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SVTLEs N C
Trimeresurus albolabris SVTLE RNA RT-PCR
pMDI8-T 777 bp 258
28.02 kD pl 6.07 3 NDT103 ~105 NNSI121 ~123  NRT251 ~253
SVTLEs 6 Cys31-162 CysS50-66 Cys98-256 Cys142-210 Cys174-189  Cys200-
225 His65 Aspll0  Ser204 SVTLESs
SVTLEs
Q785 A 1672-6693 2009 04-0038-05
' Snake venom thrombin-like
enzymes SVTLEs 1.2
1.2.1 RNA
ancrod batroxobin
? Itoh ° TaKaRa RNA
SVTLEs 1%
Pallabin *  Acutin > Mucroso- RNA
bin © Gussurobin © GPV-TL1 ~ GPV-TL2°® 1.2.2 RT-PCR cDNA 10 x One Step
T. albolabris SV- RNA PCR buffer 10 pL. MgCl, 20 mmol/L 20 pL
TLE chitribrisin SV- dNTP 10 pL 10 pmol/pL 2 pL
TLEs 10 pmol/pL. 2 pL RNase Inhibitor 40 U/puL
2 uL. AMV Reverse Transcriptase XL 5 U/pL 2 uL
AMV-Optimize Taq 5 U/pL 2 pL RNA 10 pL
1 RNase Free dH,0 40 pL 100 pL
1.1 RT-PCR RT-PCR 50 C
RNA 30 min 95 C 2 min 95 C 30 s
One Step RNA PCR AMV  DNA 60 °C 30s 72 C 45 s 30
Ligation Kit Mighty Mix  pMDI8-T vector Bgl Il 72 C 5 min 8 L
EcoR 1 TIANGEN DNA
JM109 30 pL
DNA 1.2.3 ¢DNA DNA pMDI8-T
TIANGEN vector
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Fig.1 Total RNA of Chinese green pit viper
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Fig.3 The PCR identification of pMD18-T/ chitribrisin
plasmid and the identification Bgl [l /EcoRI cleavage
of pMD18-T/ chitribrisin plasmid
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SVTLEs Fig.4 The ¢cDNA sequence and the deduced protein sequence
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Fig.5 Multiple-sequence alignment of chitribrisin to other snake venom thrombin-like serine proteases
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Cloning and Sequencing of the Thrombin-like Enzyme Gene from the Venom
Glands of Chinese Green Pit Viper Trimeresurus albolabris

SONG Xi-xun YU Xiao-dong LIN Yi-xin HE Qi-yi LI Heng

Chongqing Engineering Research Center of Bioactive Substance Chongqing Key Laboratory of Animal Biology
College of Life Sciences Chongqing Normal University Chongqing 400047 China

Abstract In order to get the SVTLE gene of Trimeresurus albolabris and analyze its sequence two primers are designed with reference
to the known conservative N and C-termiuns amino acid sequences of SVTLEs from other toxic snakes. Total RNA is isolated from ven-
om glands of T. albolabris as amplified by one step RT-PCR the product is purified and cloned into pMD18-T. The corresponding a-
mino acid sequence is got by screeneing positive clones and sequencing. The results show that the encoding gene of SVTLE gene of T.
albolabris is successfully cloned and apart from the primers the length of encoding ¢cDNA is 777 bp its deduced amino acid sequence
has 258 acid residues its molecular weight is about 28. 02 kD and its pl is 6. 02. Three possible sites of glycosylation are NDT103 ~
105 NNS121 ~123 and NRT251 ~253. With the comparative analysis of the known encoding gene of SVTLE from other snakes the
multiple alignments reveal that the SVTLE of T. albolabris had six disulfide bonds Cys31-162 Cys50-66 Cys98-256 Cys142-210

Cys174-189 and Cys200-225. It has three amino acid residues His65 Aspl10 and Ser204 at its catalytic active center. The molecu-
lar phylogenetic tree shows that some differences has occured at the primary structure among SVTLEs from toxic snakes which may
contribute to snkae taxonomy.

Key words Trimeresurus albolabris SVTLEs cloning sequence analysis



