
TET1-mediated hypomethylation activates oncogenic signaling 
in triple-negative breast cancer

Charly Ryan Good1, Shoghag Panjarian1, Andrew D. Kelly1, Jozef Madzo1, Bela Patel1, 
Jaroslav Jelinek1, and Jean-Pierre J. Issa1

1Fels Institute for Cancer Research and Molecular Biology, Lewis Katz School of Medicine at 
Temple University, Philadelphia, Pennsylvania, 19140, USA

Abstract

Both gains and losses of DNA methylation are common in cancer, but the factors controlling this 

balance of methylation remain unclear. Triple-negative breast cancer (TNBC), a subtype that does 

not overexpress hormone receptors or HER2/NEU, is one of the most hypomethylated cancers 

observed. Here we discovered that the TET1 DNA demethylase is specifically overexpressed in 

about 40% of patients with TNBC, where it is associated with hypomethylation of up to 10% of 

queried CpG sites and a worse overall survival. Through bioinformatic analyses in both breast and 

ovarian cancer cell line panels, we uncovered an intricate network connecting TET1 to 

hypomethylation and activation of cancer-specific oncogenic pathways including PI3K, EGFR, 

and PDGF. TET1 expression correlated with sensitivity to drugs targeting the PI3K-mTOR 

pathway, and CRISPR-mediated deletion of TET1 in two independent TNBC cell lines resulted in 

reduced expression of PI3K pathway genes, upregulation of immune response genes, and 

substantially reduced cellular proliferation, suggesting dependence of oncogenic pathways on 

TET1 overexpression. Our work establishes TET1 as a potential oncogene that contributes to 

aberrant hypomethylation in cancer and suggests that TET1 could serve as a druggable target for 

therapeutic intervention.
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Introduction

Cancer cells display abnormal DNA methylation, where both gains and losses of 

methylation are observed. Aberrant methylation in CpG islands (CGIs) or surrounding CGIs 

(CGI shores) can lead to changes in expression of tumor suppressor genes and oncogenes (1)

(2)(3). Triple negative breast cancer (TNBC) is a subtype of breast cancer that occurs in 

10-20% of patients, and is defined by tumors that do not overexpress the estrogen, 

progesterone or HER2 receptors. These patients lack options for targeted therapy, as there 
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are no obvious tumor-specific receptors or pathways to target. TNBC tumors have 

widespread genome-wide hypomethylation when compared to other breast cancer subtypes 

and normal breast controls (4)(5)(6). Furthermore, this hypomethylation is independently 

associated with a worse overall survival (7). How TNBCs become hypomethylated and why 

it is associated with a worse prognosis remains unknown.

The TET enzymes (TET1, TET2, TET3) are DNA demethylases that convert 5 methyl-

cytosine (5mC) into 5 hydroxymethylcytosine (5hmC), which can then be further oxidized 

or converted to un-methylated cytosine (8)(9). In addition to its demethylase activity, TET1 

acts as both a transcriptional co-activator and co-repressor, where its transcriptional activity 

can be dependent or independent of its demethylase activity (10)(11)(12). TET1 has a 

CXXC domain that binds to unmethylated CGIs and protects them from gaining aberrant 

methylation (12). We recently identified an isoform of TET1 (TET1ALT) that lacks targeting 

to CpG islands and that is overexpressed in some cancers (13). We now report that TET1 

and TET1ALT mRNA are upregulated specifically in a subset of TNBC tumors that display 

genome-wide hypomethylation and activation of genes in the PI3K-Akt-mTOR pathway. 

Furthermore, this hypomethylation is mutually exclusive with activating PI3K mutations, 

suggesting that demethylation may be an alternate mechanism to activate this oncogenic 

pathway.

Materials and Methods

Cell culture

The cell lines Hs578T, MDA-MB-231, HCC1599 and HCC2218 were obtained from 

American Type Culture Collection (ATCC). Hs578T and MDA-MB-231 cells were 

maintained in Dulbecco’s Modified Eagle’s Medium supplemented with 10% FBS. 

HCC2218 and HCC1599 cells were cultured in RPMI-1640 media with 10% FBS. All cell 

lines were routinely tested for mycoplasma contamination and cell line identification was 

validated in September 2017 by DNA fingerprinting.

CRISPR

To knockout TET1, we used the Lenti CRISPR V2 plasmid (Addgene 52961). CRISPR 

gRNAs were designed using http://crispr.mit.edu/ to target three different TET1 exons 

(Supplementary Table S1). Lentiviruses were generated using HEK293T cells and viral 

supernatant was collected at 48 and 72 hours and incubated on MDA-MB-231 or Hs578T 

cells for 7 hours in the presence of polybrene (6μg/mL, Millipore). We puromycin selected 

(1μg/mL) the cells for three days, followed by single cell cloning using serial dilution. After 

selection, cells were maintained in normal media supplemented with 0.25 μg/mL puromycin.

Western blot and slot blot analysis

A previously established protocol was followed (13). The following primary antibodies were 

used in this study: anti-TET1 (GT1462, Sigma), anti-β-actin (A5316, Sigma), anti-phospho 

4EBP1-Thr37/46 (9459S, Cell Signaling) and anti-5hmC (catalog # 39769, Active Motif). 

For the DNA slot blot analysis, we followed the protocol established previously with the 

exception of using a slot blot apparatus instead of a dot blot (12).
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Digital restriction enzyme analysis of methylation (DREAM)

Genome-wide DNA methylation assay was carried out using DREAM as described 

previously (14). The coverage threshold was set to greater than 19 reads per sample. TET1 

knock out cell lines were compared to empty vector control single clone and data were 

filtered for sites that change methylation by greater than 10% with p<0.05. GEO accession 

number GSE100640. DREAM data for normal breast epithelium (NBE) were downloaded 

from GEO series GSE74910 (15). For NBE analysis parameters see supplementary methods.

