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Supplemental Methods

Preparation of the nuclear extracts and DNA/protein binding. 5x10° cells (~140mg of total

protein) were incubated with control medium or 10ug/ml cisplatin for 12h and the nuclear pellets

were prepared and further incubated at a 250:1 ratio with poly (deoxyinosinic-deoxycytidylic) acid in

20mM HEPES-KOH (pH7.9), 1.5mM MgCl,, 100mM NaCl, 0.1% (v/v) Nonidet P-40, and protease

inhibitor mixture (Calbiochem) at room temperature for 10min, as described elsewhere.”' Resulting

nuclear lysates were then incubated with MagnaBind streptavidin beads with the 25nmol bead-bound
complementary double-stranded oligonucleotides (50bp) corresponding to the specific regions of the
specific promoters for miR-181a-5p, miR-519a-3p, miR-374a-5p, miR-630 amd miR-885-3p

encompassing TP63 responsive element (Fig. 2, Fig. S1-S5). Double-stranded oligonucleotides were

conjugated with MagnaBind™ streptavidin beads (Pierce) ! The concentration of conjugated DNA

was 6fmol/ug of MagnaBind streptavidin beads.”' DNA/protein bead-bound complexes were

washed with the binding buffer and bound proteins eluted using 100mM Tris-HCI (pH 7.3), 5SmM
EDTA, 0.05% SDS, and 8M urea at room temperature for ?)Omin.31

iTRAQ labeling and fractionation by the strong cationic exchange (SCX) chromatography.
For iTRAQ labeling, 200ug of eluted protein from large-scale DNA pull-downs were first subjected
to gel-assisted digestion.29 Trypsin digestion (20:1 (w/w) protein : trypsin) of gel samples were
performed in 25mM TEABC at 37°C for 16h. Peptides were extracted from the gel using 50%
acetonitril containing 5% (v/v) formic acid, vacuum dried, and reconstituted in 30ul of 25mM
TEABC. To label peptides with the iITRAQ reagents (Applied Biosystems), one unit of labeling

reagent (defined as the amount of reagent required to label 100ug of protein) was reconstituted in

70ul of ethanol. Products isolated from SCC-11 cells exposed to 10ug/ml cisplatin were labeled with



1TRAQ (115, 116 and 117), whereas products isolated from SCC-11M cells exposed to cisplatin were

labeled with iTRAQ (113 and 114), respectively.29 After incubation of specific mixes at room

temperature for 1h, labeled peptides were pooled, resuspended in buffer A, and the specific mixes

were fractionated by SCX chromatography on an Agilent HPLC system using a PolySulfoethyl A

29
column.

Liquid chromatography (LC)/double mass spectrometry (MS/MS) analysis. Each SCX
fraction were re-dissolved in 0.2% trifluoroacetic acid, desalted and separated on a C18 column with
an 8um emitter tip using 5-40% B (90% acetonitrile in 0.1% formic acid) gradient over 60min at
300nl/min. Eluting peptides were sprayed directly into an LTQ Orbitrap Velos mass-spectrometer
(ThermoScientific) through an 1xm emitter tip at 1.6kV. Survey scans (full ms) were acquired from

350-1800 m/z with up to 10 peptide masses (precursor ions) individually isolated with a 1.2Da

window and fragmented (MS/MS) using a collision energy of 45s and 30s dynamic exclusion.”’

Precursor and the fragment ions were analyzed at 30,000 and 7,500 respectively.

Data analysis. The MS/MS spectra were extracted and searched against the RefSeq 40 database
and against the Swiss-Prot sequence database v54.2 using the MASCOT v2.2.1 program (Matrix
Science) through Proteome Discoverer software (v1.1, Thermo Scientific). The peptides with a
confidence threshold 5% False Discovery Rate (FDR) were identified based on a concatenated decoy

database search). To calculate average protein ratios, the ratios of quantified unique iTRAQ peptides
were weighted according to their peak intensities A protein’s ratio is the median ratio of all unique
peptides identifying the protein at a 5% FDR. The combination of two approaches was used to

normalize the iITRAQ ratios: normalization by total protein (i.e. the average of all the ratios). Only

proteins identified with ratios >1.25 or <0.75 were considered as potential targets.



