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Figure S1. Cardiac hypertrophy gene expression in different group after adding G1 in vitro.
The data was expressed as mean = S.E.M and analyzed by one-way ANOVA(n=3). « P<0.05
versus Con; # P<0.05 versus AnglI.
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Figure S2. Cardiac hypertrophy gene expression in different group after treatment with
LY294002 or Rapamycin in vitro. The data was expressed as mean + S.E.M and analyzed by
one-way ANOVA(n=3). x P<0.05 versus Con; # P<0.05 versus Ang Il ; % P<0.05 versus Ang
I+G1.



Materials and methods of RNA extraction and quantitative real-time PCR (QRT-PCR) assay

All procedures were performed according to products' instruction and referring to our previous
study[1]. Briefly, total RNA from H9c2 cells was extracted using OMEGA Total RNA Kit | (lot
R6834-01, OMEGA bio-tek, USA) according to the manufacturer's protocol. Concentration
and purity of the RNA were determined by measuring the absorbance in TE buffer at 260 and
280 nm. Then, cDNA was synthesized from the total RNA using a Takara PrimeScript™ RT
Master Mix (Perfect Real Time) kit (Lot RR036, Takara, Japan) following the supplier's
instructions. The levels of MRNA of NPPB, NPPA, ACTA1 and MYHG6 were determined by
guantitative real-time RT-PCR using the Takara SYBR Green | kit according to the user
manual (Bio-Rad, CFX96, Real-Time System, USA). The mRNA levels were calculated using
the 2-22Ct method. GAPDH was used as an internal control. The sequences of the primers
are listed in Table S1 [2,3].

Table S1 Information of primers used in this research

Gene Forward primer (5'—3') Reverse primer (5'—3')

GAPDH ACAACTTTGGCATCGTGGAA GATGCAGGGATGATGTTCTG
NPPA CAACACAGATCTGATGGATTTCA | CCTCATCTTCTACCGGCATC
NPPB GTCAGTCGCTTGGGCTGT CCAGAGCTGGGGAAAGAAG
ACTAl AGCTATGAGCTGCCTGACG GATCCCCGCAGACTCCATA
MYH6 GCCCAGTACCTCCGAAAGTC GCCTTAACATACTCCTCCTTGTC




Figure S3
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Figure S3. The expression of PI3k/Akt/mTOR pathway of myocardial tissue in different groups
in vivo. (A) Representative images of Western blot in SHAM, TAC, OVX, OVX+G1,0VX+TAC,
and OVX+TAC+G1 group. (B) p-PISK/PI3K ratio, (C) p-AKT/AKT ratio, (D) p-mTOR/mTOR
ratio from indicated groups. The data was expressed as mean + S.E.M and analyzed by one-

way ANOVA(n=3). x P<0.05 versus Sham; # P<0.05 versus TAC; % P<0.05 versus OVX; &
P < 0.05 versus OVX+TAC.
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