Differential methylation of the KRT5 gene in ER+ vs. ER- breast cancer cells
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2. Process of bisulfite conversion and non-methylation
specific PCR.

Fig 2. Bisulfite conversion and non-methylation specific PCR. (A) Treatment with sodium bisulfite
selectively deaminates unmethylated cytosine residues rendering uracil. 5 methyl-cytosine (5mC)

does not

exon 1 methylation.
* Estrogen withdrawal is sufficient to alter KRT5 methylation
status.
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- 'mmunocytochemistry ot breast cancer ceflfines for  KRTS5 expression is subject to regulation by promoter and  Determine methylation status of ESR1 and PGR in our panel of
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cell lines.
Test whether inhibition of methyltransferase (DNMT1)

3. Sanger sequencing of bisulfite DNA aligned to genomic
DNA sequences.

4. ChIP-gqPCR for Histone tail marks H3K4me3, H3K27Ac
and H3K27me3 in the proximal and distal KRT5
promoter. Single cell ATAC sequencing performed in
the same cell-lines/treatments.

increases CK5 expression in CK5 negative cells.
DNMT3a-dCas9 and TET1-dCas9 system. Catalytically inactive
Cas9 serving as a platform for targeted DNA methylation or
demethylation of CK5 and subsequently test if this is sufficient
for CSC properties.

undergo conversion. (B) Purified genomic DNA is treated with sodium bisulfite (Qiagen EpiTect bisulfite).
Unmethylated cytosine residues are converted to uracil with >99% efficiency. Conversion yields non- .
complimentary DNA. Single stranded products are then transferred to a PCR reaction containing primers
designed with specificity for one strand of the uracil containing DNA, excluding regions containing CpG
dinucleotides. PCR products are subsequently amplified and sequenced. Only 5mCs are preserved in the
sequence, while unmethylated residues are represented as thymine. (C= blue, G= black, T=red, A= green).
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Histone tail modifications suggest the role of multiple .
epigenetic programs in regulating CK5 expression.
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