Supplemental Legends

Figures 1-5. Schematic representation of the selected microRNA gene promoter sequences.
Putative recognition sequences for tumor protein (TP) 53, TP63, sterol responsive element
binding factor (SREBF), and nuclear factor (NF) -Y and other transcription factors are shown as
bolded and shadowed boxes, while primers used for ChiP-PCR are underlined. Recognition
sequences (responsive elements) defined using the web-based database: TFSEARCH: Searching
Transcription Factor Binding Sites (version 1.3) (mbs.cbrc.jp/research/db/TFSEARCH.html).
The following promoters depicted: S1 —miR-181a-5p; S2 — miR-519a-3p; S3- miR-374a-5p; S4

— miR-630; S5 — miR-885-3p.

Tables S1-S5. iTRAQ analysis of proteins bound to TP63 responsive element cognition
sequence located in microRNA promoters induced by exposure of sensitive SCC-11 and
resistant SCC-11M cells to cisplatin. Quantitative iTRAQ analysis was performed in triplicate.
Protein complexes from the cells exposed to control medium were labeled with iTRAQ-113, or -
114, while protein complexes from the cells exposed to cisplatin were labeled with iTRAQ-115,
-116, or -117. Only proteins identified with iTRAQ ratios >1.3 or <0.7 were considered as
potential differential interactors. S1 —miR-181a-5p; S2 — miR-519a-3p; S3- miR-374a-5p; S4 —

miR-630; S5 — miR-885-3p.



Figure S1. Mir-18la-5p promoter sequence
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Figure S2. Mir-519a-3p promoter sequence
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[CTGGAATTAG AGGTGTGAGC CGCCACGCCC CACCTGTACT

Nkx2
TGTGTATCTC
USF
GGTCTATCCT

GGAABATGTT TGTGTGTGAG ACAATGTACA TTCTTCAACA
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Figure S3. Mir-374a-5p promoter sequence
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Figure S4. Mir-630 promoter sequence
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Figure S5. Mir-885-3p promoter sequence
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Description

[ Accession [MW [kDa][5: 114/1114/113p: 115/1]: 115/1]: 116/4]: 116/1]115/11f: 117/4f: 117/1]

pL |Ccuvera§|#E PSI|Pept| Score A3 |overage A|PSM |Jtides

Table Sl. Proteins interacting with the miR-181a-5p promoter sequence in SCC cells (11/11M) upon cisplatin exposure

tumor protein p63 [Homo sapiens], TP63 169234657
histone deacetylase 4 [Homo sapiens], HDAC4 153085395
nuclear transcription factor Y subunit alpha [Homo sapiens], NFYA 56417679

C-terminal-binding protein 1 isoform 1 [Homo sapiens], CTBP1 4557497

zinc finger and BTB domain-containing protein 2 [Homo sapiens], ZBTB2 24308241
SIN3 homolog B, transcription regulator [Homo sapiens], SIN3B 84569981
basic helix-loop-helix family, member e41 [Homo sapiens], SHARP1 (BHLHE41) 19684064

CCAAT/enhancer binding protein, beta [Homo sapiens], C/EBPbeta 119596035
methyl-CpG-binding protein 2 isoform 1 [Homo sapiens], MECP2 4826830
CCCTC-binindg transcriptional repressor, isoform 1 [Homo sapiens], CTCF 5729790
Y-box binding protein 1 [Homo sapiens], YBX1 116283293
sex-determining region Y protein [Homo sapiens], SRY 383087989
histone acetyltrasferase KAT5 isoform 1 [Homo sapiens], KAT5 36287069
CREB-regulated transcription activator 2 [Homo sapiens], CRTC2 32171215
histone-arginine methyltransferase [Homo sapiens] CARM1 40288288
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21.5
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40.8
53.6
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59.6
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Description [ Accession Jiw [kDd5: 114/114/113p: 115/1]5/113]: 116/4]6/11315/11: 117/1]7/113]

pl |Covera§|# PSI\|Pept| Score A3 |0verage I|SM A|wtides

Table Sll. Proteins interacting with the miR-519-3p promoter sequence in SCC cells (11/11M) upon cisplatin exposure

