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Supplementary method information:

Processing of raw array data: Background subtraction and control normalization were done
using preprocesslllumina in minfi package. Further normalization was done with the
algorithm BMIQ from the wateRmelon package (v.1.22.1), which accounts for differences in
probe type [1]. Quality control steps included checking for: 1) technical variation and outliers,
2) bias related to plate and well number, and 3) distribution in global methylation between the
groups. No row or plate bias were observed across plates. Probes with no value or low
detection quality were removed. One sample was excluded after filtering for missing smoking
information, and one was excluded as an outlier in the principal component analyses (Figure

S1).

In silico cell type composition prediction: The implemented “estimateCellCounts” function
in the minfi package [2] were used for estimated cell type composition. We estimated cell
type proportion of the samples which included Natural Killer cells, Granulocytes, CD8 T-cells
(CDS8T), CD4 T-cells (CD4T), Monocytes and Beta cells [2, 3]

Covariates in regression models: In addition to the covariates presented in the main text we
also tested the following models:

e CBCT model - age, smoking (Fig. S5A)

e CBCT model - age, smoking, and cell type (Fig. S4A)

e MetS model - age, smoking, CBCT and cell type (Fig. S4B)

e MetS model - age, smoking, CBCT, cell type and testosterone (Fig. S5B)
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Supplementary figures
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Figure S1: PCA plot of B-methylation
for the four sample groups, showing
one outlier. The plot is coloured by
different groups. Blue group did not
develop MetS, but received CBCT,
green did not develop MetS and did not
receive CBCT, red developed MetS and
received CBCT, and black developed
MetS and did not receive CBCT.

Figure S2. Barplot of the global
average methylation per sample. Blue
and green indicate whether patients
had received cisplatin or not,
respectively. Samples were sorted
descending using their
methylation value.

average



Figure S3:

F2RL3 AHRR
i 0s| | I
o7+ -‘ [ Figure S3. Boxplot of smoking
@ > . associated CpGs for the genes AHRR
Fos o7l * and F2RL3. Never, Former and
;‘.'-‘; I Current, refer to the smoking status as
05 06 presented in Table 1.
885 8 E 5
255 253

Fig S4. Q-Q plots for A) CBCT model, methylation B-value as the dependent and CBCT as the
independent variable, adjusted for smoking, age, and cell count. B) MetS model, MetS as the dependent
and methylation B-value as the independent variable, adjusted for CBCT, smoking, age and cell count.
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Fig S5. Q-Q plots for A) CBCT model, methylation B-value as the dependent and CBCT as the
independent variable, adjusted for smoking, and age. B) MetS model, MetS as the dependent and
methylation B-value as the independent variable, adjusted for CBCT, smoking, age, testosterone and cell
count.
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Fig S6. Venn-diagram illustrating the overlapping number of top 2000 nominally significant CpGs
between the original model, and the models with the 5 individual criteria of the MetS-diagnosis as
dependent variable. Criteria is according to the National Cholesterol Education Program expert panel:
Hypertension = blood pressure >130/85 mmHg, HDL = HDL-cholesterol <1.0 mmol/L, Triglycerides =
triglycerides >1.7 mmol/L, Waist Circ. = waist circumference >102 cm, and Glucose = fasting glucose
>6.5 mmol/L
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