Telmisartan restricts Chikungunya virus infection in vitro and in vivo through the AT1/
PPAR-y/MAPKSs pathways
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Figure S1. Reduction of CHIKV RNA after TM treatment: Vero cells infected with
CHIKV-PS (MOI-0.1) and RAW 264.7 cells infected with CHIKV-IS (MOI-5) were treated
with different concentrations of TM and harvested at 18hpi and 8hpi respectively. Whole cell
RNA was extracted by TRIzol® and qRT-PCR was performed. (A, B) Bar diagram
representing the fold change of E1 and nsP2 genes in CHIKYV infected and drug treated Vero
and RAW 264.7 cells respectively. Data represented as mean+SEM (n=3, p<0.05 was

considered statistically significant).
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Figure S2. Reduction of CHIKYV protein after TM treatment in Western blot: Vero cells
and RAW 264.7 cells were infected with CHIKV and treated with different concentrations of
TM as mentioned above. Vero Cells were harvested at 18hpi, whereas RAW 264.7 cells were
harvested at 8hpi. (A, C) The Vero and RAW 264.7 cell lysates were processed for Western
blot using antibodies against CHIKV nsP2 and E2 proteins. GAPDH and Actin was used as a
loading control for Vero cells and RAW 264.7 cells respectively. (B, D) Bar diagrams showing
the relative band intensities of CHIKV-E2 and CHIKV-nsP2 protein expressions in Vero and
RAW 264.7 cells respectively. Data represented as mean + SEM (n=3, p < 0.05 was considered

statistically significant)
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Figure S3. The antagonist of PPAR-y (GW) and agonist of AT1 (AG) augments CHIKV
particle formation dose dependent manner. (A, B) Bar diagram shows the viability of Vero
and RAW 264.7 in presence of different concentrations of GW. (C, D) Bar diagram showing
the viability of Vero and RAW 264.7 cells in presence of different concentrations of AG. Vero

cells were infected with CHIKV-PS and RAW 264.7 cells were infected by CHIKV-IS. After



infection GW and AG were added with different concentrations (5uM, 10uM, 15uM, 20uM).
The supernatants were collected and virus titers were determined by plaque assay. Cell lysates
of the same samples were used for Western Blot. (E, F) Bar diagrams showing the percentage
of the viral titer in Vero and RAW 264.7 cells in presence of different concentrations of GW.
(G, H) Bar diagrams showing the percentages of the viral titer in Vero and RAW 264.7 cells in
presence of different concentrations of AG. Data presented as mean = SEM. (n=3, p <0.05 was
considered statistically significant). (I, J) Western Blot showing the expressions patterns of

CHIKYV non-structural and structural proteins.
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Figure S4. AG upregulates AT1 protein expression, whereas GW has no effect on the
protein level of PPAR-y in both cell lines. Vero and RAW 264.7 cells were treated with
different concentrations of AG and GW. Vero Cells were harvested at 18hpi, whereas RAW
264.7 cells were harvested at 8hpi. (A and D) AG and GW treated Vero and RAW 264.7 cell
lysates were processed for Western blot using antibodies against AT1 and PPAR-y proteins.
GAPDH and Actin was used as a loading control for Vero and RAW 264.7 cells respectively.
(B, C, E, F) Bar diagrams indicating the relative band intensities of AT1 and PPAR-y proteins
expressions in Vero and RAW 264.7 cells in presence of AG and GW respectively. Data

represented as mean + SEM (n=3, p <0.05 was considered statistically significant)
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Figure S53. Rosiglitazone (Rosi), the agonist of PPAR-y, inhibits and T0070907 (T007)
the antagonist of PPAR-y, augments CHIKYV particle formation. (A, B) Bar diagrams
showing the viability of Vero cells in presence of Rosi and T007. Vero cells were infected by
CHIKV-PS at 0.1 MOI and treated with 100 and 200uM of Rosiglitazone (Rosi). Cell
supernatants were isolated for plaque assay and Western blot was performed by using the cell

lysate. (C) Bar diagrams indicating the percentage of the viral titer in presence of Rosi. (D)



Western blot showing the level of PPAR-y along with viral nsP2 and E2 proteins after Rosi
treatment, where GAPDH was used as loading control. (E) Bar diagram depicting the
quantitation of nsP2, E2 and PPAR-y levels. CHIKV-IS infected Vero cells were treated with
50uM TO007 and harvested at 18hpi. Plaque assay was performed by using cell supernatant and
Western blot by cell lysate. (F) Bar diagram indicating the percentage of the viral titer in
presence of TOO7 (G) Western blot showing the levels of PPAR-y along with viral nsP2 and
E2 proteins after TO07 treatment (SuM, 10uM, 20uM), where GAPDH was used as loading
control. (H) Bar diagram depicting the quantitation of nsP2, E2 and PPAR-y levels after
different concentrations of TO07 treatment. Data presented as mean +£ SEM. (n=3, p <0.05 was

considered statistically significant).



Table S1: Primer names and sequences.

SI. No. Gene Primer Name Sequences

1. Envelopel | CL11F 5’-TGCCGTCACAGTTAAGGACG-3’

2. CL12R 5’-CCTCGCATGACATGTCCG-3’

3. nsP2 QNSP2F 5’-GACCCGTGGATAAAGACGCT-3’

4. QNSP2R 5’-CCCCGCTGTTTCGAGGATAG-3’

5. Beta-actin m beta-actinF 5’- AGGCCCAGAGCAAGAGAGGTA-3’
6. m beta-actinR 5’-ATCTTCTCCATGTCGCAGTGG-3’

7. GAPDH GAPDHF 5’-CAAGGTCATCCATGACAACTTTG-3’

GAPDHR

5’-GTCCACCACCCTGTTGCTGTAG-3’