RNA-seq

RNA was isolated using Qiagen’s RNeasy Plus Mini kit following manufacturer’s 

instructions from experiments done in biological triplicates. Strand-specific RNA libraries 

were generated from 1 μg of RNA using TruSeq stranded total RNA with Ribo-Zero Gold 

(Illumina). For details, see supplementary methods. The expression level and fold change of 

each treatment group was evaluated using Cuffdiff (16). For MDA-MB-231 cells, genes 

were considered differentially upregulated with FC>2 and downregulated with FC<0.5 and 

p<0.001. For Hs578T cells, genes were considered differentially upregulated with FC>1.5 

and downregulated with FC<0.66 and p<0.05. GEO accession number GSE100483.

Proliferation and cell migration

20,000 cells were seeded per well in 24 well plates for proliferation assays. Biological 

triplicates were counted twice for a total of six counts per sample. Cells were counted every 

24 hours for 120 hours and the data were plotted as the total number of cells vs the number 

of hours. For the wound healing assay, cells were seeded in 24-well plates and incubated to 

confluency. Wounds were scratched using a 200 μl sterile pipette tip. After scratching, 

detached cells were removed by washing three times with PBS and replenished with DMEM 

10% FBS. The migration of the cells at the edge of the scratch was photographed at 0, 24, 

and 48 hours. The gap distance was quantitatively evaluated using ImageJ Wound Healing 

Tool (http://rsb.info.nih.gov/ij/download.html). To reduce variability, multiple wells of each 

cell line were evaluated.

Cell viability assay

The sensitivity of cells to the different drugs at the indicated time points was measured using 

the CellTiter-Blue Cell Viability assay (Promega) according to the manufacturer’s protocol. 

Briefly, in this assay, viable cells retain the ability to reduce resazurin into resorufin -a 

fluorescent end product. Cells treated in 96 well plates for the indicated time points, are then 

incubated with the redox dye for up to 3 hours. Fluorescence intensity which is proportional 

to the number of viable cells, is measured using GloMax multi detection system (Promega).

Bioinformatics

For details, see supplementary methods. DNA methylation data (Illumina 

HumanMethylation 27K and 450K array platform beta-values) and level 3 RNA-sequencing 

data (RSEM) were downloaded from The Cancer Genome Atlas (TCGA). We used publicly 

available TCGA data from deidentified patients; all studies were conducted in accordance 

with recognized ethical guidelines (e.g., Declaration of Helsinki, CIOMS, Belmont Report, 
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U.S. Common Rule) and were approved by the Temple University institutional review board. 

RNA-sequencing BAM files were downloaded from the Genomic Data Commons Portal. 

TET1 expression in ovarian and pancreatic cancer were downloaded using CBioPortal 

(RNA-seq, RSEM). DNA mutation data were downloaded using CBio Portal for the TCGA 

Provisional cohort of breast cancer patient samples.

Drug sensitivity data in breast and ovarian cancer cell lines were downloaded from the 

Genomics of Drug Sensitivity in Cancer database (cancerrxgene.org). Gene expression data 

(Affymetrix U133 array) for cancer cell lines were downloaded from the Cancer Cell Line 

Encyclopedia (17). IC50 values for 265 drugs were correlated to TET1 expression values in 

all breast and ovarian cancer cell lines available using Spearman analysis.

Survival data were downloaded from CBioPortal using the following studies: Breast cancer 

(METABRIC, Nature 2012 & Nature Communications 2016) (18)(19). Survival curves and 

all graphs unless otherwise noted were generated using GraphPad Prism 4.0.

Statistics

Calculations were done in GraphPad. The Student’s t-test was used to calculate significant p 

values unless otherwise stated. All p-values are two-sided. * p<0.05, ** p<0.01, *** 

p<0.001 denotes significance. Mann-Whitney test was used to test significance of 

normalized TET1 exon reads. Significance of the cell viability assay was measured by two-

way ANOVA. Significance of clinical characteristics, including mutation levels, for each 

cluster was calculated using Fisher’s exact test. Significance of overlap for the datasets was 

calculated using the Chi-squared test. To statistically analyze the Spearman correlations, 

1000 permutations were performed on the TET1 expression values and empirical p values 

were computed. Significance of survival curves were calculated using the log-rank test. 

Error bars are standard error of the mean (SEM) unless otherwise noted. The following 

graphs/statistical tests were generated using R software: principal component analysis, 

permutations, Spearman correlations, histogram distribution of R values, differential TCGA 

gene expression plot and Venn diagrams. All pathway analyses were performed using 

Consensus Path Database, and pathway analyses of methylation data were background 

corrected dependent on the assay performed (20).

Results

TET1 and TET1ALT are overexpressed in TNBC

DNA methylation can divide breast cancers into multiple groups, with TNBCs characterized 

as having the lowest levels of methylation compared to the other breast cancer subtypes (4)

(5)(6). We used RNA-Seq data downloaded from The Cancer Genome Atlas (TCGA) to 

investigate whether expression of DNMTs or TETs could explain the methylation 

differences between TNBCs (N=100 patients) and hormone receptor positive breast cancers 

(HRBCs) (N=732 patients). Compared to normal breast (N=105), TET1 showed dramatic 

differences; it was significantly repressed in HRBCs (p<0.0001) and substantially 

overexpressed in TNBCs (p<0.0001), while unchanged in HER2 cases (p=0.65) (Fig. 1A). 

TET2 was downregulated in HRBCs and TNBCs while TET3 was upregulated in all 
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subtypes (Supplementary Fig. S1A and S1B). The fact that TET3 is high in all patients is 

interesting but does not explain the differences in methylation between the subtypes. We 

focused on TET1 because it shows this dichotomy where it is high in TNBC but low in 

HRBC and we hypothesized that TET1 repression could contribute to the hypermethylation 

characteristic of HRBCs, while TET1 overexpression could potentially account for the 

TNBC-specific hypomethylation. Overexpression of TET1 in TNBC was confirmed in two 

independent datasets (METABRIC and GSE27447) (Supplementary Fig. S1C and S1D). 

