A versatile mouse model of epitope-tagged histone H3.3 to study epigenome dynamics
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C Primer sequence for genotyping H3f3a and H3f3b knock-in mice

Primer

A_Common (RP)

A_Common (FP)

A _GF

P (FP)

B _Unique (RP)

B_Common (FP)

B GF

P (FP)

GACATCAGCCATTAGAGGGCACAAGTTGCC
GCACACACAGCCCATCAATCTGTGCTAAGACC
GGCGACGGCCCCGTGCTGCTGCCCGACAAC
GCCCTTCCTTCTTCTGGTGACTGCAGGCCAGG

GCAACTTGTCACTCCTGAGCCACAGTGCTC
GGAGTTCGTGACCGCCGCCGGGATCAC

Supporting Information 1
(A) Schematic representation of targeting vectors. The Yellow rectangles represent H3f3a and H373b coding regions.
The H3.3-Flag-HA-IRES-GFP cassettes are shown by rectangles of different color. Solid line represents genomic
sequence. ATG denotes the initiation codon, FRTs are shown by double black rectangles Neo and Hygro indicate
Neomycin and Hygromycin resistance genes. LoxP sites are shown in red triangles. The length of replaced sequences are
shown at the bottom. Sizes in the map are not 1n scale. (B) Amino acid sequence of the inserted H3.3-HA fusion
protein. Highlighted at the N-terminal end 1s the Flag-HA sequence adding an additional 2.7 kDa mass to the H3.3
protein. C) Primer sequences used for PCR based genotyping for H3f3a and H3/3b.

S-1



Supporting Information 2
IgG Control H3 3-H

AT R AT O R

e

Thymus

L% e ool e BN
A e e S
L
.,: " o

A A e
: ;%%%1‘%’* L il T
R g e AT
e, i - "+

e

iKidney

R e =l Bl M T
R
L

e 2 i,{}% =
ey
y PP ek - -
G [
e b 0 T e
i f:f};. e
L P
R,

FEhACE e
Far R e g

- =

MERET :
.1-?.'3, AP o
ST STt g
Rl

e uy
e
kS . .
s
inaiLy RS
v, \x"' 7 I .
L

A A e S Zaew
LA

W 4
ot 1-‘_‘.,
e

¥
B
-

i

}i,_
i
057

L]

]

s

; 2 Jo : 1
oy 4 E'.__
g |
: g Uaai

upporting Information
IHC analysis of H3f3b-HA expression in adult tissues. Tissue sections from 9 weeks old mice were examined in
the same manner as Figure 2. Images corroborate IHC data of H3f3a-HA and show that H3{3b 1s expressed in most

of indicated adult tissues. See Legends for Figure 2 for details
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Supporting Information 3

Flow cytometry analysis of EGFP signals in immune cells. Spleen cells from H3f3a-HA and H3{3b-HA
knock-1n mice (8 or 9 weeks old) were analyzed for expression of surface markers (Y axis) and eGFP
signals (X axis). T and B cells were distinguished by CD3 and B220, respectively. Dendritic cells,
macrophages and NK cells were 1dentified by Cd11c, F4/80 and NK1.1, respectively. Note that more
than 80 % of cells were EGFP positive 1n all cell types.
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Supporting Information 4

(A) Binned H3.3 ChIP-seq peaks are depicted in the heat map format. Genes (n= number of genes in each bin)
in each bin were ranked according to H3.3 signal intensity. (B-D) Heat map of H3.3 peaks shown for all genes,

constitutively expressed genes and silent genes 1n untreated (NT) and IFN treated cells.
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IGV screenshots of H3f3a and H3f3b mRNA expression
(A) Normalized read coverage profiles of H3f3a and H313b transcripts in untreated (NT) and IFN treated MEFs. (B) GO

analysis was performed for ISGs 1dentified in H3/36 ME

EFs (Enrichr program, (http://amp.pharm.mssm.edu/Enrichr/). Y

axi1s represent negative log of p-values. Enrichment in GO-terms related to type 1 IFN signaling 1s evident.
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H3.3-HA deposition profile
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Supporting Information 6
H3.3-HA peaks 1n all ISGs and genes downregulated by IFN treatment are shown in the heat map formant. Genes belonging to
either group were aligned according to the H3.3 signal intensity. See the legend for Supporting information 4.
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