
Figure 4–Figure Supplement 1

Figure 4–Figure Supplement 1. The role of MAX/MGA in recruiting PCGF6-PRC1 to its target genes.

(A) The expression of FLAG-tagged exogenous PCGF6 in wild type (WT) and Eed-KO ESCs. Expression levels of FLAG-tagged PCGF6 and

endogenous LAMIN B protein in wild type and Eed-KO ESCs mock or FLAG-PCGF6 construct transfected were tested by immunoblotting. (B) Local

levels of FLAG at the indicated promoter regions in wild type or Eed-KO ESCs expressing FLAG-tagged PCGF6 were determined by ChIP-qPCR

analysis. Underlined genes are canonical PRC1 targets. The relative amount of ChIPed DNA is depicted as a percentage of input DNA. Error bars

represent standard deviation determined from at least three independent experiments. (C) ChIP-qPCR showing a marginal binding of canonical PRC1

(cPRC1; PCGF2) to PCGF6-bound genes with high H3K27me3 (PCGF6+ H3K27me3+/hi) and those with low H3K27me3 (PCGF6+ H3K27me3-/lo) in

wild type (WT) ESCs. Eed-KO ESCs were used to confirm whether H3K27me3-dependent recruitment of cPRC1 is active at indicated gene locus. NC:

negative control. (D) Top four de novo motif recognition hits for genes bound by PCGF6, RING1B, CBX7 (NCBI GEO accession number

GSM1041373), MAX (NCBI GEO accession number GSM1171650) or MYC (NCBI GEO accession number GSM1171648) in wild type ESCs. (E)

Expression levels of Max and Mga in untreated ESCs or those treated with control, Max siRNA or Mga siRNA revealed by RT-qPCR analysis (left).

Transcription levels were normalized to a Gapdh control and are depicted as fold change relative to untreated ESCs. Error bars represent standard

deviation determined from at least three independent experiments. Expression levels of FLAG-PCGF6, MAX, LAMIN B and RING1B in whole cell

lysates of untreated and siRNA-treated ESCs are also shown (right). (F) Expression levels of the indicated genes in untreated ESCs or those treated

either with control, Max siRNA or Mga siRNA. Underlined genes are canonical PRC1 targets. Expression levels were normalized to a Gapdh control

and are depicted as fold change relative to mock ESCs (No treatment). Error bars represent standard deviation determined from at least three independent

experiments. (G) Gene ontology (GO) term analysis showing that genes related to meiotic process are highly overrepresented among

PCGF6+RING1B+MAX+MYC- genes. Genes were classified based on binding by PCGF6, RING1B, MAX and/or MYC and the enrichment of

respective GO terms in each subset of genes was determined. The p-values for the significance of over-representation against total genes are shown

along the x-axis. (H) Changes in local PCGF6 and MAX deposition at selected PCGF6/MAX co-bound gene that do not become de-repressed in Max-

KO ESCs were determined by ChIP-qPCR using Max-KO ESCs stably expressing both an HA-tagged Pcgf6 and a Flag-tagged Max (WT or Δb)

expression vectors, and are shown as described in Figure 2C.
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