tumor protein p63 [Homo sapiens], TP63 169234657 67.9 1.046 11 6.854 10 7.248 9 100 6.528 11
histone deacetylase 1 [Homo sapiens], HDAC1 13128860 579 1.040 9 2.634 5 2.625 7 080 2503 9
SIN3 homolog B, transcription regulator [Homo sapiens], SIN3B 84569981 40.8 1.160 5 2449 5 2145 5 089 2116 5
nuclear transcription factor Y subunit alpha [Homo sapiens], NFYA 56417679 21.4 1.019 9 1.851 9 1.801 9 1.08 1.801 9
BTG3 associated nuclear protein SMAR1 isoform a [Homo sapiens], BANP 17986266 55.3 1.016 5 1.807 5 1.406 5 089 1.612 5
forkhead box D3 [Homo sapiens], FOXD3 6912372 52.5 0.931 1 1731 1 1.641 1 1.15 1.440 1
C-terminal-binding protein 1 [Homo sapiens], CTBP1 4557497 48.1 0.538 1 1.476 1 1.208 1 1.13 1.515 1
sex-determining region Y protein [Homo sapiens], SRY 383087989 23.6 0.943 1 1397 1 1.208 1 0.90 1.309 1
basic helix-loop-helix family, member e41 [Homo sapiens], SHARP1 (BHLHE41) 19684064 53.6 1.243 2 1.368 2 1.485 2 097 1.216 2
CCCTC-binding transcriptional repressor, isoform 1 [Homo sapiens], CTCF 5729790 80.8 1.043 13 1.311 14 1.219 14 1.10 1.302 14
CCAAT/enhancer binding protein, beta [Homo sapiens], C/EBPbeta 119596035 40.1 1.079 5 1.245 5 1.370 5 085 1.216 5
zinc finger and BTB domain-containing protein 2 [Homo sapiens], ZBTB2 24308241 61.2 0.755 2 1.232 2 1.425 2 1.03 1.399 2
CREB-regulated transcription activator 2 [Homo sapiens], CRTC2 32171215 77.5 0.916 29 0.681 29 0.625 29 0.80 0.713 29

histone acetyltransferase KAT2B [Homo sapiens], KAT2B 40805843 91.1 0.961 1 0377 1 0.550 1 0.98 0.413 1
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Description

Accession |\ [kDep: 114/1]: 114/1} 115/] 115/[: 116/4] 116/1.45/11]: 117/97/113 p1 [coveraf PSMPeptid] Score A3

||verage |’SM A|’eptides A

Table Slll. Proteins interacting with the miR-374a-5p promoter sequence in SCC cells (11/11M) upon cisplatin exposure

tumor protein p63 [Homo sapiens], TP63

forkhead box D3 [Homo sapiens], FOXD3

sex-determining region Y protein [Homo sapiens], SRY

transcription factor AP-4 (activating enhancer binding protein 4) [Homo sapiens], TFAP4
CCAAT/enhancer binding protein, beta [Homo sapiens], C/EBPbeta

forkhead box M1 isoform 1 [Homo sapiens], FOXM1

nuclear transcription factor Y subunit alpha, isoform 1 [Homo sapiens], NFYA

YY1 transcription factor [Homo sapiens], YY1

histone deacetylase 2 [Homo sapiens], HDAC2

CCCTC-binding transcriptional repressor, isoform 1 [Homo sapiens], CTCF

general transcription factor IIB [Homo sapiens], GTF2B

CREB-regulated transcription coactivator 2 [Homo sapiens], CTRC2

Sp1 transcription factor [Homo sapiens], Sp1

Cbp/p300-interacting transactivator 2, isoform 1 [Homo sapiens], CITED2

transcription factor AP-2 alpha (activating enhancer binding protein 2 alpha) [Homo sapiens], TFAP2A

169234657
6912372
383087989
4507447
119596035
42544167
4505389
4507955
46623327
5729790
4504193
32171215
38372901
19923343
109389358
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1.546
1.559
1.273
1.262
1.531
1.451
0.638
0.427
0.557
0.310
0.293

51
17
12

28
10

38
21

0.87
0.85
1.14
0.90
1.01
0.98
0.86
0.96
0.88
0.90
0.89
1.15
0.84
1.16
0.94

8.841
1.351
1.728
1.352
1.750
1.695
1.546
1.480
1.558
1.296
0.594
0.383
0.459
0.421
0.258

