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BAMBI, packaged and infected the porcine preadipocyte. The differentiation state of preadipocyte was detected by Oil Red

O staining and Oil Red O extraction assay and the expression levels of adipogenic marker genes were detected by Real-time

gPCR and Werstern bloting. Results show that BAMBI expression was significant decreased after lentivirus infection,

which was repressed more than 60% by shRNA2. Moreover, knockdown BAMBI increased the lipid accumulation of

porcine preadipocyte and improved the expression of PPARy (peroxisome proliferator-activated receptory) and ap2

(adipocyte protein 2). In summary, these data indicated that BAMBI inhibited adipocyte differentiation by facilitating the

phosphorylation of ERK1/2.
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1.2 FHE
1.2.1 pLentiH1-BAMBI shRNA
NCBI BAMBI
(GenBank Accession No. NM_001201485)
Invitrogen ranidesigener (https://
rnaidesigner.invitrogen.com/rnaiexpress/)
BAMBI loop
BamH I Xho I
3 shRNA Oligo DNA
( D
BamH I Xho I
DH5a

pLenti-H1

1.2.2
24 h  2x10%cm?

#= 1 % BAMBI £ [# shRNA % it

Table 1 shRNA oligo DNA targeting porcine

BAMBI CDS

:;I\I\/Ilii Sequence (5'-3")

shRNA1 Sense GATCCGGTGAAATCAGATGCT
ACTGTCTCGAGACAGTAGCA
TCTGATTTCACCTTTTTC

Antisense TCGAGAAAAAGGTGAAATCA

GATGCTACTGTCTCGAGACA
GTAGCATCTGATTTCACCG

GATCCGCTGACTTCCTCCAAA
GAGTTCTCGAGAACTCTTTGG
AGGAAGTCAGCTTTTTC
Antisense TCGAGAAAAAGCTGACTTCC
TCCAAAGAGTTCTCGAGAAC
TCTTTGGAGGAAGTCAGCG
GATCCGCTGTCTGACGTGCGA
TAAGACTCGAGTCTTATCGCA
CGTCAGACAGCTTTTTC
Antisense TCGAGAAAAAGCTGTCTGAC
GTGCGATAAGACTCGAGTCTT
ATCGCACGTCAGACAGCG

shRNA2 Sense

shRNA3 Sense

HEK293T 10 cm
8mL 10%FBS DMEM 2-4h
8 mL 10 pg
pLentiH1-Akt2 shRNA 6 pg VSVG 6 pg A8.9
480 pL

520 pL 0.5 mol/L CaCl,
20 pL 70 mmol/L

NaH,PO, 980uL HN HNP
1 000 uL. HNP 200 pL
15 min
200 pL
14-16h 48 h
72 h 3 000 r/min
10 min 0.45um  PVDF
10 10°-10°°
293T 2d
(TU/mL)=GFP X
/0.01 mL
1.2.3
3
PBS
3 1 mm’
1 mg/mL [ 37°C
60—80 min 200
5.0x10*  /em®
37 C 5% CO,
12h 2d 1
1.2.4
3.5 cm
70%—80%
2 mL 200 uL FBS 2 uL

24 h
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1.2.5 Real-time PCR 6d PBS 3 4%
48 h 45 min PBS 3 O
PBS 2 1 mL 45 min PBS 3
Trizol TaKaRa Trizol
RNAHMY GenBank 2 mL
BAMBI B-actin PPARy ap2 mRNA (0]
Primer Primer5.0 PCR 510 nm (OD)
2 1.2.8
1.2.6 Western blotting + (Xxs)
72 h SPSS19.0 One-way ANOVA
2d
1 pmol/L 5 pg/mL 2 %%
0.5 pmol/L IBMX (3- -1 ) 2.1 pLentiH1-BAMBI shRNA #5614
DMEM/F12 2d 5 pg/mL 3 shRNA Oligo DNA
DMEM/F12 4 d 59 bp (
1A) pLentiH1
BCA 2 7612 bp
1 4 5x 15 min 209 bp ( 1B)
5%—12%
5% DH5a
2h 2h 2h BamHI Xhol
pLentiH1-BAMBI shRNA 59 bp
1.2.7 0 (0] ( 10

% 2 Real-time PCR 45535149
Table 2 Specific primers for Real-time PCR
Gene Accession No. Primer sequence (5'—3") Length (bp) T, (C)

