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ABSTRACT Objective: To investigate the mechanism that TRBP deliver dsRNA in the process of RNAI, and to construct the eu-

karyotic expression vector carrying mutant TRBP. Methods: Primers for dsRBD domain mutation were designed, and gene splicing by

overlapping extension PCR was used to obtain mutant TRBP. Then it was cloned into the Flag-labeled eukaryotic expression vector

pFLAG-CMV4, and named pFLAG-CMV4-TRBPm after verified by double-enzyme and sequence detection. After transient transfect into

HEK-293 cells, the expression of target gene was detected by Western Blot. Results: The mutant TRBP ¢cDNA was amplified and the

Flag-labeled eukaryotic expression vector pPFLAG-CMV4-TRBPm which encoding mutant TRBP was constructed. Expression of mutant

TRBP was successfully detected by western blot using anti-FLAG monoclonal antibody and anti-TRBP polyclonal antibody respectively.

Conclusion: Flag-labeled pFLAG-CMV4-TRBPm vector was successfully constructed, which is of significance for further research on

biological function of TRBP.
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1.2 95 C 30s 57°C 30s 72°C 30s 25
1.2.1 TRBP cDNA RNA 72 °C S min,, 95 °C
TRBPmf  TRBPmr 5min 64 C 455 72 C 5 min
TRBP 1 95 C 5 min 95 C 30s 57°C 30s 72
pFLAG-CMV4-TRBP PCR C 45s 25 72 °C 5 min,,
TRBP 5 95°C S min
1 PCR
Table 1 PCR Primer Design
Primer sequences
TRBPf 5'- TTTAGATCTGATGAGTGAAGAGGAGCAAGGCTCCGGC-3'
TRBPmr 5'- TGTGCACagcAAGCAGCATTTTGGCCGCCGCATTagcCTTTGCCAAtgcTTTGGAAGT -3'
TRBPmf 5-ACTTCCAAAgcaTTGGCAAAGgctAATGCGGCGGCCAAAATGCTGCTTgetGTGCACA -3'
TRBPr S-TTTGGTACCTCACTTGCTGCCTGCCATGATCTTGAGG-3'
1.2.2 TRBP PCR Flag TRBP 1:1000
. Bglll  Kpnl 1h 47T TBST 3 10 min
pFLAG-CMV4 IgG
o 100 ! DHS« 1:4000 lh TBST 3 10
Amp LB 37°C min ECL
12 h, )
pFLAG-CMV4-TRBPm,
1.2.3 TRBP pFLAG-CMV4- 2.1 PCR TRBP ¢cDNA
TRBPm  pFLAG-CMV4 HEK-293 pFLAG-CMV4-TRBP TRBPf,
Invitrogen Lipofectamine™2000 48 h TRBPmr, TRBPmf, TRBPr la PCR
N N o Bio-Rad TRBP PCR
NC 5% 1h b .
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Fig.1b PCR products of TRBP mutant M PCR marker 1 mutant human
PFLAG-CMV4-TRBPm ° TRBP PCR products
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