Immortalized smooth muscle cells enhance in vitro vasculogenesis
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Stability of Immortalized SMCs Under Confluency and Freeze–Thaw Conditions  
We also examined the effects of confluency and freeze-thaw (F-T) cycle on immortalized S-SMCs by comparing expression of the genes of interest including CD248, C3 and FBLN1 under conditions of <80%, >90%, and >100% confluency, as well as F-T versus non-F-T control cultures at comparable passages. Expression of CD248, C3, and FBLN1 remained consistent under high confluency and F-T conditions, indicating that immortalized S-SMCs maintain the supportive gene program under these conditions, Fig. S1.A. These findings are consistent with functional vasculogenesis assays demonstrating preserved vessel formation capacity in immortalized SMCs even after freezing or growth at high confluency, Fig. S1.B.              
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Figure S1. Stability of supportive gene expression and vasculogenic function in immortalized S-SMCs under confluency and freeze–thaw conditions. (A) Relative expression of CD248, C3, and FBLN1 in immortalized S-SMCs cultured at <80%, >90%, and >100% confluency, and in freeze–thaw (F–T) versus non–F–T control conditions at comparable passages. Gene expression remains consistent across confluency levels and after F–T cycles, indicating preservation of the supportive transcriptional program. (B) Functional vasculogenesis assay showing maintained vascular network formation capacity of immortalized S-SMCs following F–T cycles and under high-confluency conditions, consistent with the stable gene expression profile observed in (A).    

image1.png
Primary S-SMCs

Immortalized S-SMCs

2 § _
-~ .m [T
Q
H 5 S 4 5
g £ £
N
? G S
“ e Jv
§888 8- g8888% R °
(96) Ausuap [ossap (o) Katsuop possap
2 =
2 z L.H
] ~ 3
g B ¥ 5
a S
] b —
M ] oo 1 18
~Nowns M AN—O ~Nowns M AN —O
uolssaidxa auab pjog uolssaidxa auab pjog
Q
2 ..L.q
] N o L
% v ¢ )
] > - £
D o
T N S S S N TR TR T S A B ()
Nowns M AN e—Oo ~NownstE M AN —o
uoissaidxa auab pjog uoissaidxa auab pjog
) =
L
NS
m ni 5
v =
£
o
v

090\

76543210

uoissaidxa auab pjo4

=

090 o0
FBLN1

NOWLST M AN —Oo

uoissaidxa auab pjo4

=

11

Control F-T

uoissaidxa auab pjo4

=

050 _\o®
a3

uoissaidxa auab pjog

Control F-T

uoissaidxs susb pjog

=

00 _\

CD248

uoissaadxa auab pjo4

Ll

Control F-T

Y

oo 7 6 5 4 M AN—O
uoissaadxa auab pjo4

o~ ONTTMAN—O
uoissaidxa auab pjo4

S-SMC condition

FBLN1 CD248 a FBLN1

c3

CD248