51
17
12

28
10

38
21

-

=

16

5.59
5.38
8.24
6.80
8.02
4.88
4.94
11.62
6.98
7.20
9.76
6.05
6.18
8.53
775

53.03 103
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Description Accession MW [kDa][A5: 114/113[5: 114/11]A5: 115/11]5: 115/11]AS: 116/11]5: 116/11] 115/116[A5: 117/1135: 117/113  pI_[Covera sPSMsfsPeptide] Score A3 [Coverage APPSM Alptides A
Table SIV. Proteins interacting with the miR-630 promoter sequence in SCC cells (11/11M) upon cisplatin exposure
tumor protein p63 [Homo sapiens], TP63 169234657 67.9 0.987 21 7.369 21 6.753 21 0.81 6.999 21 6.16 50.05 20 8 1529.55 49.01 19 7
nuclear transcription factor Y, beta [Homo sapiens], NFYB 5453780 25.6 1.035 10 2.724 10 2.350 10 0.84 0.272 10 8.29 15.35 16 4 40744 182.40 12 4
CREB-regulated transcription coactivator 2 [Homo sapiens], CRTC2 32171215 77.5 0.753 6 2171 6 2.078 6 0.90 2.463 6 8.66 3.02 12 2 22179 1.51 5 1
DNA damage-inducible transcript 3 [Homo sapiens], DDIT3 304282231 20.3 0.974 2 2.107 2 1.971 2 1.00 2.142 2 492 1.25 20 3 285.28 1.00 9 2
heat shock transcription factor 1 [Homo sapiens], HSF1 15779147 59.5 0.974 2 1.865 2 1.471 2 1.00 1.544 2 4.92| 1.25 2 3 285.28 1.00 9 2
transcription factor Sp1, isoform a [Homo sapiens], SP1 38372901 92.4 0.953 7 1.724 7 1.325 7 0.93 1.537 7 6.92 10.61 13 2 173.50 10.61 6 2
transcription factor AP-2alpha, isoform a [Homo sapiens], TFAP2A 4507441 48.5 1.053 27 1.596 28 1.246 28 1.01 1.250 28 8.02 27.58 30 9 137371 26.32 34 8
v-myb myeloblastosis virus oncogene homolog [Homo sapiens], c-MYB 71682821 69.8 0.916 1 1.538 1 1.411 1 0.83 1.352 1 7.01 49.03 1 1 3911.15 38.41 1 1
general transcription factor IIB [Homo sapiens], GTF2B 18088837 36.5 0.953 6 1.417 6 1.380 6 0.90 1.463 6 8.66 3.02 12 2 22179 1.51 5] 1
histone acetyltransferase, KAT2B [Homo sapiens], KAT2B 40805843 94.6 0.982 1 1.392 1 1.473 1 1.02 1.432 1 4.67 6.79 5] 6 71245 6.56 3 2
Cbp/p300-interacting transactivator 2 isoform 1 [Homo sapiens], CITED2 19923343 31.6 0.968 1 1.358 1 1.276 1 1,15 1.276 1 6.13 3.15 2 1 66.61 3.15 1 1
TATA-binding protein-like protein 1 [Homo sapiens], TBPL1 358439409 21.6 0.905 S] 1.247 S] 1.329 S] 1.10 1.555 S] 5.12| 5.14 4 2 84.19 2.86 1 1
activating transcription factor 2 [Homo sapiens], ATF2 120660330 57.8 0.933 2 1.228 2 1.248 2 0.81 1.530 2 7.03 51.92 4 4 5402.07 51.92 4 4
C-terminal-binding protein 1 isoform 1 [Homo sapiens], CTBP1 4557497 48.3 0.913 1 0.525 1 0.428 1 0.90 0.562 1 9.28 35.37 4 2 148.28 S5/ 3 2
histone deacetylase 1 [Homo sapiens], HDAC1 49456395 53.6 0.904 16 0.347 16 0.390 16 1.16 0.472 16 8.53 11.13 16 11 41744 8.40 12 8
histone-lysine N-methyltransferase EZH2 isoform b [Homo sapiens], EZH2 23510384 78.3 0.913 11 0.327 11 0.353 11 1.02 0.343 11 6.32 10.25 10 8  549.55 9.21 9 7
SIN3 homolog B, transcription regulator [Homo sapiens], SIN3B 84569981 40.8 1.189 4 0.315 3 0.344 3 1,172 0.379 3 4.81 6.56 5 1 84.39 6.56 2 1
CCCTC-binindg transcriptional repressor, isoform 1 [Homo sapiens], CTCF 5729790 80.8 0.948 3 0.280 14 0.319 14 1.97 0.302 14 6.07 12.45 12 7 354.67 11.45 24 9



