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Fig. 1 Protocol of Lrpl silencing in C3H10T1/2 cells commitment stage

We perform Lrpl RNAi experiment at day—7, and then C3H10T1/2 cells are treated for 6 days with growth media or growth media further supplemented

with BMP4. Cells are then induced for 8 days to differentiate into adipocytes using adipogenic induction and maintenance media.
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Fig. 2 Lrpl RNAI inhibits Lrpl expression
during preadipocyte commitment
C3HI10T1/2 cells are transiently transfected with control RNAi or Lrpl
RNAI and then treated with BMP4 until day 0. mRNA levels of Lrpl
are monitored by Realtime PCR at day 0(**P < 0.01).

2.3 BUK Lrpl 22Z C3H10T12 EEEAFES

BIRTERIHE 0 RADGE: WAkEE Mg 4l e
A1k, BMP4 4bHE 4] Jz BMP4 4b 2 ) Control
RNAi A4 Kse ST AR 7 40 i i)
JEZA. 1 Lrpl RNAI 4140 il B8 4 )1 T BMP4 75
S, A LHS Control ZUAHEL, 40 A T~ T A% 57 »
BA IR H(E 3).

Fig. 3 Micrographs of committed C3H10T1/2
cells at day 0

Cells are treated for 6 days with growth media or growth media further
supplemented with BMP4, BMP4 plus Control RNAi, or BMP4 plus
Lrpl RNAIi. /: Control; 2: BMP4; 3: Control RNAi+BMP4; 4: Lipl
RNAi+BMP4.
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Fig. 4 Knock down of Lrpl inhibits the commitment of C3H10T1/2 cells to adipocyte lineage
C3HI10T1/2 cells are cultured in DMEM with 10% calf serum until postconfluence (day 0) and then induced to differentiate with standard differentiation
protocol (MDI). (a) Micrographs of cytoplasmic triglyceride after Oil Red O staining on day 8. (b) Photograph of cytoplasmic triglyceride after Oil Red O

staining at the same point. (¢) The expression of adipocyte marker (422/aP2) is detected with cell extract on day 8. A representative experiment out of 3

is shown. /: Control; 2: BMP4; 3: Control RNAi+BMP4; 4: Lrpl RNAi+BMP4.
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Fig. 5 Protocol of Lrpl silencing in differentiating C3H10T1/2 cells
C3HI10T1/2 cells are treated for 6 days with growth media, growth media further supplemented with BMP4. Cells are then induced for 4 days to
differentiate into adipocytes using adipogenic induction and maintenance media. At day 4, RNAi experiment is performed with non-antibiotic media,

and 24 h later the media is changed to FBS until day 8.
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Fig. 6 Lrpl RNAI inhibits Lrpl expression
during lipid formation
Silencing of Lrp1 is performed at day 4. C3H10T1/2 cells are transiently
transfected with control RNAi or Lrpl RNAi. Lrpl mRNA expression is
monitored by Realtime PCR(**P < 0.01) at day 8.
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Fig. 7 Lrpl silencing in differentiating adipocytes

has no effect on adipogenesis
After commitment, C3H10T1/2 cells are maintained for 4 days in
adipogenic differentiation medium, then are transfected with Control
RNAI or Lrpl RNAI. (a) Micrographs of cytoplasmic triglyceride after
Oil Red O staining on day 8. (b) Photograph of cytoplasmic triglyceride
after Oil Red O staining at the same point. (c) The expression of
adipocyte marker (422/aP2) is detected with cell extract on day 8. A
representative experiment out of 3 is shown. /: Control RNAi+BMP4; 2:
Lrpl RNAi+BMP4.

Control RNAi+BMP4 Lrpl RNAi+BMP4

Un 17 5" 10" 300 1’ 5" 10" 30’

Che - W™ pShadlSB

e — — d---_‘ Hsp90

Fig. 8 Lrpl RNAI inhibits BMP4-triggered Smad1/5/8
phosphorylation in C3H10T1/2 cells
Immunoblotting shows that BMP4 treatment induces the phosphorylation
of Smad1/5/8, increases p-Smad1/5/8 at 5 min of BMP4 exposure relative
to BMP4-untreated control (Un). These increases are significantly

reduced with Lrpl RNAI treatment.
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Knock Down of Low Density Lipoprotein Receptor-related
Protein 1(Lrpl) by RNAIi Inhibits The Commitment of
C3H10T1/2 Pluripotent Stem Cells to Preadipocyte”

CHEN Jing-Wen, GUO Liang™
(Key Laboratory of Molecular Medicine, Ministry of Education, Depariment of Biochemisiry and Molecular Biology,
Fudan University Shanghai Medical College, Shanghai 200032, China)

Abstract The adipocyte development process of C3H10T1/2 pluripotent stem cells includes two stages: the
commitment stage and the differentiation stage. There are evidences that BMP4 commits C3H10T1/2 cells into
preadipocytes. Previous studies have shown that mice lacking adipocyte Lrpl (adLrpl-/-) displays reduced body
weight and smaller fat stores which highlights the important role of Lrpl in adipogenesis. However, little is
known about the role of Lrpl in preadipocyte commitment. RNAi was used to study the effect of low density
lipoprotein receptor-related protein 1(Lrpl) on commitment of C3H10T1/2 to preadipocyte. Through microscopic
examination, Oil red O staining, Western blotting, it is demonstrated that Lrpl RNAi inhibits C3H10T1/2
adipogenesis in commitment stage, rather than in lipid maturation period. BMP4 signals through Smad1/5/8 and
Lrpl RNAI significantly suppresses the BMP4-triggered phosphorylation of Smad1/5/8. These data suggest that
Lrpl RNAi has inhibitory effects on the BMP4-induced of C3HI10T1/2 preadipocyte commitment via
down-regulating Smad signaling.
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