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gene Thyl.1 was constructed. Retrovirus particles were then produced by transfection of the recombinant retroviral plasmid
into a packaging cell line Platinum-E. The recombinant retrovirus played considerable infection ability. T-bet expression
was then identified by FACS after infection of CD4" primary T cells from T-bet knockout mouse with recombinant
retrovirus. To determine if exogenous expressing T-bet has normal function, we checked the expression level of T-bet target
gene, Ifng. IFN-y expression was upregulated in the T-bet knockout T cells infected with recombinant retrovirus. In

conclusion, we successfully constructed an effective mouse T-bet recombinant retroviral vector.
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Fig. 1 Identification of pMSCV-Tbet-IRES-Thyl.1 retroviral vector. (A) M: Tiangen'" DNA marker IV; I:
pGEM-T-Tbet digested with Sal [ and BglIl. (B) M: Tiangen™ DNA marker IV; 2: pMSCV-Tbet-IRES-Thyl.1

digested with Sal I and BglII. (C) Map of pMSCV-IRES-Thyl.1 vector.
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Fig. 2 Transfection efficiency of pMSCV-Tbet-IRES-Thyl.1 transfected into Platinum-E. (A) Flow cytometry of
untransfected Platinum-E cells (left) and cells transfected with pMSCV-Tbet-IRES-Thy1.1 recombinant retroviral
vector (right). (B) Histogram overlay of untransfected Platinum-E cells (dotted line) and cells transfected with
pMSCV-Tbet-IRES-Thyl.1 recombinant retroviral vector (solid line).
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Fig. 3 Infection efficiency of NIH-3T3 and D9 cell lines with recombinant retrovirus. (A) Flow cytometry
histogram overlay of wuninfected NIH-3T3 cells (dotted line) and NIH-3T3 cells infected with
pMSCV-Tbet-IRES-Thyl.1 recombinant retrovirus (solid line). (B) Flow cytometry histogram overlay of uninfected
D9 cells (dotted line) and D9 cells infected with pMSCV-Tbet-IRES-Thy1.1 recombinant retrovirus (solid line).
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Fig. 4 Expression of T-bet in T-bet knock out CD4" T cells after infection of recombinant retrovirus. Flow
cytometry histogram overlay of Thyl.1 negative T cells (dotted line) and Thyl.1 positive T cells (solid line). (A):
T-bet knock out CD4" T cell infected with pMSCV-IRES-Thy1.1 recombinant retrovirus. (B): T-bet knock out CD4"
T cell infected with pMSCV-Tbet-IRES-Thy1.1 recombinant retrovirus.
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Fig. 5 Upregulation of IFN-y expression in T-bet knockout CD4" T cell after infection of recombinant retrovirus. (A)
Flow cytometry of T-bet knock out CD4'T cells infected with empty recombinant retrovirus (left) and

pMSCV-Tbet-IRES-Thy1.1 recombinant retrovirus (right), respectively. (B) Proportion of IFN-y positive cells among

CD4" T cells. Empty: T-bet knock out CD4" T cells infected with empty recombinant retrovirus; T-bet: T-bet knock

out CD4" T cells infected with pMSCV-Tbet-IRES-Thy1.1 recombinant retrovirus; *P=0.0338 compared with Thy1.1

negative group.
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