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Determining important cell types involved in host defense against 7. gondi/r infection

(A7 & THE AT (Methods/Results) )
First, generation of new mouse line with bicistronic interferon gamma (IFN-y)/Venus and Nanoluc fusion protein
gene followed with 3’-untranslated region (3'-UTR). The mouse was named GREVEN and allowed for cbservation
of IFN-y preduction in vivo. The modification also allowed for diminishing IFN-y production according to the

changing condition of the host along an infection.

Second, flow cytometry indicated that the GREVEN mouse line is reliable to determine IFN-y producing cells
through detection of YFP emission and luciferase assay. In addition, IFN-y production was only detected in
T-cells cultured in Thl conditions, GREVEN mice also allowed for monitoring of I¥fN-y production dynamics in
different time points during 7. gondii infection in vivo. Notably, y8T cells produced IFN-y from 3 days post
infection up to day 7 and 10. NK cells produced IFN-y at 3 days post infection with peaks at days 7 which
then declined up to day 10. CP4* and CD8' T celis produced IFN-y at 5 days post infection that peaked at day
10. Analysis of H-2Kb OVA tetramer to CD8" T cells from mice infected with 7. gondis indicated that the IFN-y

producing T-cells were specific to antigen from 7. gondii.

Third, clarification of T-cell derived IFN-y by analyzing survival of T-cell specific conditional knockout
mice termed Lek—Cre/Ifn-y™" mice. Compared to control and IFN-y KO mice, Lek-Cre/Ifn-y™/™ mice were able to

survive glightly longer than IFN-y KO mice however ultimately could not recover from 7. gondrii infection.

(# {f(Conclusion))
GREVEN mouse line was able to determine the importance of T~cell derived IFN~y for host

defense against 7, gondif in vive.
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First, generation of newmouse line with bicistronic interferon gamma (FFN-+ } /Venos and Nanolue fusion protein
gene Tollowed with 3’ -untranslated region {3’ -UTR). The mouse was named GREVEN and allowed for observation
of IFN-+vy production in vivo. The medification alsc allowed for diminishing TFN-+ production according to

the changing condition of the host along an infection.

Second, flow cytometry indicated that the GREVEN mouse Iine were reliable to determine TEN-y producing cells
through detection of YFP emission and luciferase assay. Tn addition, IFN-+y production was only detected in
T-cells cultured in Thl conditions. GREVEN mice also allowed for monitoring of IFN-+v production dynamics in
different time points during 7. gondssi infection in vivo. Netably, v 8T cells produced IFN~-+ from 3 days
post infection up to day 7 and 10, NK cells produced TFN-+ at 3 days post infection with peaks at days 7
which then declined up to day 10. CD4* and CD8' T cells produced TFN-+v uat 5 days post infection that peaked
at day 10. Analysis of H-2K" OVA tetramer to CD8' T cells from mice infected with 7. gond7i indicated that
the TFN-+v producing T-cells were specific to antigen from 7. gondff.

Third, clarification of T-cell derived IFN~+v by analyzing survival of T-cell specific conditional knockout
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mice termed Lek-Cre/Tfn-v mice, Compstred to contro) and TFN-vy KO mice, Lek-Cre/Tfn—vy mice were able

ta survive slightly fonger than IFN-v KO mice however ultimately could not recover fram 7. gondsi infection.

GREVEN mouse line was able to determine the impertance of T~cell derived IFN-v for host

defense against 7. gondi7 in vivo,




