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Abstract: To construction of a cDNA library for male adult T. canis, total RNA were extracted
using Trizol reagent from Invitrogen (GIBCO BRL) according to the manufacturer’s instruction.
The ¢cDNA was synthesized and the ds cDNA was ligated into the ATripEx2 Vector. The ligation
products were packaged with Gigapack III Gold Packaging Extract (Stratagene). Then the mix-
tures were transformed into Escherichia coli X1.-1-Blue host cell culture to determine the titers of
the unamplified and amplified libraries. The library qualification evalution showed: the titer of
the primary ¢cDNA library was 5. 25X 10° pfu « mL™! with a recombination rate of 99.47%, and
the titer of the amplified cDNA library was 6. 90X 10° pfu * mL~'. PCR amplification of random-
ly picked clones revealed that the inserted cDNA fragments ranged from 500 to 2 000 bp with an
average length of 1 000 bp. The ¢cDNA library was constructed successfully, and 189 efficient ES-
Ts (expressed sequence tags) of 5" end were obtained from this ¢cDNA library. Cluster analysis of
these ESTs identified 101 unique sequences containing 27 Contigs and 74 Singletons. All the
unique sequences were deposited under dbEST in GenBank (GenBank: HO348195-H0348295).
BLASTX searches revealed that 45 Unigenes (44.55% of the total) or 88 ESTs (46.56% of the
total) were novel genes that had no significant matches to any protein sequences in the public da-

tabases. The rest 56 Unigenes (55. 44 % of the total) or 101 ESTs (53. 44 % of the total) were
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closely matched to the known genes or sequences deposited in the public databases. This work

will provide a valuable resource for further research on gene function and molecule mechanism of

T. canis.
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Fig. 1 Gel electrophoresis on formaldehyde denaturaliza-
tion agarose of total RNA from male adult T. ca-
nis
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cDNA; 2. FHPEXT I CA R 4140 cDNA)

M. DNA marker A-EcoT 14 1 degest; 1. The synthesized

cDNA of adult male T. canis; 2. Positive control (hu-
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Fig. 2 Agarose gel electrophoresis of synthesized ds-cD-
NA from adult male T. canis

2.3 T. canis HEH )14 cDNA XEHERTEX
ERENESER

X T. canis MR 3G SCPEHAT T 4 DB
P B0 1 @ 5.1 ¢ 10,1 @ 15 M1 : 20 RBLELFR
B AR i XoF A0 T B2 A AR E AT 00 T S B Y
e E s W3k 1,

WAL 1458 B T, cands I BL9) 6 SO
AR AR B 5. 25X 10° pfu « mL™' 3K 3] T W46
SCPER PEAS S 205K . SR G W SCE AT 1 L% 2

S 6.90X10° pfu s mL™',



612

B
3
I

E o 43 %

%1 T. canistEH ¢cDNA X EHENE

Table 1 Tilter determination of the ¢cDNA library of male
adult T. canis
i T & W T B 1% i BE/ C pfu s mL™H)
Dilution Plaque count Titer
1:5 1260 6.3X10°
1 :10 480 4. 8X10°
1 :15 350 5.3X10°
1 : 20 230 4.6X10°
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AR A B K E R 122 101 bp, P K EH
646. 04 bp(& 4),

M1 23 45 678 91011121314 15161718 19 2021 2223 24
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M. Trans 2K Plus DNA #1437 Bk b5 il s 1 ~24. BEHLSERE M cDNA A R Bt
M. Trans 2K Plus DNA marker; 1-24. Clones from ¢cDNA library
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Fig. 3 The identification of inserted fragment length in adult male of T. canis cDNA library
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Fig. 4 The distribution of the reading length of 189 ESTs

of male adult T. canis ESTs
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Fig. 5 General characteristics of male adult T. canis Uni-
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ESTs (1 0. 30% ; & M1 % K (Unknown genes) A 16

4~ Unigenes, 7 IE g ££ R (Y 28. 57% ;5 8% 22 & ES-
Ts, 5VCHd ESTs 4 21. 78% ., M AMAY 45 4 Uni-
genes, 5 B 44, 55% . 8{# 88 ESTs , § & ESTs
[y 46. 56 %05 NR Hdf & b i1 25 17 510 A AT ] 3
SCHDETC , S 5% v R B0 B S 1A

%R 2 T. canis BB EST 5 NCBI NR & B ##E E 8 BLASTX 447
Table 2 Summary of the EST of male adult T. canis BLASTX analysis against the NCBI NR protein databases

¥ fiE Characterization

Unigene (%) No. of clones Unigenes ( %)

EST #(( %) No. of ESTs (%)

&L EST Fll Unigenes

Total number of Unigenes or ESTs
B A3 H Known genes

HEJ E A Putative genes

FKHFNE A Unknown genes

Hi & A Novel genes

101 (100.00)

189 (100.00)

37 (36.64) 76 (40.21)
3 (2.97) 3 (1.59)
16 (15.84) 22 (11.64)
45 (44.55) 88 (46.56)

3 3 8

Bl % 4 T A2 W) 2 1) R . cDNA SC I A4 2y
TR TARRMERE, A 20 gt 70 AR5 1
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FAE R T T H . BLASTX 4307 1) 45 RO 58 &
WA . N ECIE (Y S RE AR 20 A0 28 3 — 2R 41 i AR AR A
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