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hGDF11

5" -
atggtgctggctgcccecccectgectgectgggatttcectgectgectggectectggaactgecggecctagaggcgaageccgctga
aggaccagctgccgctgctgctgeccgcagecgcecgcagctgcagcaggcgtgggcggagaaagaagctctagaccetyg
cccctagegtggeccctgagectgatggatgtectgtgtgegtgtggcggcagcactccagagagectgeggetggaa
tccatcaagagccagatcctgagcaagctgagactgaaagaggcccecccaacatcagecgcgaggtecgtgaaacaget
gctgcccaaagcccccceccactgcagcagattcectggacctgcacgacttccagggggacgecctgcageccgaggatt
tcctggaagaggacgagtaccacgccaccaccgagacagtgatcagcatggecccaggaaaccgaccccecgecgtgeag
acagatggcagccctctgtgctgccacttccacttcagecccaaagtgatgttcaccaaggtgctgaaagcccaget
gtgggtgtacctgaggcccgtgcctagaccagccaccgtgtacctgcagatcctgecggctgaagectctgaccggceg
agggaacagctggcggcggagggggaggaagaaggcacatcagaatcagaagcctgaagatcgagctgcacagcaga
agcggccactggcagagcatcgacttcaaacaggtgctgcactcctggttccggcageccccagagcaattggggeat
cgagatcaacgccttcgaccccagcggcaccgatctggecgtgacatctctgggacctggcgeccgaaggectgcace
ccttcatggaactgagagtgctggaaaacaccaagcggagccggcggaacctgggectggattgtgatgagcacage
agcgagagccggtgctgcagataccccecctgaccgtggacttcgaggectttggectgggactggatcattgeccccecaa
gcggtacaaggccaactactgcagcggccagtgcgagtacatgttcatgcagaagtacccecccacacccacctggtge
agcaggccaatcctagaggctctgccggcecccttgectgcacccecccacaaagatgagcecccatcaacatgetgtactte
aacgacaagcagcagatcatctacggcaagatccccggcatggtggtggacagatgecggectgetec—-37

hGDF11Pro-Fc-1

5" -
gagctcaagcttaagctaacaaagaccacgacgatatcacggtcgtggtctcaaagaacaacaaacaacaaagtccg
actgagaaggagccaccatggtgctggctgctcecctcectgectgectgggattecctgectgectggececctggaactgaggect
agaggcgaagccgctgaaggacctgctgceccgectgccgcagecgecgctgcagcagcagectgcaggegttggeggaga
gagatctagcagacctgcceccttcectgtggececctgagectgatggetgtectgtgtgtgtgtggecggcagcacagceca
gagagctgcggctggaatccatcaagagccagatcctgagcaagctgagactgaaagaggcccecctaacatcagcaga
gaggtggtcaagcagctgctgcccaaggcceccctceccactgcagcagatecctggacctgcacgattteccagggecgacgce
tctgcagcccgaggacttecctggaagaggatgagtaccacgccaccaccgagacagtgatcagcatggecccaagaga
cagaccccgceccgtgcagacagatggcagceccecctcectgtgectgeccacttceccacttcagecccaaagtgatgttcaccaag
gtgctgaaggcccagctgtgggtgtacctgaggcctgtgecctagacccgceccaccgtgtatctgcagatecctgegget
gaagcctctgaccggcgagggaacagctggtggcggtggcggaggacggcggcacatcagaatcagaagecctgaaga
tcgagctgcactccagaagcggccactggcagagcatcgacttcaaacaggtgctgcacagectggttcececggcagecce
cagagcaactggggcatcgagatcaacgccttcgaccccagecggcaccgatctggecgttacatectcectgggacctgg
cgccgagggcctgcatccectttatggaactgcgggtgctggaaaacaccaaggacaagacccacacctgtececteect
gccctgcecccectgaactgctgggcecggacctagegtgttecctgttecccacccaageccaaggacaccctgatgatcage
cggacccctgaagtgacctgecgtggtggtggacgtgtcccacgaggatcccgaagtgaagttcaattggtacgtgga
cggcgtggaagtgcacaacgccaagaccaagcccagagaggaacagtacaacagcacctaccgggtggtgteccgtge
tgaccgtgctgcaccaggactggctgaacggcaaagagtacaagtgcaaggtgtccaacaaggceccctgectgeccca
atcgagaaaaccatcagcaaggccaagggccagccccgcgagectcaggtttacacactgectecccagecgggaaga
gatgaccaagaaccaggtgtccctgacatgcctggtcaagggcttctaccccagecgatatcgecgtggaatgggaga
gcaacggccagcctgagaacaactacaagaccacccctececcgtgectggacagecgacggctcattecttectgtacage
aagctgaccgtggacaagagccggtggcagcagggcaacgtgttcagectgectctgtgatgcacgaggeccctgcacaa
ccactacacccagaagtccctgtccctgagecccecggcaagtgatgactcgaggeggecge-37

Supplemental Figure 1. Codon-optimized sequences for human GDF11 and human GDF11Pro-
Fec-1.
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Supplemental Figure 2. (A) Vector construction. (B) Western blot analysis of cell lysates after
vector reinfection with AAV9-GDF11 or AAV9-GDF11Pro-Fc-1 in HEK293 cells at a MOI of
10,000 vg/cell. AAV9-EGFP and PBS were used as control. (C) Representative
immunofluorescence analysis confirmed the presence of the GDF11 and GDF11Pro-Fc-1
proteins after vector reinfection in HEK293 cells at a MOI of 10,000 vg/cell. 5 to 10 uM Hoechst
33342 was co-administered into HEK293 cells to facilitate transgene expression.
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Supplemental Figure 3. Representative immunofluorescence sections from PBS-treated or
AAV9-GDF11-treated diaphragm stained for laminin-02 to visualize myofibers. Scale bar = 100
wm.




=)
£ 50 2
~ -
= 25
o 4 @ rBs ER 2 B rBs
g [ AAV9-GDF11 o3 @ AAV9-GDF11
30 20 1
[ P a
> 298
? 20 gs & 1
k= 55
S 10 <G
S 3
£
<
Ry & ‘@\'b Qx‘b
& © & &
< &° <&
C
=) D
£ so
~ b
£ 0D
D 60 @rBs 53 @res
2 [ AAV9-GDF11Pro-Fc-1 o i 5 @ AAV9-GDF11Pro-Fc-1
s
T =
g 4o 20D
7] oL E
2 SE~
9 20 o
173 <'g
g 3
£
< x X X X
0 <@ <@ @
& & @ &
© &
N & & &

Supplemental Figure 4. Total and normalized mass of abdominal white fat depots and
supraclavicular brown fat in mice treated with (A,B) AAV9-GDF11 or (C,D) AAV9Y-
GDF11ProFc-1 compared to control.



