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Policy information about availability of data

All manuscripts must include a data availability statement. This statement should provide the following information, where applicable:

- Accession codes, unique identifiers, or web links for publicly available datasets
- A list of figures that have associated raw data
- A description of any restrictions on data availability
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Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.

All sequencing data generated as part of this study are deposited in NCBI GEO accession GSE158406.

The following previously published datasets were also used:

NCBI’s GEO accession: GSE48684

Array Express: E-MTAB-7036

For experiments, no statistical method was used to pre-determine sample size. Most experiments were based on molecular biology
approaches which produce large effect sizes so the sample size was generally 1. We however, made sure to repeat experiments as defined
below to enable experimental and biological variability to be ascertained. For the analyses of tissue samples we used all the available data
(TCGA= 42 normal, 342 tumours; Fennell et al= 32 normal, 216 tumours; Luo et al= 17 normal, 42 adenoma, 64 tumous).

No data was excluded.

All attempts at replication were successful and detailed included in the manuscript. Briefly, the replicated experiments and analyses are:

- measurement of DNA methylation by mass spectrometry in knockout cell lines, 3x technical replicates

- DNMT3B rescue in DKO cells, replicated twice with different promoters

- H3K36me3 ChIP-Rx-seq, 2 biological replicates

- DNMT3A ChIP, 3 biological replicates

- DNMT3B ChIP-PCR in T7-DNMT3B cells, 3 biological replicates

- DNMT3B ChIP-Rx-seq in T7-DNMT3B cells, 2 biological replicates

- H3K36me3 ChIP-PCR in RKO cells, 2 biological replicates

- DNMT3B ChIP-PCR in RKO cells, 2 biological replicates

- piggyBAC experiment and DNMT3B ChIP were also independently replicated in HCT116 and RKO cells

- we verified our findings in colorectal tumours in 3 independent datasets.

No methods of randomization were used as we used internal controls in experiments to ensure bias was not a significant risk of the
experimental design.

The investigators were not blinded for collection of experimental data. All data were collected by automated methods with internal controls
so investigator judgment could not influence the results.
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Materials & experimental systems

n/a Involved in the study

Antibodies

Eukaryotic cell lines

Palaeontology and archaeology

Animals and other organisms

Human research participants

Clinical data

Dual use research of concern

Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

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

rabbit anti-DNMT3B (Cell Signalling D7070 lot 1. Cat No: 67259), rabbit anti-DNMT3A (Cell Signalling 2160 lot 2 Cat No: 2160), rabbit
anti-GAPDH (Cell Signalling 14C10 lot 10 Cat No: 2118), rabbit anti-T7 (Cell Signalling D9E1X lot 1 Cat No: 13246), rabbit anti-
H3K36me3 antibody (ab9050, Abcam lot GR3257952-1). HRP conjugated goat anti-rabbit IgG (Invitrogen, A16110).

DNMT3A and DNMT3B antibodies were validated by the analysis of siRNA knockdown and knockout cells human HCT116 cells
respectively (DNMT3A data not included in study, DNMT3B demonstrated in Supplementary Figure 2e). T7 antibody was validated by
the absence of bands in a cell line lacking the tag (demonstrated in Supplementary Figure 2j). GAPDH antibody was not formally
validated in this study. H3K36me3 antibody was validated by Western blot in a knockout mouse embryonic stem cell line lacking the
enzyme responsible for its deposition, Setd2 (data not included in study). The H3K36me3 mark and its surrounding residues are
conserved between mouse and human.

HCT116 cells and DNMT knockout derivatives were gifts from B. Vogelstein who was the original creator of these cell lines.
HCT116 cells carrying T7-tagged DNMT3B were generated in our laboratory during the course of this study. RKO cells were a
gift from Malcolm Dunlop.

DNMT knockouts were confirmed by western blot and qRT PCR. T7-tagging of DNMT3B was confirmed by Sanger sequencing
and Western blot. HCT116 and RKO cells were not formally validated for this study.

All cell lines tested negative for mycoplasma.

No commonly misidentified cell lines were used in this study.

NCBI GEO: GSE158406

Files submitted to public repositories are as follows, for 16 samples:

raw FASTQ files

bigWig files

Not available

Two independent biological replicates were conducted for each experiment.

Correlation coefficients for biological replicate datasets at CGIs analysed in this study (Spearman's Rho):

HCT116 H3K36me3: 0.520

DKO H3K36me3: 0.488

HCT116 T7 (-ve control): -0.080

T7-DNMT3B T7: 0.335

All sequencing depths given as million reads or fragments




