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Figure S1. Standard curve of methylation level m°A/A [%].
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Figure S2. The Kaplan-Meier survival analysis of HNSCC patients according to increased/ decreased

mRNA level of METTL3 (A) and FTO (B) genes in cancerous tissues compared to histopathologically

unchanged tissues.
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Figure S3. The Kaplan-Meier survival analysis of HNSCC patients according to increased/ decreased
mRNA level of YTHDF2 (A) and YTHDC2 (B) genes in cancerous tissues compared to

histopathologically unchanged tissues.



Table 51. Primers sequnce used in qPCE analysis.

Gene Sequence (5'-3')
F GTCTCCTCTCGACTTCAACAGOG
B ACCACCCTGTTGCTGTAGCCAA
ETTITCOGGTITAGCCTTCGGG

GAPDH

METTL3 E: GATAGAGCTCCACGTGTCCG

IO EACTTGGCTCCCTTATCTGACC
E: TGTGCAGTGTGAGAAAGGCTT

YTHDE E AACTGCGACACATTCGCCTA
E:TCTCTGGTITCCTCCTTCCCTAA

YTHDC? E TTGGATGAGGGCCTTIGGTTT

E: CCATTGGTCCTIGTTGCTCAC

F- forward primer

E- reverse ]_Jl"iII'IE r

Table S2. v A/A ratio in cancerous and histopathologically unchanged tissue samples from patients with HNSCC

Characteristic Cancerous tissue Histopathdogicallyunchanged  p-value

fissue

Median (range) « or Median (range) « ox

Mean (x 5D) * Mean 5D »
Age at the time of surgery (years)

760 01120040 011=004" 074
=60 0122004¢ 011=004+ 0.56

Gender
Male 011x003¢ 011=x003¢ 0.36
Femiale 013=0.04% 011=004¢® 023

Tumor stage (TNM classification)
Tl 012x005" 014=005" Ded
T2 013=005¢ 011=004" 0.20
T3 010x003" 010=002" 082
T4 0.11 [0.08-0.21] « 0.11 [0.06-0.18] « 090
N 0.11 [0.08-0.22] - 0.11 [0.06-0.17] 0.71
N1 01220047 012=003" 0.35
N2 012+005¢ 013004 > 076
N3 0.078=003" 0.084=003" 083
Histdogic grade
Gl 0.14 [0.08-0.20] « 0.11 [0.09-0.18] « 045
G2 0.11 [0.04-0.22] 0.11 [0.05-0.18] 0.57
G3 0.11 [0.08-0.17] « 0,09 [0.06-0.18] « 039
Anatomical site

Larymx 0.11 [0.08-0.17] 0.10 [0.07-0.18] 071
Oral cavity 0.11 [0.04-0.22] « 0.11 [0.05-0.18] « 095
Oropharymx 013=002% 0.09=003" 012

Depending on the data distribution we performed the U Mann-Whitmey test' or unpaired t-test with Welch's correction



Table S3. MIETTI3 transcript levels in cancerous and histopathologically unchanged tissue samplesfrom patients with
HNSCC.

Characteristic Cancerous tissue Histopathoogically unchanged tissue  p-wvalue
Median (range) « or Median (range) « or
Mean (5D * Mean (= 5D) "
Age atthe ime of surgery (years)

260 0.84 [0.24-290] « 092 [0.17-3.63] ¢ 0.5
=60 0.89 [0.26-3.48] - 0.70[0.31-3.38] 040

Gender
Male 0.83 [0.26-297] 0.70 [1.7-3.38] - 073
Female 165x117% 138114 0.5

Tumor stage (TNM classification)
Tl 167+162% 244+138% 057
T2 136[041-312]« 131[0.17-2.33]« 0.68
T3 0.65 [0.25-1.51]« 0.57 [0.31-3.38] 071
T4 0.83 [0.24-297] 067 [0.25-3.11] - =(599
NO 0.76 [0.33-3.48] - 092 [0.31-2.76] « 0%
N1 1.02[0.24-294] - 0.54 [0.27-3.36] 0.7
N2 143=056" 125097 066
N3 054=x012" 067x060" 0.7
Histologic grade
Gl 0.76 [0.57-3.12] 0.73[0.17-1.807 - 09
G2 0.90 [0.24-3.48] - 128[0.25-3.38] 090
G3 071x039® 049=010v 034
Anatomical site

Larymx 0.84 [0.25-297]« 0.63 [0.25-3.38] « 098
Oral cavity 095 [0.24-3.48] - 0.90 [0.27-3.63] 0.76
Oropharymx 148£142w 095115+ 0.50

The METTL3 transcript levels were measured in triplicates and standardized by GAPDH reference gere, relative gene
expression were calculate using Pfaffl method. D epending on the d ata distribution we performed the U Mamn-Whitrey

test or unpaired t-test with Welch's correction®.



Table S4. FTO transcript levels in cancerous and histopathologically unchanged tissue sample from patient with
HNSCC.

