,

3.3 % NADP $#2HC: [ ike A in A\ 25 uL NADP Extraction Solution(414} E), =i #% & 10-15 min, 1A 25 uL NADPH
Extraction Solution (#H4) D) i fl,

3.4 T 5 NADP Al NADPH: [a#:l#£A A 25 uL NADP/NADPH Control Solution (ZH4> F) , =& & 10-15 min,
T 25 uL NADP/NADPH Control Solution (Z04> F) .
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3.5 XT NADH r#Ei NS1-7: 1] NADPH Fr#EBH I 25 L NADP/NADPH Control Solution (414r F) , =i H 10-15
min, FJIA 25 pL NADP/NADPH Control Solution (ZH4) F)

Table 2 Reagent composition for each well

Well Reagent Treatment | Incubate at RT | Treatment | Total Volume
NS1-7 25 uL NADPH Standard (0-10 uyM NADPH) | 25 uL F 10-15 min 25uLF 75 uL
BL 25 uL PBS (pH 7.4) 25uLF 25uLF 75 pL
TS (Total) 25 uL Test sanmple 25uL F 25uLF 75 uL
TS (NADPH) | 25 uL Test sanmple 25uLD 25uLE 75 pL
TS (NADP) 25 uL Test sanmple 25uLE 25uLD 75 uL

3.6 FFLH A 75 uL NADP/NADPH MR CIREAAR 150 pL) , 215, SEBEMHE 15 min-2 he

3.7 FROCEEFRACT &5 Y2 E (Ex/Em = 540/590 nm); AT DL A €2iEH 96 Lk, 1 H BEFR{AE OD=576+5nm K T
B, HRBUERT RO

(] . SRIER NADPH (Z9KRE>100 uMD £ SEFOGIAE TR, Ky NADPH sensor #id FE4AL, A AER G4
B 5 Hr

1N ARREFLIRAF BT AE R o LA ARAE R BB R 221248, DR REEAC I, POLT St BEmt Al n,
] b A A iy AU R AR B O BB T SR R 25 25 AL SO o B . ARG, S 2 A v B A AR AT st 2 AT R

NADPH standard curve
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1 NADPH #xrifk i 2k
T 75 uL NADP/NADPH &N iR 86 & 30 min J&, 2EGEERR MR Pt i .
2 FEAH NADPH & &it % /A ®R: NADPH concentration = (B/V)xD. B AXEMRIEFR it 5 i M FE 4 o NADPH 5 &
(M), V AREMHRFEAMAFI(UL), D AR AR AL
3 FEAh A NADP Fl NADPH & & it /4 3: Total concentration = (B/V)xD. B AR F M b #1155 H 10 M BURE A o £ NADP
HINADPH & &#(uM), V ARRMAFEAAEI(L), D ARRMRFEAR RS
4 {{H & NADP fl NADPH # #J#% 2% NADPH kil % NADP )& .

p=i
H
N
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