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Typing 6 common sandflies species from endemic areas
of leishmaniasis in China by PCR-RFLP method
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ABSTRACT : A PCR-RFLP method typing the prevalent sandflies from leishmaniasis endemic areas in China was estab-
lished in our study. We designed a pair of universal primer for 6 species of sandflies. Species-specific differences encountered in
the nucleotide sequences of the COI gene were used to design a PCR-RFLP assay for the identification of Phlebotomus chinensis ,
Phlebotomus longiductus » Phlebotomus alexandri, Phlebotomus wui, Sergentomyia koloshanensis and Sergentomyia squa-
mirostris. The specific patterns were developed by double digesting amplified COI gene with Taql and Pstl. The PCR-RFLP
assay based on COI gene diversity to distinguish 6 species of sandflies was found to be highly specific, sensitive and simple.
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Tab.1 Information of restriction digested cutting sites
i U0 v Bk B2 A B AR
i Taql BEYIT BEGLS Pscl BEYI I B - } N
Length of restriction No. bands
Sandflies Tagl position of PstI position of
. . ) ) ) digested fragments observed in 2% (wt: vol)
species cutting sites cutting sites
bp agarose gel
rrAE s 90, 264, 332, 516, 616 NO 68, 90, 100, 104, 174, 184 2 bands of 100 and 184 bp
KEH® 90, 264, 516, 616 NO 90, 100, 104, 174, 252 3 bands of 100, 174 and 252 bp
RE AR NO NO 720 1 band of 720 bp
W KA 90, 264, 616 NO 90, 104, 174, 352 3 bands of 104, 174 and 352 bp
WARILEI 90, 264, 616 555 61, 90, 104, 174, 291 3 bands of 104, 174 and 291 bp
i W =) % 90, 516 NO 90, 204, 426 3 bands of 90, 204 and 426 bp
M N 1 2 3 4 5 6 7 8 9 10 11 12 13 14 N

0

0

0

0

0

0
1 PCR-RFLP ZRPE#E BRIk & R

Fig. 1 PCR-RFLP results of agarose gel electrophoresis

M. DNA Marker |l ; N: DNA Marker I; 1-2: Ph. chinensis; 3-4: Ph. longiductus; 5-6: Ph. wui; 7-8: Ph. alexan-

dri; 9-10: S. koloshanensis; 11-12; S.

squamirostris; 13-14. Negative control (ddH,O).

R2 WMEFLETERES PCR-RFLP FEMFMEEERILER
Tab.2 Identification result of sandflies species by morphologic method and PCR-RFLP assay
FF5 B R % B PCR %5

Serial no. Morphological identification Nos. identified PCR identification

1 =L (4%.35%) 39 iR IR

2 KEARK (1%.20%) 21 RKEH®

3 EAMEL (4%.198) 23 RILF%

4 N IPNSES a$.1%) R HNIIPNEES

5 UK WL A% @) 2 PR LA

6 % 5% ) % (5%.7%) 12 850w 1%

et Ho, 1962) 0. falo/IN ] 0 S i IV b oy HF 24 45 o
AR A JE RS B AR DT A R L 0%
FRAIE 5T
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Fofr o (L P 55 PSR O0L 22 ) 43 A 5 4 0 P O LR
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BT B A S N N AR A T 22 ] ) B8 25 B i e T B
(R R eSO . 7E iy & A 4 I R B SR R i 48
N 58 AH W AFAE 2 H T IR L B i — 2 [R] b 34

R 7L T IG5 9 B 1 T T L o PRI T T S U R
e NI A B i i g

Wl i 01| P8 A X 7 ST N R A 2 R
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W1/ T X=XV b fih g 51 SR HHBEIE S
o7 5 B E AR e e L 5 B Bl R AR B
W Y, JRAR G rh A8 e £ B I A R D 4
FEBZE AL R . W IEZE 2T 1983 AR Rt ik &
B N I E W B A ( Phlebotomus sichuanen-
sis)U 2R REYEAE A SR B S N A SR A AR
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wary %2 F BELL 18S rRNA 3 Sk #3E H , % J1]
PCR-RFLP J5 12 i 2y %00 1 8 55 v & Wil X 9
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