Characteristic Cancerous tissue Histopathologically unchanged tissue  p-value
Median (range) * or Median (range) * or
Mean (= 5Dy ® Mean iz SD) &
Age atthe ime of surgery (years)

760 106 [0.31-3.64] « 165 [0.14-4.07] 0.66
=6l 120[0.41-310] - 087 [0.33-3.10] - 0.48

Gender
Male 115 [0.31-3.64] « 095 [0.14-3.10] 013
Female 0.96 [0.41-2.58] « 117 [0.46-4.07] « 0.5

Tumor stage (TNM classification)
T1 084=083" 194+069" 016
T2 147 076" 161=110% 0.2
T3 0.53 [0.42-1.52] - 0.51 [0.33-1.45] - 071
T4 148+057¢ 099060 0.10
NO 0.59 [0.42-235] « 1.03[0.34-2.06] * 0x
N1 134[0.41-364] 116 [0.33-4.07] « 092
N2 141=059" 112 059" 046
N3 049007 057047 0.580
Histologic grade
Gl 107 052" 112+062% 0.83
G2 147 [0.31-3.64] « 111 [0.28-4.07] + 0.15
G3 0.54 [0.£3-071] - 0.57 [0.33-3.10] =099
Anatomical site

Laryrix 147 [0.42-3.64] 4 0.78 [0.28-2.38] 017
Oral cavity 1.10[0.31-289]« 116[0.34-407] ¢ 0.5
Cropharymx 095+054® 137+154w 0.69

The FTO transcript levels were measured in triplicates and standardized bv GAPDH reference gene, relative gene
expression were calculate using Pfaffl method. Depending on the data distribution we performed the U Marn-Whitre v

test or unpaired t-test with Welch's correction®.



Table S5. YTHDF? transcript levels in cancerous and histopathologically unchanged tissue sample from patient with
HNSCC.

Characteristic Cancerous tissue Histopathalogically unchanged tissue  p-value
Median (range) “ or Median (range) * or
Mean (= SD) » Mean (= SD) ®
Age atthe ime of surgery (years)

760 0.87 [0.07-495] - 092 [0.14-4.50] 0
=60 139 [0.32-5.33] - 110[0.10-422] « 0.8

Gender
Male 1.00 [0.07-5.33] - 099 [0.10-422] - 084
Female 1.35 [0.38-495] - 1.03 [0.14-450] - 0.7

Tumor stage (TNM classification)
T1 071 2090" 276x246" 0.33
T2 133=124" le0=124" 06t
T3 0.60 [0.32-274] - 0.52[0.10-1.958] 0.80
T4 1.01[0.32-533]- 1.00[0.14-423]« 0%
NO 1.10 [0.07-5.33] = 127[0.17-422]« 0.5
N1 1.00 [0.32-224] - 1.04[0.13-450] - 0%
N2 1.22[0.35-495] - 0.98 [0.20-3.32] 08
N3 067 20540 0.39=037¢ 0.50
Histdogic grade
Gl 169 2089° 12920740 043
G2 0.80 [0.07-5.33] - 094 [0.13-422]- 0.7
G3 1.35=115" 085x067" 0.3
Anatomical site

Laryrx 1.31[0.32-5.33] - 0.95 [0.10-4.22] 0.5
Oral cavity 0.92 [0.07-495] - 1.01[0.13-450]« 0.7
Oropharymx 219=093¢ 0762071¢ 0.15

The YTHDF? transcript levels were measured in triplicates and standarized by GAPDH reference gene, relative gene
expression were calculate using Pfaffl method. Depending on the data distribution we performed the U Mann-Whitne v

test: or unpaired t-test with Welch's correction®.



Table S6. YTHDC? transcript levels in cancerous and histopathologically unchanged tissue sample from patient with
HNSCC.

Characteristic Cancerous tissue Histopathalogically unchanged tissue  p-value
Median (range) “ or Median (range) * or
Mean (= SD) » Mean (= SD) ®
Age atthe ime of surgery (years)

760 0.93 [0.01-389] - 136 [0.18-438]« 0x
=60 118[0.12-438] - 140[0.19-452]« 08

Gender
Male 098 [0.13-438] - 146[0.19-452] - 0.5
Female 1.37 [0.01-3.04] - 1.03 [0.18-438] « 0.6

Tumor stage (TNM classification)
T1 1471327 212+087¢" 082
T2 142 +0838> l46+123" 092
T3 111 [0.50-3.14] - 2.04 [0.19-2.84] - 0.51
T4 0.76 [0.12-438] - 132[026-452]« 075
NO 126 [0.38-432]« 193[0.38-452]« 0.6l
N1 0.70 [0.50-1.77] - 1.04[0.26-2.10] 0.5
N2 1.72=143"% lesx121" 092
N3 103 2032¢ 063x041¢ 0.26
Histdogic grade
Gl 1.58 =0.55" lie=084" 0.80
G2 0.98 [0.01-498] - 157 [0.18-452] - 04
G3 15d=131" 171£137" 0.88
Anatomical site

Laryrx 1.26 [0.55-4.38]~ 2.10[0.19-4.52] « 054
Oral cavity 0.95 [0.01-294] « 1.31[0.158-4.38] ¢ 070
Oropharymx 097 20738 087+x022¢ 085

The YTHDC2 transcript levels were measured in triplicates and standarized bv GAPDH reference gene, relative gene
expression were calculate using Pfaffl method. Depending on the data distribution we performed the U Marn-Whitne v

test: or unpaired t-test with Welch's correction®.



