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Antibodies
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Validation

From previous studies (Song et al 2017, Li et al 2017) sample sizes in the range of 10-50 patients per cohort produced a differential 5hmC
pattern. Therefore, we based our collection of samples within the high portion of this range.

There were no data exclusions.

We have completed two replications in our manuscript and verified the results of our study. These datasets were pancreas and non-cancer
data sets from Song et al 2017 and an additional independent dataset that we processed in-house.

This was a case-control study design therefore allocation of samples into groups were non-random. However, we examined smoking status as
a covariate and found that it did not account for the detected signal in distinguishing each cohort.

Because our study was a discovery study, blinding was not relevant.

Following antibodies were used for ChIPseq:

• anti-H3K4me3: Active Motif 39159

• anti-H3K4me1: Active Motif 39297

• anti-H3K27me3: Active Motif 39155

• anti-H3K36me3: Active Motif 61101

• anti-H3K27ac: Active Motif 39133

• anti-H3K9me3: Abcam ab8898

• anti-H3K4me3: Active Motif 39159: dot blot by Active Motif, ChIP-qPCR at known positive and negative control sites, dot blot and
ChIP by the Antibody Validation Database (Egelhofer et al, 2010).

• anti-H3K4me1: Active Motif 39297: dot blot by Active Motif, ChIP-qPCR at known positive and negative control sites, dot blot and
ChIP by the Antibody Validation Database (Egelhofer et al, 2010).

• anti-H3K27me3: Active Motif 39155: dot blot by Active Motif, ChIP-qPCR at known positive and negative control sites, dot blot and
ChIP by the Antibody Validation Database (Egelhofer et al, 2010).

• anti-H3K36me3: Active Motif 61101: Validated for ChIPseq by Active Motif; dot blot and ChIP-qPCR at known positive and negative
control sites.

• anti-H3K27ac: Active Motif 39133: dot blot by Active Motif, ChIP-qPCR at known positive and negative control sites, dot blot and
ChIP by the Antibody Validation Database (Egelhofer et al, 2010).

• anti-H3K9me3: Abcam ab8898: Peptide competition assay by Abcam, ChIP-qPCR at known positive and negative control sites, dot
blot and ChIP by the Antibody Validation Database (Egelhofer et al, 2010).

Reference:
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Human research participants
Policy information about studies involving human research participants

Population characteristics

Recruitment

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

ChIP-seq

Data deposition

Confirm that both raw and final processed data have been deposited in a public database such as GEO.

Confirm that you have deposited or provided access to graph files (e.g. BED files) for the called peaks.

Data access links
May remain private before publication.

Files in database submission

Genome browser session
(e.g. UCSC)

Methodology

Replicates

Sequencing depth

Antibodies

Peak calling parameters

Data quality

Egelhofer et al, An assessment of histone-modification antibody quality, Nature Structural & Molecular Biology, 2010, doi:10.1038/
nsmb.1972

Please see table 1 in our manuscript for a description of population characteristics of the human research participants in our
study.

Recruitment of cancer patients and non-cancer patients were prospectively collected by a third party under their controlled
IRB protocol. No selection bias was observed.

Cancer and non-cancer samples were collected under the MT group IRB protocol.

Deposited data can be accessed on Gene Expression Omnibus (GEO) with accession number GSE152137.

Tissue2_ChrStates.bed

Tissue1_ChrStates.bed

No longer applicable.

We performed biological replicates using two primary PDAC tissue samples taken from two individual patients.

Tissue1_K4me1: Total number of reads= 96641391, Uniquely mapped reads= 69612147, 75 bp paired end

Tissue1_K4me3: Total number of reads= 34593168, Uniquely mapped reads= 31297615, 75 bp paired end

Tissue1_K9me3: Total number of reads= 97672807, Uniquely mapped reads= 84813889, 75 bp paired end

Tissue1_K27ac: Total number of reads= 91353340, Uniquely mapped reads= 53308145, 75 bp paired end

Tissue1_K27me3: Total number of reads= 110638515, Uniquely mapped reads= 62254633, 75 bp paired end

Tissue1_K36me3: Total number of reads= 104636247, Uniquely mapped reads= 81864888, 75 bp paired end

Tissue1_input: Total number of reads= 76242032, Uniquely mapped reads= 68939494, 75 bp paired end

Tissue2_K4me1: Total number of reads=91196620, Uniquely mapped reads=69116459, 75 bp paired end

Tissue2_K4me3: Total number of reads= 43830559, Uniquely mapped reads= 39564005, 75 bp paired end

Tissue2_K9me3: Total number of reads= 76686263, Uniquely mapped reads= 63236643, 75 bp paired end

Tissue2_K27ac: Total number of reads= 100724588, Uniquely mapped reads= 49465946, 75 bp paired end

Tissue2_K27me3: Total number of reads= 88163498, Uniquely mapped reads= 31103200, 75 bp paired end

Tissue2_K36me3: Total number of reads= 106614154, Uniquely mapped reads= 77911172, 75 bp paired end

Tissue2_input: Total number of reads= 90127298, Uniquely mapped reads= 82444847, 75 bp paired end

• anti-H3K4me3: Active Motif 39159

• anti-H3K4me1: Active Motif 39297

• anti-H3K27me3: Active Motif 39155

• anti-H3K36me3: Active Motif 61101

• anti-H3K27ac: Active Motif 39133

• anti-H3K9me3: Abcam ab8898

Command line used for read mapping: bwa mem -M -t genome.fa R1.fastq R2.fastq

Command line used for peak calling: macs2 callpeak -t 5hmC.bam -c wgs.bam -f BAMPE -g hs --pvalue 0.00001 ```

Aligned reads were filtered to remove poorly mapped (MAPQ < 30) and not properly paired reads. 5hmC peak calling was carried out
using MACS2 (https://github.com/taoliu/MACS) with a p-value < 1e-05. ENCODE blacklist regions were also removed. Below is the
number of peaks per experiment that contained 5 fold enrichment at less than 0.05% FDR.

Tissue1_K27ac: 110691

Tissue1_K27me3: 47967

Tissue1_K36me3: 135009

Tissue1_K4me1: 107777

Tissue1_K4me3: 20242




