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RNA methylation analysis of HNSCC
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In this study, we analyzed m6A levels in a well-characterized dataset of 44
matched pairs of HNSCC tissues and normal tissues. m6A levels were examined via relative
quantification assay using ELISA. Cancer tissues had significantly lower levels of m6A than matched
normal mucosa (P < 0.01). m6A levels were evaluated according to various clinical characteristics
and prognostic implications. Notably, we found that m6A levels were significantly correlated with
recurrence (P = 0.031). Low levels of m6A were correlated with poor survival (DFS; log-rank test, P
= 0.031). In multivariate analysis, low levels of m6A were evaluated as a significant independent
prognostic factor of DFS (hazard ratio: 3.606, 95% confidence interval: 1.262&#8211;10.306; P = 0.
017). HNSCC cells treated with METTL3 siRNA showed a reduction in growth and a decrease in m6A
levels. Taken together, our findings showed that low levels of m6A and subsequent overexpression of
METTL3 may affect the development of HNSCC.
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Table 1
Table 1. m6A levels in HNSCC Primary Samples. 1 Fisher’s exact probability test. * P <0.05
. - mMG6A levels (n = 44)
Patient and tumor characteristics
> 1.5 (20) <1.5(24) P-value*
Age
Under 65 9 8
65 and older 11 16 0.539
Gender
Female 3 3
Male 17 21 1
Alcohol exposure
Ever 15 18
Never 5 6 1
Smoking status
Smoker 16 20
Non smoker 4 4 1
Tumor size
T1-3 14 18
T4 6 6 1
Lympho-node status
NO 5 5
N+ 15 19 1
Stage
I, 10, 11 8 6
\% 12 18 0.342
Recurrence events
Positive 12 6

Negative 8 18 0.031*
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Table 2. Multivariate analysis of factors affecting survival usng Cox proportional hazards mode in 44
HNSCC patients.

Disease-free survival

Variables
HR (95% Cl) P
Age
65 and older vs. < 65 0.923 (0.289-2.947) 0.893
Sex
Female vs. Mae 0.553 (0.100-3.068) 0.498
Alcohol exposure
Ever vs. Never 3.031 (0.670-13.70) 0.15
Smoki ng status
Smoker vs. Non smoker 0.552 (0.108-2.822) 0.476
Sage
[ 1 vs. 1V 2.532 (0.809-7.921) 0.11
mMBA levels
>15vs <15 3.606 (1.261-10.31) 0.017*
HR: hazard ratio; 95% Cl: 95% confidence interval; * P < 0.05
FaDu  METTL3siRNA METTL3  mRNA
P<0.001 Figure 3A
METTL3 siRNA FaDu mM6A M6A
P 0.017 Figure 3B
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FaDu  METTL3siRNA METTL3
P 0.023 Figure 4A, 4B
METTL3 siRNA FaDu
P 0.035 Figure 4C
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