SUPPLEMENTAL INFORMATION

Figure S1. Lineage differentiation was not involved in the reversion of MSC

immunosuppression by IFNa.

(A) MSCs were treated with IFNy and TNFa or IFNy, TNFa and IFNa for 24 hours.
According to the manufacturer's instructions, total RNA was collected and the expression
of osteoblast marker genes or adipocyte marker genes was quantitated by real-time
PCR. Values are means + SD of a representative result of two independent
experiments. (B) MSCs with treated by different cytokines for 72 hours. Calcium
deposits were stained by Alizarin Red S (osteogenesis, upper panel). MSCs were

stained with Oil Red O to reveal lipid droplets (adipogenesis, lower panel). (bar =100

um)

Figure S2. IFNa does not inhibit INOS expression in bone marrow-derived

macrophages.

Bone marrow-derived macrophages were stimulated by various combinations of TNFa
(10 ng/ml), IFNy (10 ng/ml) or IFNa (2500 U/ml) for 24 hours. The expression of INOS
and pTyr701-Stat1 were examined by western blotting analysis. Values are means +

SD of a representative result of two independent experiments.

Figure S3. IFNa does not inhibit the production of other cytokines or cytokines by



MSCs.

MSCs were stimulated by IFNy and TNFa with or without IFNa for 24 hours.
Supernatants were collected and analyzed by Bio-Plex protein array system for
cytokines and chemokines, or by Griess assay for nitrate concentration. IFNy/TNFa: 10
ng/ml; IFNa 2500 U/ml.  Values are means + SD of four wells from a representative of

two independent experiments.

Figure S4. IFNa does not inhibit the expression of IFNy receptors.

(A) Relative expression levels of IFNy receptor 1 (IFNGR1), IFNGR2, H2-D1, and H2-K1
from microarray data were compared with or without 24-hour treatment of cytokines. (B)
Surface expression levels of IFNGR1 and IFNGR2 were determined by flow cytometry

analysis at 24 hours. Isotype controls were shown in filled grey histograms.

Figure S5. NF-kB signaling pathway is not involved in IFNa-induced iNOS

inhibition.

(A) MSCs were stimulated with combinations of IFNy and TNFa or IFNy, TNFa and IFNa
for indicated time. Total protein was collected and the expression of pSer32-1kBa, IkBa
and pSer536-p65 were examined by western blotting analysis. (B) MSCs were treated
for indicated time. Nucleic proteins were extracted. The distribution of p65 in nucleus

was determined by western blotting analysis. Lamin B was reference for nucleic
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proteins. (C) MSCs were stimulated as previously for 24 hours. Total proteins were
collected. p65 was precipitated by sequence-specific oligonucleotide agarose beads.
The precipitants were determined by western blotting analysis. Total proteins were

inputs. Experiments were repeated twice.

Figure S6. IFNa inhibits NO production by L-MSCs.

MSCs and lymphoma-derived MSCs (L-MSCs) were cultured in the presence of TNFa
and IFNy with or without IFNa for 12 hours. Supernatants were collected and nitrate
concentration was determined by a modified Griess reagent. Values are mean + SD of

3 replicates.

1S}



>

COL1A1 00s, CEBPB B PBS s
1 PBS ' | :

£ £
g 0.6 — ®m |FNy+TNFa § 0.06-
@ mm IFNy+TNFo+FNo & :
2 g 2
9 0.4 © 0.04- =
£ S -}
Z 0.2 Z 0.02- " i e At B
g £ o IFNy+TNFa IFNy+TNFa+IFNa
0.01 0.00- 30
: Leptin Ny
010, Osterix 04 - P = ;
l.t? / )
A , ‘
£ 0.08{ = X _ \
o = 0.3 - )
© c /
& 0.06- 5 i
0 ¢ = : .
< 0.041 @
o > 0.2 - PBS IFNa
‘E0.00Z-- o izt inaon e RTINS [ SO
2 0.001- < %]
E - Z
. . E
0.000-1— 0.0 -

Runx2 Adiponectin

)
-
o
1
o
(o]

0.8 41

o
(=2]
1

T

Oil Red O staining
M
-z
o
T
1 z )
(i |
+
o
=z
m
vz Q
e i ,
~
AZ
Q|

L) "

(=} °©

=

x *

£ c T

=] E= Cocflile

(8] [T ! 8 g

® 0.6 - [ Vg e < e

(%% Ly g s AN = —~

o o 0.4 ;s /

e e Koo 1. ; 5

o 0.4 - 0o & N

2 = WAL ” — 3 >

© © ()= :
0.2 - e

< 0.2 -1 < /_’ \)" ~ :

4 2 A =

14 14 / N

S S : i — —_—

e
o

Fig. S1° 00 1=



IFNy - + - - + -
TNFa - - - + + + - +
- - S iNos
- — s s  pTyr701-Stat1
AR o tin

Macrophages derived from bone marrow

Fig. S2



o
4
L
+
5 O
W L
zZ =
[y
P
%NN
o L
© i
I
o o o o
o o o
o o o
™ N -

MIP1b

IL-12 p70

(jwy/6d) uonesnuasuon

ns

© © © © o
o O O o
< M N

(Jjw/B6d) uonesyuasuon

s

00.&0_0.
0505
N - -
(Jjwy/6d) uonenuasuon

*kk%

© ©® © ¥ N O
-
(Wr) uonenuasuod ajes3IN

Ccl5
_ns_

o o o =3
™ N -
(Jjwy/Bu) uonenuasuon

g

08&4._.%_&

:E\m:v uoljejuasuo)

o
a:

MCP1

o
o
o
™

= 4000
2000-
1000+

jw/6d) uonesuasuo)

Fig. S3



IFNGR1 s00. 'PNGR2 H2-K1 10000. H2P!
5 2% S 5 5000 5 ~ PBS
@ 4001 . @ 4004 - & 6000- @ 8000+ mm IFNy+TNFa
S 300- S 300- 5 S 6000- mm IFNy+TNFa+IFN
3 3 3 4000 3 yrirar
© 200- o 200 0 © 4000
5 1001 5 1001 5 2000 5 20004
(14 (14 (14 (14
0 0 0 0
B [] IFNy+TNFa+IFNa
[ ] IFNy+TNFa
[] pBs
|:| Isotype

IFNGR1 IFNGR2

Fig. S4



A

IFNy+TNFa IFNy+TNFa+IFNa

Time: 0 515 3060 90:0 5 15 30 60 90 min

- - - - pSer536-p65
- - @ "= hSer32-IkBa
- - PR =
' GDPDH
B C
IFNa - - + IFNa - -
IFNy - + + IFNy - + +
TNFa - + + INFa - . .

Time: o 530 530 min
- ~= @ == pSer536-p65 Precipitation

Al e s @ [aminB

s = pSer536-p65

— e
INPUL [ S

p65

Fig. S5



=

= 259 _ O mscs
5 I L-MSCs
S 20- -

©

£ 15

]

c 10-

8 -

e 9

P

Fig. S6



	IFNa manuscript-R1.8b-sup
	IFNa Fig v12.8_sup

