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Abstract Objective: To identify Poecilobdella manillensis from other Hirudos through DNA barcoding method
and specific primers. Methods: COI sequences of Poecilobdella manillensis were amplified with polymerase
chain reaction(PCR), through the method of Neighbour Joining to draw the spectral of clustering analysis tree
using the software of MEGA 6.06, primers were designed by using the software of Primer Premier 5 based on
the coding gene sequence of bufudin, the best one was screened from 8 designed primers through the PCR and
agarose gel electrophoresis(AGE) experiment, and the optimum annealing temperature of specific primers was
determine. Results: The Neighbour Joining clustering analysis of COI sequences can effectively distinguish the 9

lots of Poecilobdella manillensis among the 20 samples for this study, the PCR and AGE experiments confirmed
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primers-7 as the best primer, and the optimum annealing temperature was 49°C. Conlusions: Through the DNA

Barcoding study on the COI sequence Poecilobdella manillensis was identified from the 20 lots of samples, the

specific PCR and AGE experiment on primers-7 can effectively identify Poecilobdella manillensis from other

Hirudos, which can provide the reference basis for molecular biology identification techniques of Poecilobdella

manillensis and the identification of other traditional medicines.
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FRIATR . A FEMR M u R A5, 25 P22 WU
SrETRKER | JEREEA . FEFEEBY; Bt
ZHh, AR A L AR A TSRS,
PLsEZ Y LR A BRI . I
YA B R R ETE ERT EETEE
BEAEE o AR I I 2 B S A B MR R 4
SHegEm AR AT, A s e, B
PERIMY, B e, ik AR
CREIE RN AR . SEER . AEFIPLERILL
S FAEYEFARCTOR, it 2B R A4 i 2L
JE T AR, RV R B, A BiR
OB, JCH N = g AR B R g,

A T20134E K FE4 R B ( A T
ibibRafE ) P, TTPRE FIA X A2 B
Wl sk TAEA IR, HEZh T IEAR 1R 256 bR vfE L i
PR SRR AR R FRIE AR AT B WLARGE Y, RSP 4
M AEAE AR AR R AR FR, SCIRE IR A 18
FAL G B A R K 0 S A i R AR g S H
B X IR, XA IR R R G E L,
HAG, X TEEA- 02 a0y S50y ik 3 200 1 AR
T RSB IR N — RN A HL Tk S
LI i A2 VR

DNAZIEA 216 FIFRE AT DN A J Boxt P gt
TR . vERG A s %2 AP, Paul Hebert
BN AL AR G R Y i S p K
AR COUF S DNAZTE S5 L IR IE, A
WSS XF R A8 2R A St 7 1 T T — X R IR )

V@O i iR CEUTICALA

Poecilobdella manillensis; polymerase chain reaction(PCR); cytochrome oxidase subunit I (CO1);
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DNeasy Blood & Tissue Kitd K2 #2075 & 817
DNAJZH .
2.2

PCRJZ WK ZR20 wL: 2 x Taq Master MixZ& i
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RS, hizBE AP S g LR P
51°9X72786.1: ATGTTCTCTCTCAAGTTGTTCGTT
GTCTTCCTGGCTGTTTGCATCTGCGTGTC TCAAGC
AGTGAGCTACACTGATTGTACGGAATCAGGTCAG
AATTATTGTCTATGCGTGGGAAGTAATGTCTGCGG
TGAAGGAAAAAATTGTCAACTGAGCAGTTCTGGA
AATCAGTGCGTCCATGGGGAAGGTACTCCGAAGC
CTAAGAGCCAGACTGAAGGCGATTTCGAAGAAAT
CCCAGATGAAGATATATTGAATTAA; A4S
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2
Bk BN 1975 (5'-3") BIL/EN 15 (5'-3")

TCATCTGGGATTTCTTCG TCTTCATCTGGGATTTCTT
5191 5195

GTTGTCTTCCTGGCTGTT GTTGTCTTCCTGGCTGTT

TCATCTGGGATTTCTTCG TCTTCATCTGGGATTTCTT
519 2 516

TGTCTTCCTGGCTGTTTG TGTCTTCCTGGCTGTTTG

CATTACTTCCCACGCATA TCTGGCTCTTAGGCTTCG
514 3 51497

GTTGTCTTCCTGGCTGTT GTTGTCTTCCTGGCTGTT

CATTACTTCCCACGCATA TCTGGCTCTTAGGCTTCG
519 4 519 8

TGTCTTCCTGGCTGTTTG TGTCTTCCTGGCTGTTTG
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XA L 8%F 51 4 73 5l 2E AT PCR ™3 F0EE i 1R
iR I A T, R A U R e DR T 45
SR, 0 e REE A A AR o AT 4 S R DY HL
ARG, EARE RSP IF ST
51%7: 1) 5'-TCTGGCTCTTAGGCTTCG-3'; 2)
5'-GTTGTCTTCCTGGCTGTT-3'
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FrsrEy 18, BROANEE S I COTFFI 7E Genbank |- i7F
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