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Cloning, Expression and Characterization of Recombinant
Melamine Deaminase in E. coli

TU Zhui"?, XU Yang "?, JIYarwei"?, TAO Yong’
(1. State Key Laboratory of Food Science and T echnology, Nanchang University, Nanchang 330047, China; 2.
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Abstract: The melamine deaminase gene MDA with optimized codon usage was obtained from
vector pUCS5FMDA, and subcloned into the expression vector 6HisT-pRSET generating
recombinant expression vector 6HisT-pRSET-MDA. The recombinant strain BI-MDA was
generated after 6HisT-pRSET-M DA was transformed into E. coli BL21 ( DE3). Expression of
BI-M DA was analyzed by SDS PAGE and the activity of recombinant enzyme was determined by
indophenol blue spectrophotometric method.
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Tab. 1 Procedure for melamine deaminase determination

DH5 BL21 ( DE3),
6HisT-pRSET

[2-3]

pUCS57-MDA: /BL 20 20 0
T4 DNA Taq /UL 20
DNA /uL, 250 270
T aKaRa ;
IPTG : BBI : JHL 20
0X0ID : 37 C, 15 min
’ : / mL LO 1.0 10 1.0
/BL 250
12 /mL 1.0 10 10 1.0
121 #%%
1) LB . NaCl 1 0 o/ dL, 1.0 g ! ’
dL, 0.5g¢/dL, 10mol/I. NaOH pH 37°C 20 min, 630 nm
7.0,121 C 20 min ’
2) LBA : (100 Bg/mL.) ;
LB X (Hg), :
122 &4k _DNA (Hg /(min * mL)) = (X Hg /15min) % (1/
DNA 0.02mL) =X/03
(4] LBA (U):1 mL 37 C
LBA ) 1 min 1 Hg 1
2 EIRZXR
BL21( DE3)
123 HFREKBRMEGRRT & LBA 21
4 mL. LBA Ndel BamHI
,37 C 250 r/ min 12 h; 1 % pUCST-MDA,

50 mL LBA , 1 424 bp ,
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Fig. 4 SDS PAGE analysis of MDA expression in E coli
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