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Figure S1: No effects of 1 ng/mL of TNFa with or without 1 uM PF-543 on 3-hCG or LDH release into
supernatants at 24 or 48 hrs. Explants were pre-cultured for 4 days prior to treatment with 1 ng/mL of
TNF-a, 1 uM PE-543, a co-treatment of both or a no treatment control for 24 or 48 hours. Supernatants
were centrifuged at 15000 RPM for 15 mins prior to quantification of 3-hCG and LDH. (A) and (B)
represent 3-hCG released into supernatants after 24 and 48 hours, respectively as measured by ELISA
(n=6). (C) and (D) represent LDH released into supernatants after 24 and 48 hours, respectively as
measured with a colorimetric assay (n=8). Results were normalized against total protein mass and
normalized values were graphed as a ratio of change from the untreated control explant cultures. Results
were analyzed by Two-Way ANOVA with the Two-stage linear step-up procedure of Benjamini, Krieger,
and Yekutieli post-hoc test. (Mean + SEM)
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Figure S2: No effects of 10 ng/mL of TNF-a with or without inhibition of SphK1 on LDH release or f3-
hCG secretion into supernatants at 24 hrs. Explants were pre-cultured for 4 days prior to treatment with
10 ng/mL of TNF-a, 1 uM PF-543, a co-treatment of both or a no treatment control for 24 hours.
Supernatants were centrifuged at 15000 RPM for 15 mins prior to analysis. (A) and (B) represent 3-hCG
release and LDH released into the supernatant after hours, respectively. Results were normalized against
total protein mass, and normalized values were graphed as a ratio of change from the untreated control
explant cultures. Results were analyzed by Two-Way ANOVA with the Two-stage linear step-up
procedure of Benjamini, Krieger, and Yekutieli post-hoc test. (n=5, Mean + SEM).
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Figure S3: Inhibiting SphK1 with PF-543 and/or TNF-a treatment had no effect on the release of some
cytokines, factors, or chemokines. Explants were pre-cultured for 4 days prior to treatment with 10 ng/mL
of TNF-a, 1 uM PF-543, a co-treatment of both or a no treatment control for 48 hours. Supernatants were
centrifuged at 15000 RPM for 15 mins prior to quantification of inflammatory cytokines, growth factors,
and chemokines on a multiplex array. Results were normalized against total protein concentration, and
normalized values were graphed as a ratio of change from the untreated control explant cultures. Results
were analyzed by Two-Way ANOVA with the Two-stage linear step-up procedure of Benjamini, Krieger,
and Yekutieli post-hoc test. (n=5, Mean + SEM)