Further, TET1 immunohistochemical staining from three representative breast cancer patient 

samples showed TET1 protein is expressed in tumor cells (Supplementary Fig. S1E, 

www.proteinatlas.org) (21). Since TET1 expression is variable within TNBC, we asked 

whether TET1 expression associates with survival. We analyzed survival data in the 

METABRIC cohort and found TNBC patients with high TET1 (N=64) had a significantly 

worse overall survival compared to all other TNBC patients (N=96, p=0.04, log-rank test) 

(Fig. 1B). Importantly, this was not observed with TET2 or TET3 expression (p=0.38 and 

0.96, respectively) nor was TET1 associated with survival in HRBCs (p=0.4), suggesting 

this is a TET1-TNBC specific event (Supplementary Fig. S1F-H).

We recently identified an alternate, truncated isoform of TET1 (TET1ALT) that lacks the 

CXXC domain but retains the demethylase domain (13). To determine whether the TNBCs 

express the full length TET1 (TET1FL) or the truncated TET1, we analyzed RNA-seq read 

counts for normal breast (N=107) and for TNBCs (N=91) for exon 1 (only expressed in 

TET1FL, left) and TET1ALT exons (only expressed in TET1ALT, right) and found both 

isoforms are overexpressed in TNBC (Fig. 1C, Mann-Whitney test p=0.007 and p=0.02 

respectively). Next, we plotted TET1ALT reads against TET1FL reads (Fig. 1D). We 

identified four groups of TNBC patients: Group 1 overexpress only TET1FL (N=5), Group 2 

overexpress only TET1ALT (N=12), Group 3 overexpress both TET1FL and TET1ALT 

(N=10, note one patient with very high levels of both isoforms is not depicted) and Group 4 

overexpress neither isoform (N=64). Thus, TET1ALT is the predominant isoform 

overexpressed in TNBC, where 22/27 of the TET1 overexpressing patients, overexpress 

TET1ALT. It is important to note that this analysis only quantifies reads for 1 exon per 

isoform, and is not representative of overall TET1 expression. Instead this analysis provides 

evidence that both isoforms are expressed in vivo. For subsequent analyses, RNA-seq RSEM 

values are used for TET1 expression as this takes all TET1 exons into account and is a more 

global view of TET1 transcript expression. In this analysis, 40 patients are classified as 

TET1 high and 55 as TET1 low.

TET1 expression correlates with hypomethylation in TNBC

To examine if TET1 expression is associated with DNA methylation, we analyzed RNA-seq 

and 27K methylation array data from the TCGA. We calculated the number of sites that gain 

or lose methylation (change> 20% compared to normal breast) for each patient and plotted it 

against TET1 expression values (normalized RNA-seq RSEM reads that quantify the whole 

TET1 transcript). TNBCs (N=95) displayed a significant correlation, with high TET1 

patients having the most hypomethylation (top, p=0.001) and the least hypermethylation 

(bottom, p=0.01) (Fig. 1E). On the contrary, HRBCs (N=368) displayed no correlation 

between TET1 expression and DNA methylation (Fig. 1F), likely due to the relatively low 
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TET1 expression in HRBCs. Next, we determined whether TET2 or TET3 expression was 

correlated with DNA methylation. TET2 displayed no correlation in TNBCs or HRBCs 

(Supplementary Fig. S1I and S1J), while TET3 was weakly correlated in TNBC, and not 

correlated in HRBCs (Supplementary Fig. S1K and S1L).

To identify potential TET1 target genes in breast cancer, we used the more comprehensive 

450K arrays and computed Spearman correlations between TET1 expression and 

methylation values for 450,000 CpG sites for both TNBC (N=67) and HRBC (N=402). In 

this analysis, negative r values indicate sites that hypomethylate when TET1 is high, while 

positive r values correspond to sites that hypermethylate. We plotted histograms of the r 

values and found a predominance of negative values in TNBC, consistent with the 

hypothesis of TET1 mediated hypomethylation (Fig. 2A). To statistically analyze this 

observation, we performed 1000 permutations of the data (green distribution) and computed 

empirical p values to measure significance. If the correlation observed is due to chance, the 

permutated data will display a similar pattern to the real dataset. However, as expected, the 

distribution of the actual correlations (orange) showed a marked excess of negative r values 

compared to the permutated data. We used a cutoff of r<−0.3 to identify TET1 correlated 

probes, as these sites have a high likelihood of being significant (empirical p value <0.05) 

and due to the asymmetry of the data (more negatively correlated sites than positively 

correlated sites). We identified 42,559 probes, a striking number suggesting that TET1 could 

potentially regulate up to 10% of the methylome. In contrast, we found a narrow range of r 

values in HRBC, with none exceeding the low correlation of −0.2 (Supplementary Fig. 

S2A). This lack of correlation between TET1 expression and methylation in HRBC can be 

explained by the lack of diversity in TET1 expression among HRBCs, and is consistent with 

the uniform repression of the gene: 287/732 (39%) of HRBC patient’s downregulate TET1, 

while only 4% overexpress TET1.

Given that hypomethylation might have the greatest biological impact on CpG sites showing 

high levels of methylation at baseline, we filtered the negatively correlated probes (r<−0.3) 

for sites that have an average methylation >40% in normal breast (putative TET1 targets). 

This strategy identified 17,521 CpG sites corresponding to 6,962 genes. Interestingly, 

compared to non-TET1 targets (r values between −0.05 to 0.05, and methylated >40% in 

normal breast), putative TET1 targets are significantly enriched for CpG island shores 

(p<0.001, Chi-squared test) (Fig. 2B), consistent with previous data linking TET1 to 

methylation of CpG island borders (12). Cluster analysis of the TNBC and normal breast 

cases using these probes revealed two main clusters, with Cluster 1 (N=27) having the 

highest levels of TET1 and the most hypomethylation (blue) (Fig. 2C, Table 1). As expected, 

normal breast clustered separately from TNBCs and patients in Cluster 2 (N=38) are slightly 

more methylated than normal breast. Next we asked if this pattern of methylation is specific 

to TNBC or if HRBC with high TET1 expression are also hypomethylated at these sites. We 

added HRBCs that overexpress TET1 (greater than 2 stdev above the mean of normal, N=8) 

and 16 randomly selected HRBC cases that do not overexpress TET1 to the methylation 

cluster in Fig. 2C (Supplementary Fig. S2B). 5/8 TET1 high HRBCs clustered in the 

hypomethylated Cluster 1. In contrast, all non-TET1 high patients were found in Cluster 2, 

with the exception of 2 patients that were found in the normal breast cluster. The HRBC 

patients found in Cluster 1 have even higher TET1 expression than the TNBCs found in 
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Cluster 1, and in Cluster 2 the TNBCs and HRBCs have nearly identical TET1 expression 

levels (Supplementary Fig. S2C). These data suggest that the TET1 associated demethylator 

phenotype is likely not subtype specific but rather is dependent on TET1 expression levels. 

