a
NH2-MTD...KEEYVKAK..EGGKVTAETENGKTVTIKEDQVMQONPPKFDK...FQLKAER...PRVKVGN. . MTFKAKLYDNHLGKSNNFQKPR...NKDPL...LYQK
48 58 67 72 83 279 406 550 552 560 566 599 612

SSL..KGSS..NLNKLMTNLKTTH...KAPG..NQYKFGH...PLLKSAETEKEMANMKEEF.. ALEKSEA.. QLIKNKIQL...LTAKKRK... SELKKDID.. . TLTKSKVK
642 659 665 681 759 843 849 855 867 912914 941 944 953954 1024 1028

LEQ..LKKKEFD.. EMNKKREAEFQKMR..KHAD...AKANL H\\JSR VEKLEE..AKLQT..TRGKLSYTQQMEDLKRQLEEEGK AKNAL.. KAELQRVLSKAN
1085 1167 1175 1197 1244 1249 1264 1281 1307 1318 1326 1328 1350 1365

S TKYET..EEAKK..VNAKCSSLEKTK...ALDKKQRNFDKILAEW KQthE...SS()}\'hAR...I.k,\IAY...I{I,E}\'IRle,E...NUIh;\l—.lHRKI,Al—.HJhEM EQAKR...
1376 1392 1412 1418 1446 1453 1461 1474 1487 1530 1533 1571 1577 1581 1589

A
EAQKHLK.. KLAE..INQKK... KAIT..EELKKEQD..KNMEQTIKDLQ.. AEQKRNAESVKGMR...IKELT.. EEDK...LVDKLQL..NLSKFRKVQH...QVNKLR...DEE-COOH
1643 1702 1729 1759 17721773 1786 1793 1833 1840 1850 1860 1872 1897 1900 1921
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Homo sapiens: 1897 EQANTNLSKFRKVQHELDE

Mus musculus: 1897 EQANTNLSKFRKVQHELDE

Rattus norvegicus: 1897 EQANTNLSKFRKVQHELDE

. Nannospalax galili: 1897 EQANTNLSKFRKVQHELDE

o \ ! Cricetulus griseus: 1896 EQANTNLSKFRKVQHELDE
L \uhnll\“]lul ]

. Bos taurus: 1897 EQANTNLSKFRKVQHELDE
Il Xenopus laevis: 1892 EQANSNLSKFRKVQHELDE
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Supplementary information, Fig. S2 a-MHC K1897 is the main lactylation sites of a-MHC
under physiological and Ang Il treatment conditions.

a Mass spectroscopy revealed potential lactylation sites of a-MHC. b, ¢, d Lactylation sites of -
MHC identified by mass spectrometry: K1249 (b), K1533 (¢) and K1897 (d). e, f Lactylation of
K1897,K1533, and K1249 sites on the a-MHC under physiological conditions and Ang II treatment
conditions were determined by IP analysis. (¢) HEK293T cells were transfected with plasmids
expressing Myc-o-MHC WT, Myc-a-MHC K1249R, Myc-a-MHC K1533R and Myc-a-MHC
K1897R. Equal amounts of lysates were prepared for IP with anti-Myc magnetic beads, followed
by detection of Pan Kla. (f) HEK293T cells were transfected with plasmids expressing Myc-a-MHC
WT, Myc-a-MHC K1249R, Myc-a-MHC K1533R and Myc-a-MHC K1897R without or with Ang
Il treatment. Equal amounts of lysates were prepared for IP with anti-Myc magnetic beads, followed
by detection of Pan Kla. g Lactylated lysine residues were highlighted (red) in alignment of

sequences surrounding K1897 in a-MHC homologs from diverse species.