F: AGGACAAGGCAACAGGTATTAGC
BAMBI NM_001201485 R: GAACCACAACTCTTTGGAGGAAG % 60

. F: GGACTTCGAGCAGGAGATGG
p-actin - NM_007393 R: AGGAAGGAGGGCTGGAAGAG 138 60

F: AGGACTACCAAAGTGCCATCAAA
PPARy IR ALes R: GAGGCTTTATCCCCACAGACAC 142 60

F: GAGCACCATAACCTTAGATGGA
ap2 HM453202 R: AAATTCTGGTAGCCGTGACA 121 60
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Fig. 1 Construction of BAMBI lentivirus vectors. (A) shRNA Oligo DNA was annealed to double-stranded DNA.
M: DNA marker; 1-3: BAMBI shRNAI, 2 and 3 Oligo DNA annealing product (58 bp). (B) pLentiH1 blank plasmids
was identified by restriction enzyme digestion BamH [ and Xho I ). M1: DNA marker 1; 1-5: enzyme digestion
product by BamH [ and Xho I ; M2: DNA marker 2; (C) pLentiHI-BAMBI shRNA recombinant plasmids were
identified by restriction enzyme digestion (BamH I and Xho [ ). M: DNA marker; sh1-sh3: enzyme digestion product

of pLentiH1-BAMBI shRNA1, 2 and 3.
Scrambled shRNAI shRNA2 ) shRNA3

2 BAMBI EHERSFH~E

Fig. 2 Production of BAMBI recombinant lentivirus. (A, E) Transfected with pLentiH1-BAMBI shRNA1. (B, F)
Transfected with pLentiH1-BAMBI shRNA2. (C, G) Transfected with pLentiHI-BAMBI shRNA2. (D, J) Transfected
with pLentiH1 scrambled. (A, B, C, D) Examined under amicroscope (40%). (E, F, G, H) Examined under

amicroscope (100x).
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23 BHEBAEAAEHARET BAMBL TN 0% 30
£ E RIEHIF M (44
pLentiHI-BAMBI shRNAI 2 3 sh-BAMBI Western blotting
scrambled 48 h shRNA2 BAMBI
72 h RNA real-time PCR ( 4B)
BAMBI BAMBI
Scrambled shRNAI shRNA2 shRNA3

3 EAEFESBEEAIKENMAE2dRE GFP Rk

Fig. 3 GFP expression in porcine preadipocytes infected with lentivirus 2 days later (100x). (A—C) Porcine
preadipocyte infected by lentivirus containing BAMBI shRNA1, 2 and 3. (D) Porcine preadipocyte infected by
lentivirus containing scrambled, as control.
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Fig. 4 Expression of BAMBI mRNA and protein in porcine preadipocytes infected with lentiviru. (A) Real-time
PCR analysis BAMBI and B-actin mRNA expression in porcine preadipocytes infected by lentivirus including
BAMBI and scrambled shRNA. Noinfected and scrambled as controls, B-actin as internal control. (B) Western
blotting analysis of BAMBI and B-actin protein expression in porcine preadipocytes infected by lentivirus including

sokox

BAMBI and scrambled shRNA. Noinfected and scrambled as controls, f-actin as internal control. " P<0. 01, P<0.001.
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Fig. 5 Effects of interference of BAMBI on pig preadipocyte differentiation. (A) Oil red O staining of porcine
preadipocytesat at day 6 after differentiation (100x). After infected by lentivirus preadipocytes were induced for 6
days to differentiate by cocktail way. a, b and c: adipocytes before staining; d, e and f: adipocytes by oil red O
staining. a and d: adipocytes not be infected lentivirus; b and e: adipocytes infected by lentivirus includingnonsense
shRNA; c and f: adipocytes infected by lentivirus including BAMBI shRNA2. (B) Quantitative analysis of the Oil
Red O staining, the accumulation of lipid droplets in sShARNA2 treated group was increased. ~ P<0.01.
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6 JEREIIRBERA4RAE T BAMBI /53 PPARy #0 ap2 BiRiLZ LK ERK1/2 S B AIF T

Fig. 6 Effect of PPARY, ap2 and ERK1/2 signaling pathway in porcine preadipocytes lacking BAMBI. Preadipocytes
were infected with lentivirus and induced for 6 days by cocktail way. Total RNAs were collected 6 days later. The
expression levels of PPARy and ap2 were measured by real-time PCR and Western blotting, the activity of ERK1/2 was
detected by Western blotting. Results were normalized by B-actin. (A) The mRNA levels of PPARy and ap2. (B) The
protein expression of PPARy, ap2 and ERK1/2 signaling pathway. 'P<0.05, ~'P<0.01. Noninfected: adipocytes did not
be infected by lentivirus; scrambled: infected by lentivirus including scrambled shRNA; sh-BAMBI: adipocytes infected
by lentivirus including BAMBI shRNA2; p-ERK1/2: the phosphorylation level of ERK1/2.
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