Nevertheless, the fact that TET1 is overexpressed in ~40% of TNBCs compared to only 4% 

of HRBCs is a likely explanation for the methylation differences between the two subtypes.

To more clearly illustrate that the TNBC tumors with the highest TET1 expression have the 

greatest degree of hypomethylation, we used the putative TET1 targets identified above to 

plot TET1 expression vs the number of sites that lose methylation (Supplementary Fig. S2D, 

r=0.64, p<0.0001). Pathway analysis of these putative TET1 targets (N=6,962 genes) 

showed enrichment for many cancer relevant pathways, including a striking number of genes 

in the PI3K/mTOR pathway (115 genes enriched out of 299 total genes in the pathway) as 

well as Hippo signaling, pathways in cancer, and extracellular matrix organization (Fig. 2D). 

We decided to focus on the PI3K pathway because PI3K is targetable by drugs (22) and 

many of the top candidates also feed into this pathway (indicated with *), including EGFR, 

PDGF, KIT, G protein coupled receptors (GPCR), etc. For validation, we analyzed a larger 

cohort of patients (N=95) studied on the 27K array platform (27,000 CpG sites total) and 

obtained nearly identical results despite the lower number of sites (Supplementary Fig. S2E 

and S2F).

To address if these changes in methylation are leading to changes in gene expression, we 

performed a differential gene expression analysis between Cluster 1 and Cluster 2. We 

identified 240 genes that are upregulated and 680 genes downregulated in Cluster 1 (Fig. 

2E). Pathway analysis of the upregulated genes revealed enrichment for the PI3K pathway, 

and the downregulated genes were enriched for immune system pathways (Supplementary 

Fig. S2G and S2H). Overlap of the genes upregulated in Cluster 1 with the genes identified 

as putative TET1 methylation targets above, revealed 119/240 (50%) of the genes 

upregulated in Cluster 1 are also hypomethylated in Cluster 1, (Chi-squared test p<0.0001, 

compared to overlap with genes downregulated in Cluster 1). Interestingly, the overlapping 

genes are enriched for the PI3K-Akt-mTOR pathway (Fig. 2F). Upon further analysis of 

these genes, we identified that 8/9 are upstream of the PI3K pathway, including tyrosine 

kinase receptors, GPCRs and integrin receptors which all activate PI3K. These genes are 

hypomethylated and upregulated in Cluster 1 patients. Gene expression and methylation 

levels for select target genes (e.g. KIT, ITGA10) can be found in Supplementary Fig. S2I 

and S2J.

Identification of putative TET1 targets in serous ovarian cancer

To determine if TET1 mediated hypomethylation is found in other cancer types, we 

downloaded methylation and gene expression data for all serous ovarian 

cystadenocarcinoma cases (N=304) from the TCGA. We examined serous ovarian cancers 

because this type has similar TET1 expression levels as TNBC, unlike pancreatic cancer for 

example where TET1 expression is very low (Supplementary Fig. S3A); in addition, 

promoter hypomethylation has been previously reported to activate oncogenes and associate 

with reduced overall survival in ovarian cancer (23). Further, serous ovarian cancer has been 

reported to have very similar molecular features to TNBC (4). Similar to TNBC, we 
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identified putative TET1 targets using spearman correlation analysis (Supplementary Fig. 

S3B). Ovarian cancer patients with high TET1 levels show dramatic hypomethylation 

compared to TET1 low expressing Cluster 3 patients (Supplementary Fig. S3C and S3D). 

Further, the putative TET1 targets are enriched for genes in the GPCR pathway, a prominent 

activator of PI3K/Akt (Supplementary Fig. S3E). These data suggest TET1 mediated 

hypomethylation may be a more wide-spread mechanism utilized by cancer cells. 

Importantly, similar to TNBC, high expression of TET1 in ovarian cancer is associated with 

a worse overall survival (13).

TET1 is essential for growth in TNBC

Phosphoinositide 3-kinase (PI3K) regulates cell proliferation, survival and migration (22). 

Activating PI3K mutations are found in 41% of HRBCs, but only 7% of TNBCs (4). 

However, gene expression and proteomic data revealed that the PI3K pathway is more active 

in TN tumors compared to non-TN tumors, but it is unknown why (4). We were interested in 

the fact that TNBCs can be divided into TET1 high and low based on their methylation 

levels (Clusters 1 and 2 in Fig. 2C). When we compared these two groups, they had similar 

clinical characteristics but differed significantly in the rate of mutations affecting PI3K-AKT 

signaling (Table 1). 0% of Cluster 1 patients have PIK3CA or PTEN mutations, whereas 

21% of Cluster 2 patients have mutations in the pathway (Fisher’s exact test, p=0.01). Thus, 

in TNBC, there is an inverse correlation between TET1 levels and PI3K-AKT pathway 

mutations, raising the possibility that the two molecular events are not co-selected because 

they are equivalent ways of activating the same oncogenic pathway. This is consistent with 

DNA methylation and gene expression studies in Cluster 1 (see above).

