JOURNAL OF LIAONING UNIVERSITY

Natural Sciences Edition

48 12021 Vol.48 No.1 2021
DNA
1 2 3 4 4% 5
(1. 118000 2. 116000; 3. 118300;
4. 118000; 5. 110026)
DNA
DNA 12S rRNA
DNA PCR . NCBI  Blast
5 DNA  12S tRNA
98. 84% . DNA
: DNA
© R927,S863;0Q 7 T A : 1000-5846( 2021) 01-0046-07

DOI:10.16197/j.cnki.Inunse.2021.01.006

Research on the Species Identification of Rhinoceros Horn in Bezoar
Angong pill of Korea based on DNA Bar-coding Technique
WANG Dian+u' QI Xin® LI Changszheng’ LIU Hong-wei' MA Li-dan”" YANG Xi-guo’

(1. Eastern Liaoning University Dandong 118000 China; 2. Technical Center of Dalian Customs
Dalian 116000 China; 3. Dadonggang Customs Donggang 118300 China;4. Dandong Customs
Dandong 118000 China; 5. Liaoning Tongzheng Testing Co. Ltd Shenyang 110026 China)

Abstract: Objective To establish the rhinoceros horn in Bezoar Angong pill of Korea
authenticity methods based on DNA bar-coding technique it will help to combat illegal trade and
protect rare and endangered wild animals. Methods Use the case involved Bezoar Angong pill of
Korea as materials according to the characteristics of material used for the digestion treatment the
kit for extraction of nucleic acid from animal genome in market was used to extract the total DNA

then the Genomic DNA was amplified and sequenced by using 12S rRNA universal primers of
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DNA bar-code fragment. Results The similarity alignment and analysis of sequences with NCBI in
Blast and then the phylogenetic tree was built. The results show that the obtained sequences from
Bezoar Angong pill of Korea show 98.84% consistent with partial mitochrondrial DNA 125 rRNA
gene of Synceruscaffer. So it is made from Buffalo Horn instead of the endangered species Rhino
Horn. Conclusion The species of rhinoceros horn medicinal materials could be accurate determined
by using DNA bar-coding technique of molecular biology. It can be used to identify the
authenticity of rhinoceros horn medicinal materials offer reliable technical support for law

enforcement agencies and regulate the domestic and port rhinoceros Horn products market.
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DNA 12S rRNA DNA PCR .
1
1.1
13
1.2
1.2.1 DNA
DNA
500 mg 50 mL 5 mL (2% CTAB.100 mmolL Tris.1.4 mol/L
NaCl.20 mmol /L EDTA .pHS.0) 55 C 65 C
2 h. Qiagen DNeasy Blood & Tissue Kit DNA.
1.2.2 PCR
12S rRNA L1091/ H1478 * PCR
1
1 PCR
(5°-3)
L1091 AAAAAGCTTCAAACTGGGATTAGATACCCCACTAT
H1478 TGACTGCAGAGGGTGACGGGCGGTGTGT
1.2.3 PCR
50pL PCR :5 uL 10 x Ex Taq buffer( Mg”* plus) 4 pL dNTP Mixture( 2.5 mmol/

L) 0.25 wLTaKaRa Ex Taq(5 U/pL) 1 wL L1091(10 mol/L) 1 wL HI478(10 mol/L) 2 pL
DNA  ddH,0 50 pL.

PCR 198 C 10 s 55 C 30s 72 C 60 s 40 172 C 10 min.
1.2.4 PCR

PCR PCR 1% DL2000 maker
1.2.5 PCR

ABI 3500 . PCR
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DNA Star
23
Biotechnology Information NCBI) * Blast
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2.1 PCR
125 rRNA
1 3 . 13

500 bp.450 bp 500 bp

( DNA Star Inc) Seq Man

( National Center of

13 5 (C3~CH)
L1091/ H1478 N DNA
M - - B-1B-2M
M A-1A-2A-3A-4A-5A-6A-TA-8 - M
2000bp
1000bp
500bp 450bpEA
\J“"""“_"""‘ U so0bp 250bp ’
' . . - 100bp
“M” :DNADL2000 Maker; “-” :25 9%} Hg; “M” :DNADL2000 Maker; “-” :25 HXt
“A-17 ~ “A-8” BARYHETEY B “B-1” ~ “B-2” m*ﬁ%ﬁw"%ﬁ&
1 PCR 2 PCR
M C-1C-2C-3C4C-5C-6C-7 - - M
| W< 500bpZE
“M” :DNADL2000 Maker; “-” :25 A%} &
“c-1” ~ “C-7" %ﬁf#ﬁ%‘éﬁ}m#ﬁ?"%ﬁ&
3 PCR
2.2
NCBI Blast
5 2. (A1 ~AB)
( Ceratotherium simum) DNA 125 rRNA
100. 00% ( Diceros bicornis)
12S rRNA 96. 25% NCBI
4

12S rRNA

DNA
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( £ Y07726.1) 12S rRNA (
: FJ608807. 1) 12S rRNA 16
128
rRNA 96.25% ; (B-
1.B2) ( Capra hircus) DNA  12S rRNA
99.51%; (C3~CH) ( Syncerus caffer)
DNA  12S rRNA 98.84% .
12s rRNA
12S rRNA DNA
N . 5 DNA
12S rRNA 98%
2 12S rRNA
E
0.0 100.00% FJ608805. 1 ( Ceratotherium simum)
0.0 100.00% Y07726. 1 ( Ceratotherium simum)
0.0 99.50% FJ608806. 1 ( Ceratotherium simum)
0.0 99.50% X86942. 1 ( Ceratotherium simum)
0.0 96.25% FJ608807. 1 ( Dicerosbicornis)
0.0 99.51% MK234706. 1 ( Capra hircus)
0.0 99.51% MH229952. 1 ( Capra hircus)
0.0 99.51% LR025741.1 ( Capra hircus)
0.0 99.51% L.5992662. 1 ( Capra hircus)
0.0 99.51% 1.5992661. 1 ( Capra hircus)
Se-125 98.84% JQ235547. 1 ( Syncerus caffer)
Se-125 98.84% JQ235546. 1 ( Syncerus caffer)
S5e-125 98.84% JQ235545. 1 ( Syncerus caffer)
S5e-125 98.84% JQ235544. 1 ( Syncerus caffer)
S5e-125 98.84% JQ235543. 1 ( Syncerus caffer)
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