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Tab 1 Samples wsed in the present study
Sample Locality Number Condition Material Code
Snake gallbladder Fuzhou , Fujian 2 Dried Me mbrane of gallbladder, bile Fl-y, F2-y
Fl-z, F2-z
Snake gallbladder Wuxi, Jiangsu 2 Dried Me mbrane of gallbladder, bile Wi-y, W2-y
Wl-z, W2-z
Snake gallbladder Suzhou , Jiangsu 2 Immersed in white spirit Me mbrane of gallbladder, bile Sl-y, S2-y
Sl-z, S2-z
Zaocys dhumnades Qimen, Anhui 1 Frozen Muscle W-j
Elaphe schrenckii Lianyungang , Jiangsu 1 Frozen Muscle , bile Zj, Zz
Duck gallbladder Nanjing , Jiangsu 1 Fresh Me mbrane of gallbladder, bile Yy, Yz
, 1710 3 mol*L"' NaAc 2.1
DNA, -207C 2 h,12 000
r* min~ ' 20 min, 70 % 2, 1 DNA 12S rRNA
TE DNA ,4 C W2-z DNA
R DNA. W2-z PCR
DNA o, ( 2A), DNA
2.2 PCR 400 bp 1 ,
12S rRNA L1091 DNA
( 5- AAAAAGCTTCAAACTGGGATTAGATACCC DNA
CACTAT3) HI1478(5-TGACTGCAGAGGGTG
ACGGGCGGTGTGT-3') , ,
10 pmol*L'1 . DNA PCR ,
PCR 30 yL, 10 mmol*L™" Tris ) )
HCl pH 8.0,50 mmol* L™" KC1,0.1 % TritonX100 , 400 bp DNA ( 2A).
1.5 mmol*L™" MgCl,,2.0 mmol*L™' dNTPs, DNA  DNA
L1091 \H1478 10 pmol*L"',1 U Tag ( ) PCR :

DNA 100- 150 ng. PTCG 200
( MJ Research Inc.) ,95°C 4
min, 95°C 40 s ,58C 30 s ,72°C 1
min , 35 ,72°C 5 min .
PCR DNA
4 pul, 1.0% )
EB , DGS-7600 ( UVvP,
Inc.) N .
2.3 PCR 1
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(Zj,%z) , 1.0%
( ) .
PCR BigDye " ( PE Applied

Biosystems)  ABI 310 (PE )
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Fig 1

Agarose gel electrophoresis

of DNA

extracted from crude snake gallbladder, fresh duck

gallbladder and frozen snake muscle

Lane 1 - 11: Wj, Wl-y, Wl-z, W2y, W2z,

Fl-y, Fl-z, Sl-y, Sl-z, Y-y, Y-z, respectively ;
M: DNA size marker, A DNA-EcoRI, HindIII

digested
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Fig 2 Agarose gel electrophoresis of PCR amplifications of 12S rRNA gene fragment from te mplate DNA

(A) and purified te mplate DNA ( B)

Lane 1 - 11 : The codes were the same as described in Fig 1 ; N: Negative control. M: DNA size marker, DL

2 000 . The sample codes were shown in Tab 1
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IDENTIFICATION OF CHINESE CRUDE DRUG SNAKE
GALLBLADDER BY DNA MOLECULAR MARKER

LIU Xiang-hua, WANG Yrquan, LIU Zhong-quan, TONG Zong-zhong , ZHOU Katya

( Institute of Genetic Resources , Nanjing Normal University, Nan]'ing 210097 , China)

ABSTRACT: AIM

It is difficult to identify the Chinese crude drug snake gallbladder accurately by

morphological and microscopical characteristics or che mical components only . In order to solve the problem, the

technique based on DNA molecular marker was introduced into the authentication of snake gallbladder.
METHODS DNA templates were extracted from the me mbrane or the bile of snake gallbladder, and also from
the muscle of the original animal Elaphe schrenckii . About 400 bp DNA fragments of 128 rRNA gene were
amplified from the te mplates and sequenced subsequently . RESULTS Enough amounts of DNA te mplates could

be extracted from a bit of membrane or bile of snake gallbladder. The sequence of amplicons from the
me mbrane , bile and muscle of the same individual were identical completely. CONCLUSION The technique of
DNA molecular marker could be used for the authentication of snake gallbladder and bile . The results indicate
that the technique could be used for the identification of crude drugs from other animal secretion. DNA sequence

analysis also de monstrated that the origins of commercial snake gallbladder were complicated and more efficient

quality control was necessary for supervising the crude drug in the market .
KEY WORDS: snake gallbladder; membrane of gallbladder; bile ; PCR amplification ; DNA sequence





