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Spiny rat_sryl
Spiny rat_sry2
Spiny rat_sry3
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Non fusion EGFP
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_ Mouse
Mouse 5’ splicing motif stop codon
CAGCAGTTCCACGACCAGCAGCTTACCTACTTACTAACAGCTGACATCACTGGTGAG-~—-CATACACCATACCAGGAGCACCTCAGCACAGCCCTGTGGTTGGCAGTCTCATGACACTG

CACCAGTTCCACCAGCATCAGCCAACCTACTTACTGACAGCTGACATCCCTGGTGAA-~~~CTTACACCACAGCAGGAGCACCTCAGCAAAGCCCTGTGGTAG
CACAAGTTCCACCAGCAGCACCTCACCTACTTACTGACAGCTGACATCACTGATGAG-~——CATACACCATAGCAGGAGCACCTCAGCAAATCCCTGTGGTAGGCAGTCTCATGACACTG

Mouse degron-coding sequence

CACAAGTTCCACCAGCAGCACCTCACCTACTTACTGACTGCTGACATCACTGGTGAG-~~-~CATACACCATAGCAGGAGCACCTCAGCAAATCCCTGTGGTAGGCAGTCTCATGACACTG
CACAAGTTCCACCAGCAGCACCTCACCTACTTACTGACAGCTGACATCACTGGTGAG-~~—~CATACACCATAGCAGGAGCACCTCAACAAATCCCTGTGGTAGGCAGTCTCATGACACTG
CACCAGTTCCACTAGCAGCAGCTAACCTACTTACTGTCCACTGATATCACTGETGAC-———CCTACACCATAGCAGGAGCACGTCAGCAGAGCCCTGTGATAGGTAATCTCATGATACTG
CACCAGTTCCACTAGCAGCAGCTAACCTACTTACTGTCCAC AC ————CCTACACCATAGCAGGAGCACCTCAGCAAAGCCC TCTC, TG

CACCAGTTCCACTAGCAGCAGCTAACCTACTTACTGTCCGCTGATATCACT ————CCTACACCATAGCAGGAGCACCTCAGCAAAGCCCTGTGATAGGTAATCTCATGATACTG
CACCAGTTCCACTAGCAGCAGCTAACCTACTTACTGTCCGCTGATATCACTGGTGAC-~~-CCTACACCATAGCAGGAGCACCTCAGCAAAGCCCTGTGATAGGTAATCTCATGATACTG
CACCAGTTCCACTAGCAGCAGCTAACCTACTTACTGTCCACTGATATCACTGETGACCGACCCTGCACCATAGCAGGAGCACCTCAGCAAAGACCTGTGATAGGTAATCTCATGATACTG
CACCAGTTCCACTAGCAGCAGCTAACCTACTTACTGTCCGCTGATATCACTGGTGACCGACCCTGCACCATAGCAGGAGCACCTCAGCAAAGCCCTGTGATAGGTAATCTCATGATACTG

CACCAGTTCCACTAGCAGCAGCTAACCTACTTACTGTCCGC AC 'CGACCCTGCACCATAGCAGGAGCACCTCAGCAAAGCCC ATCTC. TG
CACCAGTTCCACTAGCAGCAGCTAACCTACTTACTGTCCGCTGATATCACTGGTGACCGACCCTGCACCATAGCAGGAGCACCTCAGCAAAGCCCTGTGATAGGTAATCTCATGATACTG
B T —— KK KAEEE K KERREAKKE KKK KK K KRRREK K KK K KEEKRARK KRR
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Mouse_SRY-S

Target rat _SR
Spiny rat_SRY1
Spiny rat_ SRY2

QQFHDQQLTYLLTADITGEHTPYQEHLSTALWLAVS@HWPF-LLPMPTLPLAM
HQFHQHOPTYLLTADIPGELTPQOEHLSKALW@

HKFHQQHLTYLLTADITGEHTP
HKFHQQHLTYLLTADITGEHTP@QEHLSKSLW@AVS@————————————————

 EHLSKSLWEAVS@

EGFP-Mouse SOX3

Spiny rat_SRY3
Rat_SRY4

HKFHQOHLTYLLTADITGEHTP@QEHLNKSLWEAV:
HQFH@QQLTYLLSTDITGDPTP@OEHVSRAL@EVIS@————————— - ——

Rat_SRY4A HOFH@QQLTYLLSTDITGDPTP@QEHLSKAL@RVIS@————

EGFP-Rat SRY Rat_SRY3B HOFH@QQLTYLLSADITGDPTP@QEHLSKAL@@VISE-———
Gotorminal (Rattus norvegicus) Rat_SRY3B2 HOFH@QOLTYLLSADITGDPTPRQEHLSKAL@RVIS@————————————————
18 amino acid EGFP-SPiny Rat SRY Rat_SRY1 HOFHE@QQOLTYLLSTDITGDRPCTIAGAPQORPVIGNLMILALLLPMPTLPLL@
(Tokudaia muenninki) Rat_SRY2 HOFH@QQLTYLLSADITGDRPCTIAGAPQQSPVIGNLMILALLLPIPTLPLLE@
- Rat_SRY3A HOFH@QQLTYLLSADITGDRPCTIAGAPQOSPVIGNLMILALLLPIPTLPLL@
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(Stochomys longicaudat
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Rattus norvegicus
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Translation
> SRY

(Degron-free protein product)

Fig. S9. Comparison of genomic and protein sequences for the C-terminus of SRY (SRY-S)
in rodents. (A) Genomic sequences for C-terminus of putative SRY (SRY-S) were aligned
across the indicated rodents. Rattus norvegicus, Rat; Tokudaia muenninki, Okinawa spiny rat
(23); Stochomys longicaudatus, Target rat (24). Rat and Okinawa spiny rat carry at least 8 and 3
copies of putative Sry, respectively. DNA sequences similar to the mouse Sry-S degron and Sry-T
5’ splicing motif are conserved in Sry from other rodents. Asterisks represent nucleotides
conserved among all of the rodents examined. (B) Analysis of C-terminal degron activity of the
indicated proteins. The C-terminal degron activity was evaluated by protein stability of EGFP
fusion protein tagged with the C-terminal sequence of indicated proteins. (C) Amino acid
sequences of putative SRY (SRY-S) were aligned across the indicated rodents. Arrowheads
indicate the translation stop codon for each protein. In-frame codons downstream of the
translation stop codons are virtually presented. Letters highlighted in grey indicate the S18 amino
acids and stop codon, which are essential for degron activity of mouse SRY-S. @, stop codon.
Asterisks represent amino-acids conserved among all rodents examined. (D) Rodents other than
mice carry genomic sequences similar to mouse Sry-S degron-coding sequence. However,
upstream stop codons preclude translation of those sequences, thereby producing degron-free
SRY.
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