Valproic acid inhibits interferon-y production by NK cells and increases susceptibility
to Listeria monocytogenes infection
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Supplementary figures
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Supplementary Figure S1. Evaluation of the effect of valproic acid on the viability of
spleen cells. 1X10° Spleen cells from BALB/c mice were treated with different doses of VPA
for 24 h. Cell viability was determined with Annexin V and propidium iodide (PI) staining and
measured by flow cytometry. (A) Representative zebra-plots of splenocytes staining with
Annexin V and PI. (B) Percentage of viable cells after VPA treatment (Annexin V-/PI-). (C)
Percentage of total apoptotic cells represented as the sum of the percentage of early
apoptotic cells (Annexin V+/PI-) and the percentage of late apoptotic cells (Annexin V+/Pl+).

(D) Percentage of necrotic cells (Annexin V-/PI-). (n=6 per group; **P<0.01, ***P<0.001). Data
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Supplementary Figure S2. Kinetics of IFN-y-producing lymphocytes in response to

Listeria monocytogenes infection in vitro. 1X10° splenocytes were infected with L.m and

the percentage of IFN-y-producing lymphocytes was evaluated at different time points by flow

cytometry. (A) Representative zebra plots showing the frequency of IFN-y+ lymphocytes in

uninfected and L.m-infected cultures. (B) Kinetics of total IFN-y-producing lymphocytes (n=3

per group; **P<0.01, 6 h vs 14 h and ***P<0.001, 6 h vs 16, 18, 20, 22 and 24 hiin L.m

group). Data are expressed as mean + s.e.m; two way-RM ANOVA.
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Supplementary Figure S3. Identification of IFN-y-producing splenocyte cell populations
during Listeria monocytogenes in vitro infection. 1X108 splenocytes were infected with
L.m for 18h and the percentage of the different IFN-y-producing cells was evaluated by flow
cytometry. (A) Representative zebra plots showing the percentage of NK (CD3- CD49b+),
NKT (CD3+ CD49b+) and yd T cells (CD3+ TCRyd); (B) CD3+CD4+ and CD3+CD8+ T cells;
and (C) IKDC (B220+ CD11clo CD49b+) and B cells (CD11c- CD49b- B220+) within total IFN-

y-producing lymphocytes.



Supplementary Table S1. Total number of IFN-y producing cells in BALB/C spleen

during Listeria monocytogenes infection in vitro.

IFN-y* cells/1x108 Uninfected Listeria moncytogenes
splenocytes
Median and Median and *P value
(25"-75M percentile) (25"-75M percentile)

NK cells 62.5 (45-86.25) 2782.5 (1727.5-3342.5) 0.002
NKT cells 110 (65-131.25) 435 (306.25-682.5) 0.002
Tyd cells 147.5 (86.25-216.25) 317.5 (201.25-508.75) 0.015

CDA4 T cells 600 (317.5-687.5) 1105 (707.5-2057.5) 0.041
CD8 T cells 127.5 (98.75-233.75) 212.5 (112.5-400) 0.394
IKDC 35 (30-56.25) 45 (25-111.25) 0.485
B cells 1492.5 (1370-2140) 1220 (1043.75-3337.5) 0.589

* U Mann-Whitney with Yates correction




