Supplementary Methods

Quantitative PCR for Sox9 and Gata6 promoters

The Tagman probes and primers for both of the promoters were designed within the
previously described quantitative PCR amplicons (Boyer et al, 2006) by using
PrimerExpress v1.5 software (Applied Biosystems) and are shown in Supplementary
Table IV.

ChlIP assay for UbH2A

The UbH2A ChIP was done as described in materials and methods. The optimal
amount of chromatin and antibody for ChIP reaction was determined beforehand at the
HoxA7 promoter. We used 2.5 ul of anti-UbH2A antibody (clone E6C5, #05-678,
Upstate) for 8 x 10* nuclei. Affinity-purified rabbit anti-mouse 1gM antibody (#12-488,
Upstate) was subsequently used as a bridging secondary antibody. Quantitative PCR for
the HoxA7 promoter was done by Brilliant Il SYBR Green QPCR Master Mix (600828,
Stratagene) using the primer pair reported previously (Stock et al, 2007). ChIP at the
Xist promoter and Tsix 3’-end were quantified by Tagman PCR, and the probes and
primers were described in Supplementary Table 1V. The quantitative PCR probe and
primers for Tsix 3’-end are the same to those for Tsix (4) in qRT-PCR.
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