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Figure S1

Luciferase Assay (RLU)
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Figure S2. DAPK1 promoter
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Figure S3. SMARCA2 (BRM) promoter
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Figure S4. MDM2 promoter
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Figure S5

DAPK1 promoter
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Figure S6

SMARCA2 promoter
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Figure S7

MDM2 promoter
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Figure S8
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Figure S9
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Supplemental Figure Legends:

Figure S1. Tested microRNAs and siRNAs modulate their protein targets. (A and E). SCC-11
cells were transfected with the scrambled RNA (#4464058), miR-297 (MC10176), miR-720
(MC13574) and miR-101a-3p (MC11414) mimics along with the pLight_Switch DNMT3A plasmid
(#S808608, SwitchGear Genomics). (B and F). SCC-11 cells were transfected with the scrambled
RNA (#4464058), miR-92b-3p (MC10102), miR-25-3p (MC10584) and miR-27a-3p (MC10939)
mimics along with the pLight_Switch HDAC9 plasmid (#S811202, SwitchGear Genomics). (C and
G). SCC-11 cells were transfected with the scrambled RNA (#4464058), miR-485-5p (MC10837),
miR-181a-5p (MC10421) and miR-148a-5p (MC12683) mimics along with the pLight_Switch
KDMA4C plasmid (#S806873, SwitchGear Genomics). (D and H). SCC-11 cells were transfected with
the scrambled RNA (#4464058), miR-185-5p (MC12486), miR-34c-3p (MC12342) and miR-148a-

3p MC10263) mimics along with the pLight_Switch DNMT1 plasmid (#S802002, SwitchGear

Genomics). All microRNA mimics were obtained from Ambion/Life Technologies. 5x10" cells/well

in a 24-well plate were transfected with the control (empty) pLightSwitch_3UTR vector (S890005,
SwitchGear Genomics), respectively using Fugene HD reagent (Roche). Cells were also transfected
with the selected 3’-UTR plasmids (listed in A-D) along with 100ng of the tested microRNA mimics,
as well as with siRNAs [against DNMT3A (sc-37757), HDACO9 (sc-35550), and KDM4C (sc-92765)
all obtained from Santa Cruz Biotechnology] for 48h. Renilla luciferase activity was measured at
480nm using a luminometer. Data obtained from the control samples were presented in relative units
(RU) and designated as 1. Data were expressed as means + SD from three independent experiments
in triplicate. (E-H). Immunoblotting analysis of expression of indicated proteins in SCC-11 cells.
Antibodies used against -actin (Sigma), DNMT1 (GTX30364m GenTex), DNMT3A (GTX30365,
GenTex), HDAC9 (PA5-11246, Thermo Fisher Scientific), and KDM4C (A300-885A, Bethyl

Laboratories). Blots were scanned and quantified by the Image Quant software version 3.3. Values



indicated above the blots were normalized for -actin levels and expressed as a fold-change to a

control sample defined as 1.

Figures S2-S4. Schematic representation of the DAPKI, SMARCAI and MDM?2 promoters.
Potential binding sites for the transcription factors (S2-S4) and DNMT3A (S2) are highlighted in

bold, boxed and shadowed. Primer sequences for the ChIP specific regions are underlined.

Figure S5. ChIP enrichment of the DAPKI promoter DNA in SCC cells upon cisplatin
exposure. Chromatin was precipitated with Sug of anti-ANp63 antibody (black) or with Sug of anti-
p-ANp63a antibody (grey). (A). SCC-11 versus SCC-11M cells. (B). SCC-25 versus SCC-25CP
cells. QPCR assay was performed using three independent experiments in triplicate (*, p<0.05). The
amount of ChIP-enriched DNA (ChIP/Input) represented as a signal relative to the total amount of
chromatin DNA (Input) using the same primers, as described in Materials and Methods. Normal IgG

was used as a negative control.

Figure S6. ChIP enrichment of the SMARCA2 promoter DNA in SCC cells upon cisplatin
exposure. Chromatin was precipitated with Sug of anti-ANp63 antibody (black) or with Sug of anti-
p-ANp63a antibody (grey). (A). SCC-11 versus SCC-11M cells. (B). SCC-25 versus SCC-25CP
cells. QPCR assay was performed using three independent experiments in triplicate (*, p<0.05). The
amount of ChIP-enriched DNA (ChIP/Input) represented as a signal relative to the total amount of
chromatin DNA (Input) using the same primers, as described in Materials and Methods. Normal IgG

was used as a negative control.

Figure S7. ChIP enrichment of the MDM?2 promoter DNA in SCC cells upon cisplatin exposure.

Chromatin was precipitated with 10ug of anti-ANp63 antibody (black) or with 10ug of anti-p-



ANp63a antibody (grey). (A). SCC-11 versus SCC-11M cells. (B). SCC-25 versus SCC-25CP cells.
QPCR assay was performed using three independent experiments in triplicate (*, p<0.05). The
amount of ChIP-enriched DNA (ChIP/Input) represented as a signal relative to the total amount of
chromatin DNA (Input) using the same primers, as described in Materials and Methods. Normal IgG

was used as a negative control.

Figure S8. ChIP analysis of the DAPK1, SMARCAI and MDM?2 promoters in SCC-25 and SCC-
25CP cells. (A). ChIP-gPCR assay of the DNMT3A binding to the specific region of the DAPK]
promoter. (B). ChIP-qPCR assay of the HDAC9 binding to the specific region of the SMARCA?2
promoter. (C). ChIP-qPCR assay of the KDM4C binding to the specific region of the MDM?2
promoter. QPCR assay was performed using three independent experiments in triplicate (* indicates
p<0.05). The amount of ChIP-enriched DNA (ChIP/Input) represented as a signal relative to the total
amount of chromatin DNA (Input) using the same primers. The normal rabbit IgG was used as a

negative control.

Figure S9. microRNAs modulate the resistance of SCC-11M cells to cisplatin exposure. Cell
viability assay. SCC-11 cells and SCC-11M cells were transfected with the scrambled RNA (Scr
RNA) for 32h, and then exposed to 10ug/ml cisplatin (CIS) for O and 72h. Cells were also
transfected with indicated microRNA mimics (miR-297, B, miR-92b-3p, and C, miR-485-5p alone or
in a combination thereof) for 32h, and then exposed to 10ug/ml cisplatin (CIS) for O and 72h. Cell
viability (MTT assay) was monitored in triplicate in three independent experiments. Black bars are

representative of Oh, while grey bars — of 72h of cisplatin treatment.
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