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Construction and expression of recombinant pCMV-N-Tudor-SN.Mutants Flag plasmids

YANG Wen-dong', SU Chao?, ZHANG Chun-yan®, ZHAO Ya-li', REN Yuan-yuan’, GAO Xing—jie’, YANG Jie'%, HE Jin—yan'

(1. Department of Cell Biology;2. Research Center of Basic Medical Science;3. Department of Medical Biochemistry, Tianjin Medical
University, Tianjin 300070, China)

Abstract Objective: To construct eukaryotic Flag expressing recombinant pCMV-N-Tudor-SN.Mutants—Flag. Methods: The Serine426
(S426), Serine781(S781), Threonine240(T240 Jand Threonine429(T429) of Tudor—SN were transformed into Alanine by site— directed
mutagenesis technique. Then the Tudor—SN.Mutants were obtained by restricting double enzyme digestion, and then inserted into pCMV -
N-Flag vector. The recombinant plasmids were transfected into HeLa and observed by Western blot. Results: (1) The vector and Tudor—SN.
Mutants could be observed by restricting double enzyme digestion. (2) Flag was expressed by HeLa which was transfected with recombinant

plasmid. Conclusion: The recombinant plasmids of pCMV-N-Tudor-SN.Mutants—Flag are constructed successfully, and may be useful for

further study.
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Tab 1 Mutation primers

EIL/EA SIMFEI(5—3)

54267 5'-CTACATTAGACCAGCCGCC(AGC)CCAGCCACAGAGACAGTGCC-3'
Antisense S426A  5'-GGCACTGTCTCTGTGGCTGGGGC(GCT)GGCTGGTCTAATGTAG-3'

ST8IA 5'-GCCTGGGTACCCTAGCC(TCA)CCTGCCTTCAGCACTCGGG-3
Antisense ST81A  5'-CCCGAGTGCTGAAGGCAGGGGC(TGA)TAGGGTACCCAGGC-3'

T240A 5'-GCAGATGGCAGTGAAGCC(ACT)CCAGAGCCTTTTGCTGCAG-3'
Antisense T240A  5'-CTGCAGCAAAAGGCTCTGGGGC(AGT)TTCACTGCCATCTGC-3"

T429A 5'-CATTAGACCAGCCAGCCCAGCCGCC(ACA)GAGACAGTGCCTG-3'
Antisense T429A  5'-CAGGCACTGTCTCGGC(TGT)GGCTGGGCTGGCTGGTCTAATG-3"
TFRIZAR IR IR E T, AT N R R )

RS I, R RIS IR RR S 23 5 | AR EcoR 1 Fll BamH 1
W BFOIL BRI F A1

%2 Tudor-SN £K3|#157%

Tab 2 Primer sequences of Tudor-SN

ElL B 1T HN(5—3")

Forward primer 5'-CGGATCCATGGCGTCCTCCGCGCAGA-3'
5'=CGAATTCTTAGCGGCTGTAGCCAAATT-3’

Reverse primer

1.2.3 4 EZER pCMV -N-Tudor—SN.Mutants—
Flag FZRIA4EE  HeLa 50T 6 fLAR, JF1E 37 °C,
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SN (T240A ) —Flag .pCMV ~N ~Tudor— SN (T429A ) —
Flag JiTkL 2.5 pg (BRI LA RN —Fh L) , i
JE I ALipofectamine® 2000 (% 44R 7] )8 pL, 5%
PRSI FRE 15 ming U AHAR, FHR AT 10 141 5
TN KRS o 7 h 5K A s SR A5 i
T 10% 025 G )5 ik, 48 h 5l 4nt,
Ll RIPA 2Uai 32 BE A )5, Al Western blot 37 A
Rori JrokL AR 3
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Fig4 Identification by restricting double enzyme digestion of
recombinant plasmids pCMV-N-Tudor-SN.Mutants—Flag
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Fig5 Identification of recombinant plasmids
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LIS RNA pol I (RNA polymerase Il )45 ,°4 STAT6
11 RNA pol II FAHEAF FHHR AR , L[] i45 T i bk
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20 /7 G3BP 5 H M AGTR1 (angiotensin II type 1
receptor 1) 3'UTR (3’ untranslated region)*ﬁ?;ﬂi/a\ s
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LB FEH, CDK1 (cyclin—dependent kinase 1) P B
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TEAE R, S 40 9 19 cAMP (cyclic adenosine
monophosphate ) F1- 5 B} , PKA (protein kinase A )#% i
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HBIFFE R, Horb i MR et W I HOR 2
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(S426A )-Flag .pCMV-N-Tudor— SN(S781A) —Flag.
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