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100% 10min 4°C 14000r/min
1.1.2 pDONR™ 221 pDEST™ 22 25min 70% 18uL. DEPC
Invitrogen attBl Adapter 10puL. 5 x Adapter Buffer
1 10pL. 0. Imol/L DTT 7ul.. T4 DNA Spl 16C
1 Oligo dT primer 24h
Table 1 The sequence of Oligo dT primer and vector primer 1.7
e
OligodT primer CAAGAAAGCTGGGT T 1 Adapters ¢DNA 500bp
o DTG0 A DY
600p.L PSA
MI3 GTCATAGCTGTTTCCTG
GACCGGCAGCAAAATGTTG cDNA
1.8 BP
1.1.3 TRIzol™ RNA 75 ~ 100ng ¢DNA BP Clonase™
FastTrank 2.0 mRNA SuperScript™ [l Enzyme Mix ~ pDONR™221 BP
E . coli DNA Ligase E. coli DNA Polymerase DHSo
E . coli RNase H T4 DNA Polymerase T4 DNA Ligase 37°C 2001/ min 1h
¢DNA Size Fractionation Columns BP Clonase™ Enzyme 40% SOC —_70C
Mix LR Clonase™ Enzyme Mix Invitrogen ¢DNA
BsrG 1 1.9
100 cDNA SOC
1.2 10 100 1000 10000
10 ’ 100pL 5%cKanamycin LB
37C 37C 12~ 16h
1.3 RNA mRNA
24 BsrG
TRIzol™ RNA FastTrank 2.0 mRNA 1 1%
mRNA pDONR™ 221
mRNA MI13 1
1.4 cDNA
3pg mRNA DEPC 9uL 1L 1.10
Oligo dT primer 1pl. ANTPs 65°C Smin 45°C 9
4uL 5 x Buffer 2p:L. 0. 1mol/L DTT 1pL 1.11
DEPC  45°C 2min SuperSeript ™ [ll 1.1x 10°cfu 50mL  5%cKanamycin
45°C 60min cDNA LB 37°C 260r/min 0Dy, 1
1.5 ¢DNA 25ng/pL. 2ul. 3yl
E. coli DNA Ligase 10U/pL 1uL E. coli pDEST™22 2pLL LR Clonase™ Enzyme Mix  3pul
DNA Polymerase 10U/pL. 4pl. E. coli RNase H 2U/ TE Buffer 25°C 16 ~ 20h LR
pL 1pl 10mmol/L dNTP Mix 3L 16°C 2h DH5a
1.6 Adapter
c¢DNA 2ul. T4 DNA Ligase 2
16°C 5min 10pI. 0.5mol/L, EDTA 2.1 RNA
pH8.0 160uL 25:24 mRNA
1 80uL 7.5mol/L NH,AC 600uL ¢ pmsysmmetwmsmBNAEmE® heeo// journals. in. ac. on
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285  18S RNA 1 2 < 500bp cDNA

mRNA PSA
RNA mRNA Aza) / Azgo Table 2 Amount of dscDNA without the size-fractionation

<500 estimated by Plate Spotting Assay

1.93 1.96 N Fraction volume Amount of ¢cDNA ¢ ¢DNA
° e Ing / nglpL
6 58 58 1
28 7 4 126 3
1500— =255 8 53 159 3
50— I 9 50 150 3
10 52 156 3
B 2.3
cfu/ml. = X
1 RNA
Fig.1  Total RNA isolated from chicken embryo fibroblast. M. Marker . / ; =1.1
1kb DNA Ladder 1. Total RNA x 10" cfu/mL 1.2 x 10" cfu
=5x 10" cfu/mL 5.5x
2.2 ¢DNA .
10’ cfu
c¢DNA
2.4 cDNA
cDNA 20 cDNA o
pDONR™221  BsrG | 3
2 600p.L cDNA cDNA
) 2.5kb 1.4kb  790bp 3
BsrG | 2.5kb
pDEST™ 22
BsrG 1 4 6.1kb
1.4kb 1.1kb  380bp 4
BsrG 1 6.1kb  1.1kb
2 PSA cDNA 2243bp
Fig.2 The yield of ¢cDNA calculated by PSA. The above row in left 2411bp 23
plate pExp7-tet control DNA is 50ng/pl. 25ng/pl. 10ng/pl. Sng/pL 100% PCR
Ing/pL from left to right. The lower row in plate separated into 10
pipes collected ¢cDNA before 600pL. The above row in right plate pExp7- 2.5
tet control DNA is Ing/pL. Sng/pl. 10ng/pl. 25ng/pL from left to right. '
The lower row in the plate the collected 6 ~ 8 ¢cDNA are calculated by 9
diluted 1:5 1:10 1:20. cDNA GenBank
ML 2 3 4 3 6 7 8 %o L1012 0 13 014 03 18 LT I 1M 20 XL 22023

3 BsrG 1
Fig.3  Analysis of size-fractionated cDNA inserted the pDONR™221 vector. M.1kb DNA Ladder 1 ~23.

The 23 recombinants digested by BsrG I enzyme respectively C. result of the pDONR™?221 vector digested by BsrG I enzyme.
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Fig.4  Analysis of size-fractionated cDNA inserted the pDEST™?22 vector. M. 1kb DNA Ladder 1~23. The 23 recombinants digested
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Construction of chicken embryo fibroblasts cDNA expression library
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Abstract Chicken embryo fibroblast CEF is a primary cellular material to research the infectious bursal disease virus
IBDV . Constructing the ¢cDNA expression library of CEF is the foundation to research cell tropism and find cell
receptors of IBDV from CEF. In order to achieve that purpose a high-quality ¢cDNA expression library of CEF was
constructed by Gateway technology which could avoid using the restriction enzyme for cloning to solve technical limitation
of roution method. The mRNA was extracted from chicken embryonic fibroblast. Moreover single-strand ¢cDNA and
double-strand ¢cDNA were synthesized by using biotin-conjugated Oligo dT primer in turn. The double-strand ¢cDNA
was ligated Adapter and then purified by the ¢DNA Size Fractionation Columns. After BP recombination reaction a
¢DNA entry library was constructed with a titer of 1 x 10°cfu/mL total clones of 1.2 x 10" cfu and an average insertion
size of about 2243bp. After LR recombination reaction the ¢cDNA entry library was transformed into expression library
which took on a titer of 5x 10’ cfu/mL total clones of 5.5 x 10°cfu and an average insertion size of about 2411bp. The
results indicate that the constructed ¢cDNA expression library performs a remarkable high value in both recombination rate
and library coverage. As a result the cDNA expression library with its good quality may facilitate to identify the
receptors associated with the resistance against IBDV in chicken embryonic fibroblast and to cast new light on the
mechanism of cellular tropism. Moreover it may also provide data of chicken embryonic fibroblast in transcription level
and may be helpful to study its biological functions.
Keywords Chicken embryo fibroblast CEF  Gateway technology ¢DNA expression library Infectious bursal disease
virus  IBDV
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