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Construction of cDNA library from adults of Anopheles dirus
HAO Hongxing, XU Wenyue, DUAN Jian-hua, KUANG Ming-shu, HUANG Fu-sheng (Depattment of Pathagenic Biology, Third
Military M edical Univesity, Chongqing 400038 China)

Abstract: Objective To wnstruct ¢cDNA library from adults of Angpheles dirus for cloning the immune genes
or related genes for malaria parasites development. Methods The mRNA of adult Anopheles dirus was isolated . The
library was constructed by using the Zap Express vector (Stratagene) and the quality was evaluated. Results The ef-
ficiency of the library was 2. 1> 10° pfu/ml with 98% clones positive. The average length of the insert fragment was
over 1 kb. Conclusion ¢DNA libraty of adult Angpheles dirus with high efficiency can be constructed by using the

Zap Express library consiruction Kit (Stratagene).
Key words: c¢DNA library; Anopheles dirus

. . 1.2 Jk
, L21 mRNA 3~5d
3 ’
20 90 , WHO/ TDR « 300 : Promega
2 A s(R A o A
[y i <DNA RNAgents(R) RN RN
1% Ao~ Azgo
(2 . mRNA Promega PolyATtract mRNA
1 .22 ¢DNA 1 . 2 Stratagene
cDNA , 5 Mg mRNA ; Linker- primer
L1 ## . 5-GAGAGAGAGAGAGAGAGAGAACTAGTCTCGAGITITTTITIT
1L 11 (Ampheks dims); 3~5 d TTT'ITTIT_3/ ( XhOI )a
’ ’ ’ 50 1, 501 1 , 3H]
’ . » 2141 Linker pimer, 1 1 RNase , DEPC polyA
L L2 RNA .mRNA Promega RNA 37 501 . mRNA 10
RNAgents(R) Total RNA PolyATtract (R ) mRNA min MMIV-RT(50 WD 15 ¢
; Stratagene ZAP Express 1 C 1h .16 °C 25h(
16°C)
1967— ), . s . .
. g . . (023)68752043 1.2 3 cDNA cDNA
. (023)68752244 DNA Polymerse ; T4 DNA

- 2002:06-25; - 2002-09-15 : T4 EwRI 5



972 25
Xnol . . D . 1710 11 206 . 4
NA Novagen . S 21X 10° pfu/ ml; 1X 10"
L2 4 DNA ¢DNA 3 ~1X 10" pfwmlL
#1C 100 ng) EcoRI  Xhol ZAP-Express 2.4 HANK BEHK A
T4DNA @ued 12T . 10 ,
501 ( ), 2, T3.T7 PCR, 1%
2] s Stratagene Gigapack Gold 600 ~ 2 000 by
Packaging Extract, 22 C, 2 h DNA , 1 000 bp , L
500 141 SM 2011 4C,
125 0« .
5% 10" pfw, 600 141 XL1I-Blue MRF' ( 4gp= 0. 5)
37°C 15 min, 6 Sml NZY
., 31 C 6~8 h
1~2mm 8~10ml M ,4C . 2
SM , 7% (DMSO)— 70 C
L2 6 pBK-(MV ZAP-Express
pBK-CMV
: 1X 107 pfu M: DNA marker; Lanes 1— 10 Random phage phques PCR products
10 XL1-Blue MRF' , 1 PCR
1X 107 pfu (ExAssit phage), 37 ‘C. 15 min Fig1 PCR products of phage plaques
20 m1 NZY 37 C 25h 68 “C.20 min
A , 1 000X g 10 min, 3
141 200 #1 XILOIR <DNA
1B . 1. 5% 107 pfw/ i ,
ml ,, : DNA
127 PCR 107 pfu . .
/ o 4.6X10"~4 6X10° ,
20041 XLl -Blue MRF ( Asn=0.5) 37 C 15 (4
min  NZY ) 99 %%, cDNA'?,
10 ’ sSEISM h sul ¢DNA 2 1< 10° pfu/ml,  PCR
,99C  Smin, T3 T7 PCR 1 kb, .
. )
,
2 7
1X10" pfu/ ml.
2.1 K% HesUREE RNA mRNA #9135 5% % : cDNA 5'
RNA 3 87Mg/ mg s Axo/ o
Ay 1751% 5.18.28 S RNA . mR- cDNA
NA 16 ng/ mg s/ Ao 180 106 ZAP Express  lacZ ) c¢DNA
mRNA 500 bp 4 kb ) DNA
2.2 cDNA & =M% i ,
c¢DNA 500 bp . 98%; . ,
EcoRI s
5061 . 0sHl DNA ’
30 ng/ 150 ng. lac Z ’ °
2.3 XEBWHBESEEKE |
Stratagene 7ZAP Express s ’ PCP
EwoRI  Xhol (Pro-phenoloxidase, PPO ).

(Pophenoloxidase activing enzyme, PPAE).



25 11 Vol. 25 No. 11
2003 6 ACTA ACADEMIAE MEDICINAE MILITARIS TERTIAE Jun. 2003 973
S7 s mosquito Anopheles gambiae activates immune-responsive genes during criti-
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A case report of hepatic angiomyolipoma
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