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Table 1 Primer used in the study and its sequence

Primer Sequence(5'-3") RECs
FDH-FP AAACATATGAAGATCGTTTTAGTCTT Ndel
FDH-RP AAAGAATTCTTATTTCTTATCGTGTTTACCGT EcoR 1

LeuDH-FP  AAACCATGGAAGGAGATATACATATGACATTAGAAATCTTCGAA Neol
LeuDH-RP  AAAGTCGACTTAGCG ACG GCTAATAATAT Sall

RECs: Restriction enzyme cutting site
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5 28 3k AR ) ) AL BRI 2844 pET-22b ( + ) i 4%, ek
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I 15 5 J2 00 4 B B v AR T Lem I, RS w2
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1.8 NADH W3¢ il £ 4 &l &

HBCHE, A 1. 2ml 41 i 2400 T, PR % B TR DL
30% W R #HE , 55 15 5s, 3 5min, 120001/ min &[>
15min B _F 7 100l B T 26 96 fLk b, 783 &t
340nm, I 460nm 1) S5 I S A it I RO BE

2 GRSt

2.1 EBYIETE R I3RS B BRAL
PCR ¥ 143k 1% FDH  LeuDH, Z: i V] | vi B 5% 1k
R U) S UE WA R . sl 1,
bp M HE Gk XTH M X H Bk X B AR M bp

FDH LeuDH

1 EBidERE B # Bt E

Fig.1 Graph of digestion verification target plasmids

FDH-LeuDH

2.2 HEREMH.FUEKIE LeuDH BHFM

=W EENBR S 4 ,4- " W2 -F IR BB T -
B , 7 LeuDH A FITR , 73 BI80E RO RS v-H
SAENEE R T ARUER v-H B2 ST AR A By 3
b, PRI, P02 2 B S B v, B R s o it A5 PR
X RS EIR L y-F R e et R — A A, T
WO CAR RS T - 6 7 e 8 R, A J J2 5] P 4 i
JELE y-HIEAE e IR . W2 R AT 4 5 (18] 2b)
AT 4 = P D R PR A D AL R s T TR )
4,4~ FHRE2 - SE RN A R e AT T HIOE B R T RS
RIR I LR - 7 e 58 A R AE AR (18] 2a) 5 K

SIS ZE IR LeuDH HAT 15 4
mER RW ok WER KD ok

*®
_ T .
(a) (b)

E2 HEREHERE LeuDH jF%

Fig.2 Identify active of LeuDH using thin

layer chromatography
(a) Substrate: 4, 4-dimethyl-2-oxopentanoic acid sodium

(b) Substrate; trimethyl pyruvic acid
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Fig.3 Identify active of LeuDH using mass spectrum
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Fig.4 Absorbance of NADH
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Fig.5 Absorbance of NADH
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An Efficient and Economic Method for Detecting the Activity of
NADH Dependent Enzyme

XIAO Li-xia'?  SHI Ming-lei’
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SHEN VVen—long2
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Abstract Objective: To establish a NADH depending enzyme activity detection method. Methods; FDH

and LeuDH were co-expressed in E. coli and appropriate substrate was added; the FDH activity was measured by

NH,; production and the LeuDH activity measured by TLC analysis, which were also detected by measuring the
NADH absorbance. The results from both methods were compared. Results: Both NH; production and the NADH
absorbance detection proved FDH activity; at the same time, tertiary leucine production and the NADH

absorbance detection proved LeuDH activity. Conclusion: The detection of NADH absorbance changes could be

employed in measuring the absorbance of NADH.

Key words FDH NADH NAD® LeuDH



