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Figure S1. Effects of AdoMet on autophagic process in LSCC. The cropped blots are used in the main

figure (Figure 1 E and F).
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Figure S2. Effect of AdoMet on ER stress and related UPR in LSCC. The cropped blots are used in the
main figure (Figure 2 E and F). The graphs shown the densitometric analysis of DUSP-1 and CHOP
vs endogenous control. In Figure 2 are reported the densitometric analysis of pERK 1/2/ERK 1/2,
PINK/INK, p-p38/p38 ratio. The means and SD are shown. *p < 0.05 versus control.
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Figure S3. Evaluation of miR-888-5p inhibitor impact. JHU-SCC-011 (A) and HNO210 (B) cells were
transfected with miRNA scramble negative control (NCs) for 72 h, and the apoptosis occurrence was

evaluated by FACS analysis.



Cancers 2020, 12 S4 of S7

IB: anti-PARP-1
1B: anf-PARP-1 w“ PARP m " i
Th :
Cintel AdoMet  Inhibitor AdoMet +
Contra AdoMet Tnbibitor  AdoMet + § MW (kDa) 300gM  miRsss  Inbibitor miR-885
MW (kDa) 300§ miR-§88 Inhibitor miR-$8% '
.
PARP-1
050 8 05 ‘
PARP-I ‘
100: 91: IS 59 g IB nnn-mpaseﬂ 00 »
i Contrl ?;SM}: In};{bwﬁlﬁuﬂr f‘id;t;m
IB: anti-caspase § 000 M i nhibitor
Conol ~ AdoMet [nhibitormiR- AdoMet + AdoMet Inhibitor AdoMet+ miR-888
Th ET ] Inhlbgg;m]ﬂ- MW (D) Coml N Rgs ok RS N
ro-Caspase
Contrdl AdoMet  Inhibitor ~ AdoMet+ @ 4
MW (kDa) 300pM miR-§88 Inhibitor miR-§88
1 Pro-Caspase § Full lenght £
8- Caspase § f
03
63- "
Full lenght u
e Caspase8 5 IB: anti-t-tubulin
. h 0
; ; 1 AdoMet [nhibitor AdoMet + Control ~ AdoMet  Tnhibitor ~ AdoMet+
00: 7 85: 68 MW DR ™™ o0pM ks Inbbior k38 MM mRSS  Ihibior
miR-$58
IB: anti-caspase 9 i
h ) -
Comol  AdoMet  Inhibitor miR- ~ AdoMet+ 6-
MW (kDa) Contral AdoMet  Inhibitor ~ AdoMet+ 300uM 888 Inhibitormik-
300pM  miR-888 Inhibitor miR-888 88
63- t-tubulin
4-
is Pro-caspase Y
4- i 100: 103: 108: 106
il Iengh; IB: anti-caspase 9 b Pro-Caspase §
caspase
¥ : h
35 L i ' ot M b AdMet
MW (kDa) 3000 miR-388  Inhibitor miR-388 £ *
100: 60: 4 4
1B: anti-caspase 7
05
Th
MW (kD) gy AdoMet  Inbibitor  Adobet = Full lenght
300pM  miR-888 Inhibitor miR-888 caspase
0
Control ~ AdoMet  Inhibitor miR- ~ AdoMet +
4 WM bR lBianlI-cﬂspaw’? o e e e
888 1h miR-888

Control

AV hbor Agoel+ —_—
MW (kDa) 300 wiR$88 faivitor miR-$58 ro-Caspase
ulllenght | Pro-capase 7
caspase 7

= Full lenght 03 i
caspase 7
100: 66: 7 9
1B: anti-g-tubulin
o
1B: anti-g-tubulin Contral ~ AdoMet  Inhibitor ~ AdoMet +
J00M miR-888  nhibitor

100: T 8I: 50
MW(kD2)  opqryy AdoMet  Inbibitor  AdoMet + 21 ‘
Conol ~~ AdoMet Inh]buurmlR AdoMet + e miR-§88
00uM miR-88 Inhibitor miR-888 W 8 b ool BV lnbbior AoVt
63 058 300 M miR-888  Inhibitor miR-888

t-tubulin i
#-
a-tubulin
w0 8 % -
0w 9 §7

Figure S4. Effect of AdoMet and miR-888-5p inhibitor combination on apoptotic process in LSCC. The
cropped blots are used in the main figure (Figure 4 B and C). The graphs shown the densitometric
analysis of each proteins vs endogenous control. The means and SD are shown. *p < 0.05 versus

control.
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Figure S5. Evaluation of miR-888-5p inhibitor impact on cell migration in LSCC. Confluent
monolayers of (A) JHU-SCC-011 and (B) HNO210 cells treated or not (Control) with scramble
negative control (NCs) for 48 hr, were scratched with micropipette tip and snapshot pictures were

captured by microscope to check for wound clousure. Pictures of the wounds corresponding to time

zero (to) and 24 hr (t1) from the scrape in both cell lines are reported.
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Figure S6. Effect of AdoMet and miR-888-5p inhibitor combination on cell migration in LSCC. The
cropped blots are used in the main figure (Figure 5 C and D). The graphs shown the densitometric

analysis of each proteins vs endogenous control. The means and SD are shown. *p< 0.05 versus

control.
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Figure S7. Effect of AdoMet and miR-888-5p mimic on MYCBP and CDH1 expression. (A-B) Cells
were transfected with miR-888-5p mimic in the presence or not (Control) of 300 uM AdoMet for 48
and 72 hr. Total-RNA of JHU-SCC-011 and HNO210 cells was extracted and cDNA was synthesized
by qRT-PCR, to analyze the transcriptional level of predicted target. The graphs show the fold change
(A) of MYCBP or (B) CDHLI in the different experimental conditions normalized to GAPDH mRNA
and compared to untreated cells. The means and SD are shown. *p < 0.05 versus control.
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Figure S8. Effect of AdoMet and miR-888-5p inhibitor on MYC and CDHI1 expression. The cropped
blots are used in the main figure (Figure 6 C). The graphs shown the densitometric analysis of each

proteins vs endogenous control. The means and SD are shown. *p < 0.05 versus control.