To identify whether TET1 is important for growth and maintenance of TNBC and to test 

whether there is a link between TET1 and PI3K, we generated CRISPR Cas9 TET1 KO cells 

in the TNBC cell line MDA-MB-231. Single cell clones were generated from pooled cells 

with three different sgRNAs targeting different exons of TET1: exon 6 (KO-1), exon 3 

(KO-2) and exon 11 (KO-3). KO was confirmed by western blot analysis using a TET1 

antibody (Fig. 3A) and reduced 5hmC levels were observed (Supplementary Fig. S4A and 

S4B). Of note, the largest effect of the TET1 KO was observed at 162 kDa, the size of 

TET1ALT, as it is the predominant isoform expressed in MDA-MB-231 cells. We have 

additional evidence by RNA-seq (Supplementary Fig. S4C) that the full-length isoform of 

TET1 is not expressed in this cell line, suggesting that the bands observed around 235 kDa 

are non-specific. Loss of TET1 resulted in a loss of phospho-4EBP1 (Thr37/46) (Fig. 3B) 

and significantly reduced cellular migration (Fig. 3C) and proliferation (Fig. 3D). Of note, 

CRISPR KO of TET1 in another TNBC cell line (Hs578T) also substantially reduced 

cellular proliferation (Fig. 3E and 3F).

If TET1 is important for maintaining PI3K/mTOR activation, it is expected that cell lines 

with high TET1 will be more sensitive to inhibitors targeting this pathway. To determine 

potential corresponding vulnerabilities in a panel of 50 breast cancer cell lines, we computed 

Spearman correlations between TET1 expression and drug sensitivity (IC50) for 265 drugs 

in a public database (Genomics of Drug Sensitivity) (24). Multiple drugs showed high 

negative correlations with TET1 levels, including PI3K pathway targeting drugs (ERK, 
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MAPK etc.), consistent with our hypothesis (Supplementary Table S2). These drugs 

constitute a potential entry towards targeted therapy for TNBC. Three representative drugs, 

XMD8-85 (targets ERK, r= −0.85), VX-680 (targets AURK, r= −0.86) and TGX-221 

(targets PI3Kβ, r= −0.51) show strong negative correlations, with breast cancer cell lines 

with high TET1 having the lowest IC50 (Supplementary Fig. S4D). We validated two of the 

highly correlated drugs (VX-680 and Rapamycin, an mTOR inhibitor), and found they 

selectively killed the TET1 high expressing breast cancer cell line (HCC1599) over the 

TET1 low expressing line (HCC2218) (Supplementary Fig. S4E and S4F). Similar results 

were found in serous ovarian cancer, where of the top eight negatively correlated drugs (r<

−0.3), four inhibitors directly affect the PI3K or mTOR pathway, including two IGF1R 

inhibitors (BMS-754807, Lisitinib), a receptor tyrosine kinase inhibitor (Axitinib) and an 

ERK/MAPK inhibitor (HG-6-64-1) (Supplementary Table S3).

Gene expression targets of TET1 in vitro

Next we performed RNA-seq in the TET1 KO cell lines generated above to investigate 

whether TET1 expression is important for maintaining oncogenic signaling pathways 

(including PI3K) in TNBC. In MDA-MB-231, compared to empty vector control, TET1 KO 

cells showed dramatic changes in expression as indicated by a principal component analysis 

(Fig. 4A). We identified both upregulated and downregulated genes, consistent with previous 

findings showing TET1 can act as both a transcriptional repressor and co-activator (10)(11)

(12). We identified 566 genes that are downregulated (FC<0.5, p<0.001, t-test) in at least 2 

of the 3 KO clones (Fig. 4B). Interestingly, we performed a pathway analysis and found 

several overlapping pathways (indicated by black circles) with the pathways identified as 

TET1 hypomethylated targets in Fig. 2D, including oncogenic pathways that feed into PI3K 

(EGFR, VEGF, Integrins, etc.) (Fig. 4C). Next, we analyzed genes that are upregulated upon 

loss of TET1 (FC>2, p<0.001, t-test) (Fig. 4D). We identified 343 genes upregulated in at 

least 2 of the 3 KO clones, and found they are enriched for pathways involved with immune 

system function (Fig. 4E). This agrees with the differential gene expression analysis in the 

TCGA datasets (immune system genes downregulated in Cluster 1). We verified the gene 

expression changes in another TNBC cell line (Hs578T) upon TET1 KO using RNA-seq and 

detected similarly enriched pathways, where immune genes are upregulated and PI3K, FGF 

and VEGF genes are downregulated. (Supplementary Fig. S5A-C).

Next, we overlapped the differentially expressed genes identified in the TCGA datasets in 

Fig. 2 with the differentially expressed genes in the MDA-MB-231 TET1 KO cells, and 

found 50 genes that are differentially expressed in both datasets (Chi-squared test p<0.0001, 

when compared to genes not differentially expressed in TET1 KO). This list includes several 

genes in the PI3K-Akt pathway including THBS3, ANGPT1, PIK3CG, MAP2, and IL7R. 

We validated this finding in Hs578T TET1 KO cells and found 157 genes that are 

differentially expressed in TET1 KO cells and TCGA datasets. THBS3 (a glycoprotein that 

activates ITGA/ITGB integrin receptors upstream of PI3K) is an example of a gene 

upregulated in Cluster 1 TCGA patients (and has promoter hypomethylation), and is 

downregulated in both MDA-MB-231 and Hs578T TET1 KO cells (Supplementary Fig. 

S5D and S5E). Interestingly, this protein has been implicated in facilitating tumor growth 

(25).

