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Supplementary Methods 

Embryo collection and PGC preparation

PGCs were isolated from outbread MF1 mice. Noon of the day of the vaginal plug 

was designated as E0.5. For the FACS sorting the dissected urogenital ridges from 

embryos carrying Oct4-GFP transgene were trypsinized and treated with 

hyaluronidase prior to the FACS sorting using the MoFlo (Cytomation 

Bioinstruments). The purity of PGCs was examined independently using Oct4 

staining and was always in excess of 98%. 

Immunofluorescence staining

The urogenital ridges of the relevant developmental stages were trypsinised and the 

single cells suspension settled on the poly-L-lysine (Sigma-Aldrich) treated slides. 

The cells were briefly washed with 1xPBS and fixed in 4%PFA in PBS for 15minutes 

at room temperature. The cells were permeabilised for 30 min using PBS, 1%BSA, 

0.1% Triton TX-100. The antibody staining was carried out in the same buffer at 4
o
C

overnight. The slides were subsequently washed 3x in PBS, 1%BSA, 0.1% Triton 

TX-100 (5min each wash) and incubated with Alexa dyes conjugated secondary 

antibodies (Molecular Probes) for 1 hr at room temperature in dark, washed 1x 5 min 

in PBS, 1%BSA, 0.1% Triton TX-100 and 2x 5 min in PBS. The slides were then 

mounted in Vectashield with DAPI (Vector laboratories) and imaged using BioRad 

Radiance 2100 confocal microscope. The quantification of nuclear size and staining 

intensity was performed on cryosection (see below) using Velocity software. 

For cryosections the dissected urogenital ridges (E12.5 and E13.5) or trunks of 

embryos (E10.5 and E11.5) were fixed in 4%PFA (or in 2%PFA for H2A.Z stainings) 

for 4 hrs at 4
o
C, washed 3x 10min in PBS and incubated in 15% sucrose (in PBS) 

overnight at 4
o
C. The material was then mounted in OCT matrix (Cell Path) and 

stored in -80
o
C until cryo-sectioning. The cryosections were post-fixed with 4%PFA 

in PBS for 5 min, washed 3x 5min in PBS, permeabilised and processed further as  

above.
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5methylcytosine staining

The FACS sorted cells of populations A, B and the somatic cells of the genital ridges 

were allowed to attach to the poly-L-lysine (Sigma-Aldrich) treated slides for 15 min 

at room temperature. Following the fixation with 4%PFA in PBS for 10min, the cells 

were washed 3x 5min in PBS and permeabilised in PBS, 1%BSA, 0.5% TX-100 for 

30 min. The slides were then washed with PBS and treated with 4N HCl for 20 or 

30min (PGCs or somatic cells, respectively) at 37
o
C. Following extensive PBS 

washes, the slides were blocked in PBS, 1%BSA, 0.1%TX-100 for 30min and 

hybridised in the same buffer with 5mC antibody at 4
 o

C overnight. The slides were 

subsequently washed 3x in PBS, 1%BSA, 0.1% Triton TX-100 (5min each wash) and 

incubated with Alexa dyes conjugated secondary antibodies (Molecular Probes) for 1 

hr at room temperature in dark, washed 1x 5 min in PBS, 1%BSA, 0.1% Triton TX-

100 and 2x 5 min in PBS, followed by RNaseA treatment (1mg/ml – 30min) and 

propidium iodide (PI) staining (0.25mg/ml – 10min). The slides were then mounted in 

Vectashield (Vector laboratories) and imaged as above. 

Antibodies

H2AZ ( kind gift of D. Tremethick) 1:200 (the specificity of the antibody was tested 

on the AUT gels – data not shown); H1 (Abcam) 1:200; ATRX (Santa Cruz 

Biotechnologies) 1:50; H3K9me2 (Upstate) 1:400; H3K9me3 and H3K9me27 (kind 

gift of T. Jenuwein) 1:500; H3K9ac (Abcam) 1:300; Nap1l1 (Abcam) 1:200; 

H3K4me2 and H3K4me3 (Abcam) 1:500; HIRA (kind gift of P. Adams) combination 

of monoclonal antibodies; CAF-1 (anti p150 – kind gift of G. Almouzni) 1:100, 5mC 

antibody (kind gift of A.Nivelau) 1:50) 

Bisulphite sequencing

The FACS sorted PGCs were embedded in SeaPlaque LMP agarose and processed as 

described previously .Nested PCR approach was used for the PCR amplification of 

peg3 and lit1 DMR regions as in 
1
. For Peg3 :Primers: F1: ttt tta gat ttt gtt tgg ggg ttt 

tta ata, R1: aat ccc tat cac cta aat aac atc cct aca, F2: ttg ata ata gta gtt tga ttg gta ggg 

tgt, R2: atc tac aac ctt atc aat tac cct taa aaa . The PCR conditions: 1
st
 PCR (primers 

F1,R1) : 95
o
C 5min, 95

 o
C 1min, 58

 o
C 75sec, 72

 o
C 60sec (35cycles) 72

 o
C 10min, 4

o
C .  2

nd
 PCR (primers F2, R2) : 95

o
C 5min, 95

 o
C 1min, 58

 o
C 75sec, 72

 o
C 60sec 

(35cycles) 72
 o

C 10min, 4
 o

C.  For lit1 : Primers: F1: tat tat ttt ggt gtt ggt tat atc ggg 
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tta, R1 : att ttt ctt caa cac cct tct ttt ccc t, F2 : ggg tta taa agt tta ggg gtt ttt aga tt, R2 : 

aaa ctt ttc tat tca act taa ttc cca ac.  The PCR conditions: 1
st
 PCR (primers F1,R1) : 

95
o
C 5min, 95

 o
C 1min, 57

 o
C 75sec, 72

 o
C 60sec (35cycles) 72

 o
C 10min, 4

 o
C .  2

nd

PCR (primers F2, R2) : 95
o
C 5min, 95

 o
C 1min, 57

 o
C 75sec, 72

 o
C 60sec (35cycles) 

72
 o
C 10min, 4

 o
C.

The PCR products were gel purified, cloned into a T/A cloning vector (pGEM Easy 

System I, Promega) and transformed into Top10 ultracompetent E.coli (Invitrogen). 

The inserts were verified using colony PCR and sequenced using external sequencing 

service.
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