Supplementary Figures and Tables Legends:

Figure S1: Transcriptional profiles of BAF subunits in the tissues of adult animals. The
guantitative mRNA expression pattern of Baf47, 53a, 57, 60b, 155, 180, 200, 250a/b,
Brgl & Brm was each higher in ovary compare to brain, heart and kidney. Baf60c was
highly expressed in brain compared to ovary, heart and kidney. Baf170 expression is
similar in ovary & brain and elevated than heart and kidney at the age of 2 —months old
animal.

Figure S2: Summary of numbers of for common and tissue specific proteins that co-
purified with Brgl in primitive heart, head and trunk of E8.5 mouse embryo. Schematic
shows affinity purification of BRG1 complex and mass spectrometry analysis. Distinct
cardiac enriched SWI/SNF complexes exist in the developing heart at E8.5 mouse
embryo.

Figure S3: Baf250a is required for heart development. Spatial-temporal expression
analysis shows distribution of BAF250a during early development. (A, C-G) Baf250a
mRNA and (B) protein expression were obtained from whole mount RNA in-situ
hybridization and immunostaining at indicated developmental stages. (A, B) Strong
Baf250a expression in cardiac crescent at the late gastrula stage E7.5, (C) diffuse
expression in E8.0 heart and head and (d-g) Intense Baf250a staining in the heart and
head of E8.5-E9.5 embryos; frontal and lateral view. (H-K), Serial sections of BAF250a
anti-sense mRNA probe stained embryos; Magnifications: 40X (H, 1), 20X (J, K). Baf250a

RNA staining occurred in endocardial cells (EC), cardiac jelly (CJ), neural ectoderm,



somites, dorsal aorta, vetelline vein (VV), cephalic mesenchyme (CM), myocardium (M),
fore gut (FG)

Figure S4: Spatial localization of BAF subunits in the E8.5 mouse embryo. (A, D, G, J, M)
(A), BAF250a (B), BRG1 (E), BAF155 (H), BAF170 (K) BAF53a and (N) BAF47
immunostaining occurred in nuclei of heart, dorsal aorta, neural ectoderm, optical
vesicle and head mesenchyme. (C) Merged images of BRG1 and BAF250a show co-
localization in whole embryo; neural ectoderm, head mesenchyme, gut, somites and
heart; myocardial cells, endocardial tube, dorsal aorta. (F, 1) BAF155 and BAF170 co-
localized with BAF250a in nuclei of dorsal aorta and vetelline vein. (L, O) BAF53a, and
BAF47 co-localized with BAF250a in head mesenchyme, optical vesicle and somite of
early embryo. Magnification: 2X. 1: future brain, 2: dorsal aorta, 3: optic vesicle, 4: atria,
5: endocardial tube, 6: future spinal cord, 7: somite, 8: gut, 9: head mesenchyme, 10:
cardiac jelly, 11: ventricle

Figure S5: Co-immunostaining of BAF250a and cardiac specific proteins was analyzed in
frontal sections of E8.5 wild type (WT) mouse embryo. Immunostaining and co-
localization analysis of the BAF250a (green) and Myocardin (red) was detected in E7.5
embryos. (A) At E7.5, BAF250a expressed in whole embryo with distinct pattern. (B)
Immunostaining of myocardin occurred in cardiac crescent and notochord in E7.5
embryos. (C) BAF250a and Myocardin were co-localized in cardiac crescent. (D, E) At
E8.5, BAF250a and Myocardin expression appeared at the myocardium, endocardium,

dorsal aorta and mesenchymal tissues. F, BAF250a and Myocardin were co-localized in



myocardium. (H, K) cTnT and Myl3 expression restricted to the myocardium. (I, L)
BAF250a, cTnT & Myl3 were co-localized in the myocardium.

Figure S6: BAF subunits associate with BAF250a in P19 cells and in developing heart.
Immunoprecipitation using antibodies against BAF250a or IgG in P19 cells and E9.5
hearts followed by probing with the BAFs antibodies indicated on the left.