Good et al. Page 9

Cancer Res. Author manuscript; available in PMC 2019 August 01.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



Methylation targets of TET1 in vitro

Next, we sought to investigate if the changes in expression are dependent or independent of 

changes in DNA methylation. We performed DREAM, a genome-wide DNA methylation 

assay, in the parental cell line MDA-MB-231, empty vector control pooled cells, empty 

vector single clones and in the TET1 KO cells. A principal component analysis of the data 

revealed that the parent line and pooled cells are very similar, however, there is a minor drift 

in methylation in the empty vector single clone cells, indicating minor cell to cell 

heterogeneity in methylation over time (Fig. 5A). By contrast, the methylome of the TET1 

KO cells was dramatically different from all control cells. To analyze these changes in more 

detail, we first controlled for the methylation drift in the single clones by excluding sites that 

had a standard deviation of greater than 3% between all control cells (parental, pooled and 

single clone empty vector). This method identified the CpG sites that were the least variable 

in the controls (N=31,070 CpG sites). Since we were interested in methylation changes that 

correlated with changes in gene expression, we next filtered for CpG sites within promoter 

regions (+/- 2000 bp from the TSS), which left 15,221 CpG sites corresponding to 6,715 

genes. We identified gene promoters that gain methylation >10% compared to empty vector 

single clones in each TET1 KO cell line. In this genomic compartment, the predominant 

change was a gain in methylation in TET1 KO cells (with two-fold more sites gaining 

methylation rather than losing), as expected. Overall, 212 promoters gained methylation in at 

least 2 of the 3 TET1 KO clones (Supplementary Fig. S6A). We further validated these 

changes in methylation upon TET1 KO in Hs578T cells, where we see even more dramatic 

gains in methylation at promoters (~five-fold more gains than loses) and an overall 109 

promoters gaining methylation (Supplementary Fig. S6B)

Pathway analysis of these hypermethylated genes in MDA-MB-231 and Hs578T TET1 KO 

cell lines revealed enrichment for GPCR pathways, a prominent activator of the PI3K/mTOR 

pathway (Supplementary Fig. S6C). Next, we overlapped the genes that gained methylation 

upon loss of TET1 with the TET1 methylation targets identified in the TCGA datasets and 

found that 47% of the genes that gained methylation in MDA-MB-231 TET1 KO cells are 

also TET1 methylation targets identified in TNBC patient samples. Several of the 

overlapping genes are upstream regulators of PI3K, including FGF19, INSR, GHR and 

THBS4, of which methylation values from both datasets can be found in Supplementary Fig. 

S6D and S6E. A few of the methylation targets identified also lose expression in the TET1 

KO cells and are overexpressed in Cluster 1 patients, including INSR (Supplementary Fig. 

S6F-I). This overlap was also observed in Hs578T cells where 46% of genes that gain 

methylation in TET1 KO are also TET1 methylation targets identified in TNBC patient 

samples.

Next, we wanted to parse out the dual roles of TET1 as both a protector of CGI methylation 

(at sites that are usually un-methylated in normal), from TET1’s role as an active DNA 

demethylase (targeting sites that are methylated). We computed the average methylation 

genome-wide of normal breast epithelium (NBE) and compared it to methylation of the 

cancer cell line MDA-MB-231 empty vector control cells and TET1 KO cells. First, we 

identified the active TET1 demethylation sites by filtering for sites that lose methylation in 

the cancer cell line (>20%) compared to NBE (N=5,105). Of these demethylated sites, 7% 
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re-methylate upon loss of TET1 (>20%, p<0.05) (Fig. 5B, top) which is 2.5-fold more than 

sites that de-methylate upon loss of TET1. Of the re-methylated sites, 37% are 

hypomethylated in TET1 high expressing cluster 1 patients from Fig. 2C. We also identified 

that 0.5% of sites that are un-methylated in NBE and empty vector control cells, gain 

methylation in TET1 KO cells (TET1 protective sites) and 29% of these sites overlap with 

TET1 TCGA methylation targets (Fig. 5B, bottom). Pathway analysis at promoters of the 

active TET1 demethylation sites were enriched for cancer promoting pathways upstream of 

PI3K, including Trk, VEGF, and EGFR whereas the TET1 protective sites were enriched for 

pathways including developmental biology, longevity and energy metabolism (Fig. 5C). Of 

note, insulin secretion/signaling pathways were observed in both TET1 demethylated and 

protected sites and may not be specific to one such category.

We validated these finding in Hs578T TET1 KO cells where a striking 8.5-fold more genes 

re-methylate in TET1 KO cells as compared to de-methylate, revealing a role for active 

TET1 demethylation at sites normally methylated in NBE (Fig. 5D, top). Similar to MDA-

MB-231 cells, 35% of the re-methylated sites overlap with TCGA TET1 targets. The active 

TET1 demethylation sites were enriched for RAC1 activity (p=0.002) also reported to 

activate PI3K/Akt signaling (26). An important difference was observed in the TET1 

protection sites, as only 0.08% of sites un-methylated in NBE and Hst578T cells gain 

methylation in TET1 KO cells (Fig. 5D, bottom). This suggests a stronger role for TET1 

mediated protection of methylation in MDA-MB-231 cells, however, active TET1 

demethylation is found in both cell lines.

Discussion

In this study, we highlight the importance of TET1 in TNBC. We show that TET1 

expression (but not TET2 or TET3) is associated with a worse overall survival in TNBC 

where high TET1 expression is highly correlated with DNA hypomethylation. In two TNBC 

cell lines, we show that deletion of TET1 leads to decreased proliferation and promoter 

hypermethylation in cancer promoting pathways. The differentially methylated genes in 

TNBC patient samples (putative TET1 targets) overlap with the differentially methylated 

genes upon TET1 KO in both TNBC cell lines. We also show a strong overlap between the 

differentially expressed genes in TCGA TET1 low vs. high TNBCs and those that change 

following TET1 KO in TNBC cell lines, illuminating roles for TET1 as both an activator and 

repressor of transcription.

