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Abstract Objective To explore the effects of lentiviral vector mediated delivery of short haippin RNA on CDZ28
expression n mouse T Iymphocytes M ethods Three pairs of specific interference sequences targeting CD28 gene and
one pair of non specific RNA interference sequences were designed and synthesized and were thereafter respectively in-
serted nto lentiviral vector pLB downstrean of U6 pramoter so as to constmct four recaonbmant plasnids 293FT cells
were co— transfected with CD28 /shRNA transfer plasmid and two lentiviral packaging plasm ids and the lentivims titer
was determ ined according to the expression level of green fluorescent protein (GFP).- M ouse spleen lymphocytes were in-
fected by three specific or one control lentivims and then CD28 mRNA transcription and protein expression of these cells
was detected by real™ tme RT —PCR and W estem blot respectively Results PCR analysis and DNA sequencing con~
fimed that the four recombinant lentiviral transfer plasn ids were successfully constructed The titer of recombinant lenti-
vims was above 1 X10" U/, Afiler CD28 /shRNA vims infection CD28 expression mmouse T lymphocytes were signifi-
cantly downregulated at bothmRNA and protein levels Conclision The lentiviral RNA i vector of CD28 gene have been
successfully constucted, and they can effectively inhibit the expression of CD28 gene in mouse T lymphocytes Thus it
provides a basis for further study of CD28 gene — targeted gene therapy on graft—versus—host disease

Key words short haipin RNA; lentiviral vectos CD28 graft— versus ™ host disease
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BV, TERTIAREZE . FRATA B E K Rk RNA
(short haippin RNA, shRNA)AE#S 18 CD28 mRNA
B ZRIB K- [  J B0 RORE 3% G 1T g A7 AE 80K L
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ez Biotechnology B EBERR B bR 10 1L 5T KB 1eG
B2 S A F] ., Purified anti—mouse CD3¢
JAH BiolegendAF], FREENIE A EE FlukalyH],
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shRNAZ T GGAGCAATGGAACTATTAT TTCAAGAGA  ATAATAGTTCCATTGCTCC TTTTTTC
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TCGAGAAAAAA GAAACGAGTAGGCTATTTA TCTCTTGAA TAAATAGCCTACTCGTTTC A
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