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Supplementary Figure 1. Illustration of two different approaches used in the Differentially Methylated Position (DMP) analysis. In approach 1, the DMP analysis was performed using pairwise comparison between the reference and exposed samples. For illustrative purposes, the reference samples and samples incubated at 4°C for 14 days are shown. In approach 2, the DMP analysis was conducted separately for the two temperatures (4°C and 22°C), using time as a continuous variable to identify systematically deviating CpG positions.
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Supplementary Figure 2. Comparison of red and green mean intensity background signal intensities. Each dot represents a sample of the dataset.
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Supplementary Figure 3. Mean signal intensity values.
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Supplementary Figure 4. Number of detected probes in all samples. 
[image: A close-up of a barcode

Description automatically generated]
Supplementary Figure 5. Bisulfite conversion rate in all samples.







[image: A collage of graphs and diagrams

Description automatically generated]
[bookmark: _Hlk164153080][bookmark: _Hlk153377220]Supplementary Figure 6. Principal component analysis (PCA), Scree plot, and association analysis before and after batch correction. (A) PCA before batch correction. (B) Scree plot showing the percentage of variance explained by each PC before batch correction. (C) Association analysis result of top 10 PCs and biological/technical variables before batch correction. (D) PCA after batch correction. (E) Scree plot showing the percentage of variance explained by each PC after batch correction. (F) Association analysis result of top 10 PCs and biological/technical variables after batch correction. PC: Principal Component; R2: Squared Pearson correlation coefficient; *: p-value < 0.05; **: p-value < 0.01; ***: p-value < 0.001.
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Supplementary Figure 7. Paired squared Pearson correlation coefficients (R2) between the reference and exposed samples in three DNAm intervals. *: p-value < 0.05; **: p-value < 0.01; ***: p-value < 0.001; ns: not significant.
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Description automatically generated]Supplementary Figure 8. Cumulative distribution of CpG positions for the exposed samples. The dashed lines represent |Δβ| of 0.05 and 0.1, respectively.
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[bookmark: _Hlk169524429]Supplementary Figure 9. Top four Differentially Methylated positions (DMPs) at 22°C with a slope coefficient higher than 0.0054. R: Pearson correlation coefficient; *: p-value < 0.05; **: p-value < 0.01; ***: p-value < 0.001. 
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