Our attempt to better understand mechanisms leading to hypomethylation in cancer, shed 

light on how hypomethylation affects tumorigenesis. We identified a hypomethylator 

phenotype in breast cancer that is dependent on TET1 expression. Hypomethylator 

phenotypes have been described in other cancers, including acute-myeloid leukemia, where 

distinct demethylator phenotypes were found to associate with specific genetic backgrounds 

and clinical features, implicating hypomethylation as a clinically relevant, non-random 

phenomenon (36). Our results revealed a previously uncharacterized role for TET1 in 

TNBCs, where it acts as an oncogene leading to hypomethylation and activation of 

oncogenic signaling pathways. Approximately 42% of TNBCs overexpress TET1 and 

TET1ALT, where high levels of expression associate with a worse overall survival. On the 
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contrary, remarkable downregulation of TET1 is found in HRBCs. Indeed, several studies 

have reported TET1 as a tumor suppressor in breast cancer, with one study finding that 

overexpression of TET1 led to reduced tumor volume in mice (27)(28). This contradictory 

evidence raises the interesting possibility of TET1 being both an oncogene and a tumor 

suppressor, a phenomenon that has been observed with other epigenetic regulators including 

EZH2 and DNMTs. EZH2 shows inactivating mutations in human myeloid leukemias and 

disruption of EZH2 in mice is enough to cause T-acute lymphoblastic leukemia, suggesting a 

tumor suppressor function (29). On the contrary, EZH2 shows activating mutations in 

lymphomas and is overexpressed in several cancers including melanoma, breast, and 

endometrial cancer where its expression is associated with disease progression (30). The 

opposing roles of TET1 add an additional layer of complexity in breast cancer and pose the 

question of whether TET1 should be inhibited or induced. For example, Vitamin C is a 

potent activator of the TET enzymes (31). Should TNBC patients avoid Vitamin C and 

HRBC patients take Vitamin C as part of their treatment regimen? More work is required to 

answer these questions, and future studies should parse out the varying roles of TET1 in 

different cellular contexts.

One possible explanation for the varying roles of TET1 is different interacting partners that 

are cell-type specific. For example, HIF1a and XBP1 have been shown to be activated in 

TNBC (32). XBP1 drives TNBC tumorigenicity by assembling a transcriptional complex 

with HIF1a that leads to the recruitment of RNA polymerase II at HIF1a target genes (32). 

Importantly, another study found in neuroblastoma cells that under hypoxic conditions, 

HIF1a induces TET1 expression, leading to hypomethylation and activation of HIF1a target 

genes (33). Therefore, TET1 upregulation may be an early response to hypoxic stress 

conditions, but as a consequence, leads to the demethylation of both hypoxic response genes 

and oncogenic signaling pathways, ultimately driving malignant transformation. Another 

possibility is that the opposing roles of TET1 may be isoform specific; full length TET1 may 

function as a tumor suppressor by protecting against CpG island hypermethylation and the 

truncated TET1ALT may function as an oncogene by mediating hypomethylation upon 

targeting by partner proteins. Indeed, TET1ALT, unlike full length TET1, lacks a DNA 

binding domain and must be recruited to DNA by interacting proteins and, both TET1 

proteins lack sequence specificity and presumably rely solely on interacting proteins for 

target specificity.

Through the analysis of publicly available data from the TCGA, CCLE, and the genomics of 

drug sensitivity database, we provide evidence to suggest that a subset of TNBC and ovarian 

cancer patients may benefit from treatment with PI3K/Akt/mTOR inhibitors. So far, clinical 

results have been equivocal for using PI3K inhibitors in breast cancer and more focus on 

patient selection is needed to yield better results (22). We propose that TET1 high patients 

may be particularly vulnerable to this type of therapy. Through KO experiments, we 

confirmed that TET1 is important for maintaining activation of the PI3K/mTOR pathway as 

loss of TET1 resulted in decreased phosphorylation of 4EBP1 and decreased gene 

expression of upstream regulators of the PI3K pathway. In addition, we observed decreased 

cellular proliferation and migration in the TET1 KO cells, further evidence that TET1 may 

be playing a more oncogenic role.
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It remains unclear whether the downregulation of the PI3K genes is due to methylation 

dependent or independent effects of TET1. We showed that select genes, such as the insulin 

receptor, have decreased expression and CGI shore promoter hypermethylation in TET1 KO 

cells. Interestingly, the insulin receptor is also upregulated and hypomethylated in TET1 

high Cluster 1 patients. However, not all of the differentially expressed PI3K genes had 

promoter methylation data available through the DREAM assay. For example, ANGPT1, a 

gene involved in the PI3K pathway (34), is upregulated and hypomethylated in Cluster 1 

patients and is downregulated upon TET1 KO. However, the ANGPT1 promoter is not 

covered in the DREAM assay so we are unable to say if the downregulation is dependent or 

independent of TET1’s demethylase activity. Thus, a limitation of our study includes the low 

number of CGI shores sites covered by DREAM, especially since TET1 methylation targets 

are enriched in CGI shores. In the future, a technique that covers more CpG sites outside of 

CGIs should be used to discern the methylation targets of TET1, such as whole genome 

bisulfite sequencing.

Another interesting finding is that TET1 may be a suppressor of the immune system. TNBC 

patients with high TET1 have decreased expression of immune pathway genes, and upon KO 

of TET1, immune genes are upregulated in both MDA-MB-231 and Hs578T TNBC cell 

lines. In contrast, TNBCs with low TET1 have upregulated immune mediators and therefore 

could be sensitive to checkpoint inhibitors. Indeed, early results from several phase 1 clinical 

trials have shown success in using PD-L1 inhibitors in TNBC, with one study reporting a 

19% response rate in women with heavily pretreated TNBC (35). If our hypothesis is 

correct, TNBC patients with low TET1 will be more likely to respond to PD-L1 treatment, 

and TET1 expression may be a way to pre-screen TNBCs to determine likelihood of 

response to immune checkpoint therapy. Thus, for cancer patients with high TET1 

expression, one might envision combining TET1 inhibitors with immune checkpoint 

inhibitors such as PD-1 or PD-L1 in the future.

Our work addresses a critical gap in knowledge of how and why methylation is prognostic in 

breast cancer, and sheds light on how this information can be used to stratify TNBC patients 

for targeted therapy. We also provide evidence that TET1 mediated hypomethylation occurs 

not only in TNBC, but also in serous ovarian cancer. Although the ovarian cancer analyses 

are preliminary with no in vitro experimental validation, the bioinformatic analyses suggest 

that an oncogenic role for TET1 may be a more widespread phenomena utilized by cancers 

cells to hijack signaling pathways. Of note, a recent report found overexpressing TET2 and 

TET3 had beneficial effects in ovarian cancer, which contradicts our findings for TET1(37). 

It is possible that low and high 5hmC levels are deleterious in cancer, as is known for 5mC. 