Figure S7: Protein knockdown assessment of BAF subunits in P19 cells. Western blot
analysis evaluated the extent of protein knockdown of BAF subunits upon introduction
of (A) BAF250a, (B) BRG1, (C) BAF155 (D) BAF53a and CHD4 siRNA. Antibodies specific
for indicated BAF proteins and CHD4 determined their relative levels of expression.
Figure S8: Evaluation of BAF250a inhibition in DMSO induced differentiated
cardiomyocytes transfected with Baf250a & non-target control siRNA. Western blot
analysis using antibodies specific for indicated BAF protein subunits determined their
relative levels. Protein levels were normalized to B-Actin.

Supplementary Table 1: Endogenous Brgl associated subunits in P19 cell; an embryonal
carcinoma cell line. Summary of BRG1 associated factors (BAF) peptides co-purified with

Brgl & Baf250a in P19 cells identified by mass spectrometry.
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E8.5 mouse embryo
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PBAF

Distinct Cardiac enriched SWI/SNF-like complexes
exist in the developing heart at E&.5 mouse embryos.



Singh_Fig 33

-
Ml Ama

E&.5 TGl DX E4.5
[ msls]
J Fimtral o K w1 ia
4 il
Y wae - (1Y
* o s
i ¥ LY
Mt | %

s gt 20N PP




Singh_Fig 54

BAF250a

BAF250a

BAF250a Merged

BAF250a AFAT Merged




Singh_Fig 55

"“'-4-3 HEART
] ‘- -
- s

1 yo d+DaFl E&.5 rﬂ argad

[ II'| HEART

cTnT+DAPI

BaAFz50a+DAP| EBS Myl 3+DAFI =




P18 Cells

.

1P IGG
IP: BAFZ2S

Input

BAF250a

BRG1

BAF1TD

BAF15S

BAFST

BAF250a

BRG1

BAF1TO

BAF155

Singh_Fig 56

ES.5 Heart E9.5 Head

IP: IgG
IP:BAF250a

Input
Input
IP: 1gG

ES9.5 Trunk

Input
IP: 1gG

L IP:BAF250a

. & IP-BAF250a




singh_Fig 57

A B c D E
SiRNA siRNA siRMA SIRNA
Transfection 1ransfection  Transfection Transfecton
ﬁ H r 1 i "
=

Na siRNA

TR
5 &

CHD4

B ACTIN

siRMA&
Transfaection

NTC

=
2
T
&

CHD4 -0




Singh_Fig 58

siRMA
Transfeciion

o

z S

: Loy

= o =
BRGT | [ —
s |
srea |
07|
BACTIN | S——




“Endogenous Brgl associated subunits in P19 cell

Brgi #of T AR #of  MEME
Associated BAF Spectra Coverage Distinot  Score
Subuwnits In Waive Poptidos
in P13 Cell P19 cell
BRGIEMARCAL) 16 ] 14 167.07
ACTGTE ACTIM 14 23 ) 111.55
BAF165(EMARCCT) 12 0 a 97.84
BAFAT(SMARCE1) a8 19 5 50.35
BAF4SDIDPF2D4) & 11 3 5237
BAFS3AACTLEA) ] 1 i 50.64
BAFGIAISMARCDT) ] & 3 46.27
BAF1TO(EMARCCZ) 5 2 3 3763
BAFZG0AIARID A 2 1 2 22.08
Baliska # of ¥ of Ak #of MEME
Aszeciated Brogl Spectra Coverage Distinot Score
Subunils in Maive Poptides
in P13 Call Pi8 cell
BAF2EDAArdTa) 51 B 13 19038
ACTGT (B ACTIM) 21 16 & &8.78
BRG1{Smarcad) a8 4 1] T7.49
BAFS3A{ACtEa) ] 13 5 &7
BAF1TO{Smarcod) ] & 5 56.13
BAF155(Smarcct ) T 4 4 54.97
BERM|5marcal) ] 2 q 52.35
BAFAGD(Dpf2) 4 11 3 41.38
BAF2LOBAndTE) G i 2 30.03
BAFAT{Smarchi} 1 1 1 15.47
BAF250A ¥ of % of AR #of MEME
P Spectra Coverage Distinot Score
A'EBHIEFE{' in Haive Peptides
Repressive B4S coll
complex Proteins
Im P15 Cell
Cinmit 1 2 3 34.29
HDOACZ 2 & 2 2266
CHD3 2 & 2 21.81
HOACH 2 4 2 20.85