Descriptio8 [ Accession [MW [kDa] A5: 114/113]5: 114/11]A5: 115/11]5: 115/11]A5: 116/1135: 116/11115/116[a5: 117/1135: 117/11  pl _ [Coverads PSME Peptide] Score A3 JCoverage AJpsM Aleptides A
Table SV. Proteins interacting with the miR-885-3p promoter sequence in SCC cells (11/11M) upon cisplatin exposure
tumor protein p63 [Homo sapiens], TP63 169234657 67.9 1.009 11 6.371 11 7.278 11 1.19 7.146 11 6.36 1.79 12 11 121.89 1.81 11 10
histone acetyltransferase, EP300 [Homo sapiens], KAT3B 50345997 271.3 1.013 1 2.757 1 2.828 1 1.02 2.328 1 576 5.33 2 2 108.85 5.39 3 2
Cbp/p300-interacting transactivator 2 isoform 1 [Homo sapiens], CITED2 19923343 31.6 1.018 1 2.135 1 2.086 1 0.97 2.065 10 6.62 22.65 1 1 50431 18.58 1 1
CREB-regulated transcription coactivator 2 [Homo sapiens], CRTC2 32171215 77.5 0.908 6 1.942 6 1.813 6 1.16 1.629 6 7.96 8.82 7 4 13717 8.82 4 4
TATA-binding protein-like protein 1 [Homo sapiens], TBPL1 358439409 20.5 0.976 24 1.931 24 1.558 24 1.00 1.719 24 7.55 16.96 42 11 1010.36 14.80 18 8
c-Rel homolog [Homo sapiens], c-REL 219518044 65.4 1.149 5] 1.833 5 1.609 5] 0.87 1.420 5] 5.40 15.43 35 7  655.12 15.43 17 7
transcription factor Sp3, isoform 1 [Homo sapiens], SP3 38373693 88.5 0.929 16 1.794 15 1.750 15 1.08 1.649 16 5.66 17.84 48 14 1042.57 14.71 20 10
transcription factor AP2alpha, isoform a [Homo sapiens], TFAP2A 4507441 49.5 1.071 6 1.766 6 1.676 6 1.07 1.685 6 8.18 4.86 6 2 50.73 2.16 1 1
general transcription factor 2B [Homo sapiens], GTF2B 4504193 36.6 0.991 4 1.573 4 1.629 4 0.91 1.675 4 8.60 3.06 7 3 186.38 2.46 3 2
activating transcription factor 2 [Homo sapiens], ATF2 120660330 56.5 0.988 40 1.351 40 1.376 40 0.92 1.331 40 9.38 15.32 72 16 1292.39 13.47 36 13
DNA-damage-inducible transcript 3 [Homo sapiens], DDIT3 304282231 20.6 0.915 6 1.311 6 1.343 6 0.86 1.372 6 5.19 17.05 8 5 200.39 17.05 5] 5]
nuclear transcription factor Y, beta [Homo sapiens], NFYB 5453780 22.7 0.908 5 1.299 5 1.337 5 0.95 1.510 5 6.34 27.78 9 1 1590.80 27.78 4 1
histone-lysine N-methyltransferase EZH2 isoform a [Homo sapiens], EZH2 21361095 83.3 0.913 11 0.567 11 0.653 11 1.02 0.430 11 6.32 10.25 10 8  549.55 9.21 9 7
histone deacetylase 4 [Homo sapiens], HDAC4 153085395 117.6 0.753 6 0.337 6 0.278 6 0.90 0.463 6 8.66 3.02 12 2 221.79 1.51 5] 1
C-terminal-binding protein 1 isoform 1 [Homo sapiens], CTBP1 4557497 48.3 1.091 1 0.257 1 0.283 1 0.90 0.328 1 9.28 35.37 4 2 148.28 35.37 B] 2
SIN3 homolog B, transcription regulator [Homo sapiens], SIN3B 84569981 40.8 0.989 6 0.239 4 0.214 4 0.92 0.279 4 4.81 8.16 5 2 45.39 8.16 4 2
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