It is also likely that TET1, TET2 and TET3 have varying target CpG sites and these distinct 

targets may have different consequences for cancer, potentially explaining how TET2 

suppresses growth while TET1 promotes it. Lastly, our work establishes TET1 as an 

oncogene that could serve as a novel druggable target for therapeutic intervention in TNBC, 

ovarian cancer and beyond.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Statement of significance

This study addresses a critical gap in knowledge of how and why methylation is 

prognostic in breast cancer and shows how this information can be used to stratify TNBC 

patients for targeted therapy.
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Figure 1. TET1 overexpression is associated with hypomethylation
(A) TET1 expression (RNA-seq, RSEM values) for normal breast, HRBC, TNBC and HER2 

enriched. Shaded blue boxes represent 1 standard deviation above the mean of normal. Error 

bars are median with interquartile range. T-test was used to measure significance. (B) 
Survival curve based on TET1 expression in TNBC. TET1 high is classified as patients with 

stdev>1 above the mean. (C) In vivo analysis of TCGA RNA-seq reads from normal breast 

and TNBCs. Normalized exon reads for TET1FL exon 1 (left) and TET1ALT exons (right). Y 

axis is reads from TET1ALT exon 1a + exon 1b or TET1 exon 1/exon length/chromosome 10 
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reads × 1e6. Mann-Whitney test was used for significance. D) TET1 exon 1 reads vs 

TET1ALT exon reads for TNBC patients. Expression was considered high if it was >2 

standard deviations above the mean of normal for each isoform. (E) TNBC analysis and (F) 
HRBC analysis of # of sites that lose methylation (top) and # of sites that gain methylation 

(bottom) compared to normal breast vs TET1 expression Z score.
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Figure 2. Identification of putative TET1 targets in TNBC
(A) Frequency distribution of Spearman correlation r values (TET1 expression vs DNA 

methylation) in TNBC patients. X axis (correlation coefficient) and Y axis (percent of 

correlated probes). 1000 permutations of the data (green) and real dataset (orange). (B) 
Location of putative TET1 targets and non TET1 targets relative to CpG islands. (C) 
Unsupervised cluster analysis of methylation in TNBC for the putative TET1 targets 

(N=17,521 sites), including 41 normal breast controls. (D) Pathway analysis of putative 

TET1 targets. X axis is −log10(pvalue). (E) Differential gene expression analysis between 

Cluster 1 and Cluster 2. Y axis is −log10(pvalue) and x axis is log2(Cluster 1/Cluster 2). 

Genes were considered upregulated if FC>2 or FC<0.5 and p<0.05 (t-test). (F) Pathway 

analysis of genes that are hypomethylated and upregulated in Cluster 1.
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Figure 3. TET1 is essential for growth in TNBC
(A) Western blot (in duplicate) of MDA-MB-231 empty vector and TET1 knockout single 

clones. β-actin used as a loading control. (* denotes putative non-specific band, ** denotes 

another potential truncated isoform of TET1) (B) Western blot of phospho-4EBP1 

(Thr37/46) in MDA-MB-231 TET1 KO cells. KO-1 is in duplicate, KO-2 is single 

experiment. (C) Representative images of wound-healing assays in empty vector and TET1 

KO-1 cells at 0 and 48 hours (top) and quantification (bottom), experiment performed in 

triplicate. (D) Cell proliferation assay for MDA-MB-231 empty vector, KO-1, KO-2 and 
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KO-3. Cells were counted every 24 hours (in triplicate, each sample counted twice). X axis 

is time, Y axis is total cell number. (E) Western blot of empty vector and TET1 knockout 

single clones in Hs578T cells. (F) Cell proliferation assay for Hs578T empty vector, KO-1, 

KO-2 and KO-3. X axis is time, Y axis is total cell number.
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Figure 4. Gene expression targets of TET1 in vitro
(A) Principal component analysis of RNA-seq data for empty vector, TET1 KO-1, KO-2 and 

KO-3 (in triplicate) in MDA-MB-231 cells. (B) Venn diagram overlap of genes 

downregulated in the TET1 KO cells. (C) Pathway analysis of genes downregulated in TET1 

KO clones. X axis −log10(pvalue). (D) Venn diagram overlap of genes upregulated in the 

TET1 KO cells. (E) Pathway analysis of genes upregulated in TET1 KO clones.
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Figure 5. Methylation targets of TET1 in vitro
(A) Principal component analysis of DREAM methylation data for MDA-MB-231 parental 

cell line, empty vector pooled cells, empty vector single clone cells, and TET1 KO-1, KO-2, 

KO-3 single clone cells (all in triplicate except for parental cells). (B) Active TET1 

demethylation sites in MDA-MB-231 cells (top) and TET1 protected sites (bottom). 

Includes average methylation values for NBE, empty vector control and TET1 KO cells. Y 

axis is average DNA methylation (%). (C) Pathway analysis of genes with hypermethylated 

promoters in TET1 KO clones that are at active TET1 demethylation sites (top) and TET1 
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protected sites (bottom). X axis −log10(pvalue). (D) Active TET1 demethylation sites in 

Hs578T cells (top) and TET1 protected sites (bottom).
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Table 1
Clinical features of TNBC patients in methylation Cluster 1 and Cluster 2, related to 
Figure 2C

P values were calculated using Fisher’s exact test, except for age at diagnosis which was calculated using 

student’s t-test.

Cluster 1 Cluster 2 p value

Number of TNBC Patients N=27 N=38

Age at Diagnosis 55 55 n.s.

Stage I (%) 22 14 n.s.

Stage II (%) 59 62 n.s.

Stage III (%) 15 24 n.s.

Stage IV (%) 4 0 n.s.

Asian (%) 11 9 n.s.

White (%) 70 66 n.s.

Black (%) 19 26 n.s.

TET1 Z score expression (AVG) 3.2 0.2 0.0002

Mutation in PIK3CA or PTEN (%) 0 21 0.01

BRCA1 mutation (%) 7.4 7.4 n.s.

BRCA2 mutation (%) 7.4 0 n.s.

TP53 mutation (%) 77.8 65.8 n.s.
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