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Abstract; The aim of present study was to clone the CDS sequences of buffalo YY1 gene, and
screen its effective sShRNA fragments. The cDNA of buffalo fetal {ibroblast(BFF) was used as the
PCR template, the CDS full-length sequence of buffalo YY1 gene was amplified by using touch
down RT-PCR methods. The purified CDS fragment was inserted into pMDI18-T vector,and the
positive plasmid was identified and sequenced. Fusion expression vector of buffalo YY1 gene was
constructed by inserting the YY1 CDS fragment into pEGFP-N1 vector, named as pYY1-EGFP-
N1. The pYY1-EGFP-N1 plasmid was transfected into BFF cells by Lipofectamine® LTX rea-
gent. Two shRNA fragments targeting buffalo YY1 gene were designed and synthesized, their
lentiviral expression vectors were constructed, named as pSicoR-GFP-YY1 shRNA1/2 respectively. YY1
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recombinant plasmid (pYY1-EGFP-N1) and shRNA lentiviral expression plasmid (pSicoR-GFP-
YY1 shRNA1/2) were co-transfected into 2937T cells by using Lipo-LTX reagent at the ratio of
1:1 or 1.6, pSicoR-GFP and pSicoR-GFP-1864 plasmid were used as blank and negative control
respectively. At 72 h after transfection, the cells were harvested,and the total RNA was extrac-
ted. The expression of YY1 gene in each transfected cells was detected by qRT-PCR and Western-
The results showed that the CDS sequence of cloned buffalo YY1 was 1 248 bp.the
nucleotide homology of YY1 gene between bovine and buffalo was 99%. The constructed pYY1-
EGFP-NI1 plasmid could transiently express in BFF cells. The results of qRT-PCR showed that
the two designed shRNAs could inhibit the expression of buffalo YY1 mRNA, the shRNA2 frag-
ment had significantly higher inhibition effect than shRNA1 (93. 64% v 50. 77%) (P<C0. 05).
The results of Western-blot analysis confirmed that the two shRNAs had inhibition effect on gene

blot methods.

expression of buffalo YY1. The above results indicated that the CDS sequence of buffalo YY1 was
obtained,two effective shRNA fragments targeting buffalo YY1 gene were selected, which laid

foundation for further study the role of YY1 gene in buffalo embryo development.
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Fig.1 PCR amplification of bufffalo YY1 gene
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Fig.2 Restriction enzyme analysis of PMDI18T-YY1 plasmid
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Fig. 4 Restriction enzyme analysis of pYY1-EGFP-N1 plasmid
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Fig. 5 The qRT-PCR results of YY1 gene in transfected BFFs
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A. pYYI-EGFP-N1 1 pSicoR-GFP %t 4 ; B. pYY1-EGFP-N1 il pSicoR-GFP-1864 % 441 ;C. pYY1-EGFP-N1 I
pSicoR-GFP-YY1shRNAL #3441 ; D. pYY1-EGFP-N1 Fl pSicoR-GFP-YY1shRNA2 # 341 ; E. pYY1-EGFP-N1 %
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A. pYYI-EGFP-N1 and pSicoR-GFP transfected group; B. pYY1-EGFP-N1 and pSicoR-GFP-1864 transfected
group;C. pYY1-EGFP-N1 and pSicoR-GFP-YY1shRNAI1 transfected group; D. pYY1-EGFP-N1 and pSicoR-GFP-
YY1shRNA2 transfected group; E. pYY1-EGFP-N1 transfected group;F. No-plasmid control
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Fig. 6 Results of the co-transfected 293T cells under fluorescence microscopy (target plasmid : interfered plasmid =

1:1, 48 h)10X
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1. pYY1-EGFP-N1 plasmid; 2. pSicoR-GFP plasmid; 3.
pYY1-EGFP-N1 and pSicoR-GFP-1864 plasmid;4. pYY1-
EGFP-N1 and pSicoR-GFP-shRNA1 plasmid; 5. pYY1-
EGFP-NI1 and pSicoR-GFP-shRNA2 plasmid
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Fig. 7 Relative expression of YY1 gene in co-transfection cells
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A. Western-blot 4 #7 45 #; B. JK B {8 3+ 5 b X 45 8 (YY1/Bactin), 1. pYYI-EGFP-N1 #l pSicoR-GFP-
YY1shRNA2 4 9u 2l ;2. pYY1-EGFP-N1 #l pSicoR-GFP-YY1 shRNA1 3491244 ;3. pYY1-EGFP-N1 FI pSicoR-
GFP-1864 L4 yu4l ; 4. pYY1-EGFP-N1 il pSicoR-GFP L& 4u4H ;5 . pYY1-EGFP-N1 YLl ; 6. R iE Y4

A. Results of Western-blot analysis; B. Results of gray value ratio of YY1/B-actin. 1. pYY1-EGFP-N1 and pSicoR-
sFP-YY1shRNAZ2; 2. pYY1-EGFP-NI and pSicoR-GFP-YY1 shRNA1;3. :pYY1-EGFP-N1 and pSicoR-GFP-1864;
4. pYY1-EGFP-N1 and pSicoR-GFP; 5. pYY1-EGFP-N1; 6. No-plasmid control

8 HEH LR R Western-blot 43 #7 45 R

Fig. 8 The Western-blot analysis of co-transfection cell samples
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