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Tab. 1 Mosquito samples used for DNA extraction
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Tab. 3 Primers and amplification conditions used for PCR
519 £ B 519 15 5 P B/ bp A EEPUN
CP12(IE i) :5'-GTGGATCCAGT-
0 , 95 C WM 5 min:95 “CAEHE 40 s,
. CGTGTTGCTTGATAGTGCAG-3 10 S5 CIRA 10 5,72 CHEM 1 mims 35 Krpyarineki 4 A%
CP15(Z i) :5'-GTGAATTCTTGGTC- 0 o E S e Rrzywinsyd
ol MG ;72 “CHEH 6 min
CGTGTTTCAAGACGGG-3
D3a(iE ) :5'-GACC-
‘ ’ , 95 CHEHE 5 min:95 CASHE 40 s,
CGTCTTGAAACACG-GA-3 o ) _ .
D3 o 335~367 55 CiEk 40 5,72 CIEAH 1 min.35 Chen %5 A%
D3bUR ) :5'-TCGGAAGGAACCAG- . ) )
/ ANEFF ;72 CHEfH 6 min
CTAC-TA-3
ITS2ACIE 1) :5'-TGTGAACTG-
, 95 CHiZE4 5 min; 95 “CZEMk 40 s,
CAGGACA-CAT-3 - _ .
1TS2 , ) 512 55 CiB k 40 5,72 ‘C #E{f 1 min, 35 Beebe 2 A7
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COIT o . L 685 55 ‘CiB K 40 5,72 ‘CIEMH 1 min,35 Chen %A
LYSUR ) :5'-ACTTGCTTTCAGT- . . )

. ' AEH ;72 CHEMf 6 min
CATCT-AATG-3
2ERSSM

2.1 EEH DNA 2R R XEMNE

XN 9 IR AR B B S B R 1 L R 4 DNA 19 3 f e 3 RN 4 B AT A . B DNA 42 Hc 2,
T W R G VL K B ARG I T v G I ) 455 L 0O Nanodrop #i DNA Y A260/A280 {8 K R FEM A, % 4 R,
M 2015 4R AE R FEA PR ECEI A DNA FEdh A260/A280 fH K ZAMFE 1.5~1.9 Z[a], Bi Bl DNA 40 B 45 & 5 i A
2011 AFH1 2012 4F R AE M FEA AN-3 Al AN-4 82 ICH) /) 1 i DNA £ 5L A260/A280 WA 435 LA 1. 02 Fi
1. 23, W] DNA i EE8I . AR 4 3B 7T LUFE Y, R AS (18 ORAF AF BR DR A7 J7 20X FR AS i 42 3 1) DNA it 2 7k

B
F4 NBERANERIAOEEZADNAWEIIRAEERRERE
Tab. 4 The UV absorbance values and mass concentrations of genomic DNAs extracted from single mosquito leg
REA B A260/A280 R/ (ng » pL D) FEA g 5 A260/A280 R/ (ng » pL D)

AD-1 1.71 35.8 AN-2 1. 37 44,1
AD-2 1. 46 40. 2 AN-3 1. 02 69. 7
CX-1 1.78 56. 3 AN-4 1.23 32.5
CX-2 1. 65 50. 6 AR-1 1. 98 78.5
AN-1 1. 80 46. 2
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Fig. 1 The agarose gel electrphoresis of amplification products of 5 genomic loci
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A DNA Extraction Technique for Mosquito Legs Based on Chelex-100 and Proteinase K

YAN Zhentian, SI Fengling, XIAN Pengjie, HE Zhengbo, CHEN Bin

(Chongqing Key Laboratory of Animal Biology, Chongqing Key Laboratory of Vector Insects,
Institute of Entomology and Molecular Biology, Chongqing Normal University, Chongqing 401331, China)

Abstract: [ Purposes A trace amount DNA extraction technique was explored for a mosquitoes appendage (e.g., a single leg) , using
for the molecular identification and gene-typing research. [ Methods ] The micro DNA extraction of a single leg of mosquito was
performed combined Chelex-100 with proteinase K. According to this method, the genomic DNA were obtained from different
mosquito species and preserved with different methods as expmetal materials. Using the extracted DNAs as templates, we amplified
and sequenced the ribosome DNA D2, D3 and ITS2 loci and mitochondrial COI and COII genes. [ Results | Using this technology,
high-qualified genomic DNA, amplification products and sequencing results has been obtained. [ Conclusions] The technique is
advanced with low DNA extraction expenditure, operation simplicity, and more importantly the need of micro-quantified sample.
The use of a single leg for DNA extraction can leave the mosquito body for subsequent morphological study. The technique is not
only appropriate for DNA extraction of trance amount of mosquito sample, but also for other insects.

Keywords: Chelex-100; proteinase K; mosquito; leg; DNA extraction; PCR amplification
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