Environ Health Perspect
DOI: 10.1289/EHP7297

Note to readers with disabilities: EHP strives to ensure that all journal content is accessible to
all readers. However, some figures and Supplemental Material published in EHP articles may not
conform to 508 standards due to the complexity of the information being presented. If you need
assistance accessing journal content, please contact ehp508@niehs.nih.gov. Our staff will work
with you to assess and meet your accessibility needs within 3 working days.

Supplemental Material

Bisphenol S and Epidermal Growth Factor Receptor Signaling in Human Placental
Cytotrophoblasts

Elvis Ticiani, Jeremy Gingrich, Yong Pu, Mathew Vettathu, Jacquelyn Davis, Denny Martin,
Margaret G. Petroff, and Almudena Veiga-Lopez

Table of Contents
Table S1. Primer sequences.

Figure S1. Identification and purity of human cytotrophoblast (hCTB) cells. (A) Immunofluorescence stain of
hCTB cell positive marker cytokeratin 7 (CKT7), desmoplakin (DSP), and nuclear DAPI counterstain after a 24
h culture. (B) Flow cytometry analysis of hCTB isolates measuring the expression of CKT7. hCTBs were
targeted with a direct method using an Alexa Fluor 488-conjugated anti-CKT7 antibody. Fluorescence was
measured in channel FL1 and plotted in histograms. IgG control primary antibodies that lack specificity to the
target were used as negative controls. Percentages of positive cells are corrected for control values. (C) hCTB
cells immunostained against DSP and counterstained with nuclear DAPI stain (fop). Middle and bottom panels
are two negative controls (middle; using normal mouse serum) and (bottom; without primary antibody).

Figure S2. (A) Cell viability effect of BPS (ng/ml) on human cytotrophoblast (h\CTB) using a MTT assay
after 96 hours exposure. (B) Cell viability effect of BPS (1,000 ng/ml) and EGF (10 ng/ml) on human
cytotrophoblasts exposure using an MTT assay after 96 hours exposure. Asterisks denote treatments whose
results were significantly different from the control (P<0.05). N = 5 technical replicates.
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Table S1. Primer sequences

Gene Primers Accession Length (bp)
CCNDI -F CAGATCATCCGCAAACACGC

NM 053056.3 143
CCNDI -R AAGTTGTTGGGGCTCCTCAG
PTGS2 -F AAGTGCGATTGTACCCGGAC

NM 000963.4 105
PTGS2 -R GTGCACTGTGTTTGGAGTGG
MYC -F CACTAACATCCCACGCTCTGA

NM 001354870.1 195
MYC-R AAATCATCGCAGGCGGAACA
GAPDH - F GGGAAGCTCACTGGCATGGCCTTCC

NM 001357943.2 119
GAPDH - R GCCTGCTTCACCACCTTCTITG
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Figure S1. Identification and purity of human cytotrophoblast (hCTB) cells. (A) Immunofluorescence stain of
hCTB cell positive marker cytokeratin 7 (CKT7), desmoplakin (DSP), and nuclear DAPI counterstain after a
24 h culture. (B) Flow cytometry analysis of hCTB isolates measuring the expression of CKT7. hCTBs were
targeted with a direct method using an Alexa Fluor 488-conjugated anti-CKT7 antibody. Fluorescence was
measured in channel FL1 and plotted in histograms. IgG control primary antibodies that lack specificity to the
target were used as negative controls. Percentages of positive cells are corrected for control values. (C) hCTB
cells immunostained against DSP and counterstained with nuclear DAPI stain (fop). Middle and bottom panels
are two negative controls (middle; using normal mouse serum) and (bottom; without primary antibody).
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Figure S2. (A) Cell viability effect of BPS (ng/ml) on human cytotrophoblast (hCTB) using a MTT assay after
96 hours exposure. (B) Cell viability effect of BPS (1,000 ng/ml) and EGF (10 ng/ml) on human
cytotrophoblasts exposure using an MTT assay after 96 hours exposure. Asterisks denote treatments whose
results were significantly different from the control (P<0.05). N = 5 technical replicates.



