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SP|P45379 | TNNT2_HUMAN|  MSDI--EEVVEEYEEEEQEEAAVEEEEDWREDEDEQEEAAEEDAEAEAETEETRAEEDEE 58
SP|P45378 | TNNT3_HUMAN| MSDEEVEQVEEQYEEEE-----————=—=—==~

SP|P45378-2 | TNNT3_HUMAN| MSDEEVEQVEEQYEEEE--
SP|P45378-3| TNNT3_HUMAN| MSDEEVEQVEEQYEEEE--——-—-——=——=-—=-
SP|P45378-4 | TNNT3_HUMAN | MSDEEVEQVEEQYEEEE--=============x
SP|P45378-5|TNNT3_HUMAN| MSDEEVEQVEEQYEEEE--——--————--————-
SP|P45378-6| TNNT3_HUMAN| MSDEEVEQVEEQYEEEE---—----—--———--
SP|P45378-7 | TNNT3_HUMAN| MSDEEVEQVEEQYEEEE-———-————-—-————-
SP|P13805|TNNT1_HUMAN|  MSDTEEQ----EYEEEQ
SP|P13805-2 | TNNT1_HUMAN| MSDTEEQ----EYEEEQ--
SP|P13805-3| TNNT1_HUMAN| MSDTEEQ----EYEEEQ

* kk . shkkkk o
SP|P45379|TNNT2_HUMAN| EEEAKEAEDGPMEESKPKPRSFMPNLVPPKIPD GERVDFDDIHRKRMEKDLNELQALIEA 118
SP|P45378 | TNNT3_HUMAN | EEVQEDT--——— AEEDAEEEKPRPKLTAPKIPEGEKVDFDD IQKKRQNKDLMELQALIDS 88
SP|P45378-2|TNNT3_HUMAN| EEVQEDT----- AEEDAEEEKPRPKLTAPKIPEGEKVDFDD IQKKRONKDIMELQALIDS 77
SP|P45378-3 | TNNT3_HUMAN| EEVQ-============ EEEKPRPKLTAPKIPEGEKVDFDDIQKKRONKDIMELQALIDS 80
SP|P45378-4|TNNT3_HUMAN| --——-——--—-——- EVQEEEKPRPKLTAPKIPEGEKVDFDD IQKKRQNKDLMELQALIDS 69
SP|P45378-5| TNNT3_HUMAN| —--—-==--—=-==——=-= EEEKPRPKLTAPKIPEGEKVDFDDIQKKRONKDIMELQALIDS 64
SP|P45378-6|TNNT3_HUMAN| E--—-—---——-———=--——- EKPRPKLTAPKIPEGEKVDFDDIQKKRONKDLMELQALIDS 75
SP|P45378-7 | TNNT3_HUMAN| ------- ---EVQEEEKPRPKLTAPKIPEGEKVDFDD IQKKRONKDIMELQALIDS 69

SP|P13805|TNNT1_HUMAN| -~EERPKPSRPVVPPLIPPKIPEGERVDFDDIHRKRMEKDLLELQTLIDV 84

SP|P13805-2 | TNNT1_HUMAN| ----- EE-----EERPKPSRPVVPPLIPPKIPEGERVDFDDIHRKRMEKDLLELQTLIDV 73

SP|P13805-3 |TNNT1_HUMAN| EPVAEPE----- EERPKPSRPVVPPLIPPKIPEGERVDFDDIHRKRMEKDLLELQTLIDV 84

* * dkkkrhhkrhkdkkhkdk: o hkhk hkkk kkk:ohkk

SP|P45379 | TNNT2_HUMAN | HFENRKKEEEELVS LKDRIERRRAERAEQQRIRNEREKERQNRLAEERARREEEENRRKA 178
SP|P45378 | TNNT3_HUMAN| HFEARKKEEEELVALKERIEKRRAERAEQORIRAEKERERQNRLAEEKARREEEDAKRRA 148
SP|P45378-2 | TNNT3_HUMAN| HFEARKKEEEELVALKERIEKRRAERAEQORIRAEKERERQNRLAEEKARREEEDAKRRA 137
SP|P45378-3 | TNNT3_HUMAN| HFEARKKEEEELVALKERIEKRRAERAEQORIRAEKERERQNRLAEEKARREEEDAKRRA 140
SP|P45378-4 | TNNT3_HUMAN| HFEARKKEEEELVALKERIEKRRAERAEQORTRAEKERERONRLAEEKARREEEDAKRRA 129
SP|P45378-5|TNNT3_HUMAN| HFEARKKEEEELVALKERIEKRRAERAEQQORIRAEKERERQONRLAEEKARREEEDAKRRA 124
SP|P45378-6 | TNNT3_HUMAN| HFEARKKEEEELVALKERIEKRRAERAEQORIRAEKERERQNRLAEEKARREEEDAKRRA 135
SP|P45378-7| 'I‘N'N'T3_HUMAN | HFEARKKEEEELVALKERIEKRRAERAEQQRIRAEKERERQNRLAEEKARREEEDAKRRA 129
SP|P13805 | TNNT1_HUMAN| HFEQRKKEEEELVALKERIERRRSERAEQQORFRTEKERERQAKLAEEKMRKEEEEAKKRA 144
SP|P13805-2|TNNT1_HUMAN| HFEQRKKEEEELVALKERIERRRSERAEQQORFRTEKERERQAKLAEEKMRKEEEEAKKRA 133
SP|P13805-3 | TNNT1_HUMAN| HFEQRKKEEEELVALKERIERRRSERAEQQORFRTEKERERQAKLAEEKMRKEEEEAKKRA 144

hkk hrxkrhkkhhkk:hhk hkhkk Ak hhkhhkhhhk:k kohk:hhkk hhkk: kokkk: ook
SP|P45379 | TNNT2_HUMAN| EDEARKKKALSNMM-HFGGY IQKQAQTERKSGKROQTEREKKKKILAERRKVLAIDHLNED 237
SP|P45378 | TNNT3_HUMAN| EDDLKKKKALSSMGANYSSYLAKA---DOKRGKKQTAREMKKKILAERRKPLNIDHLGED 205

SP|P45378-2 | TNNT3_HUMAN| EDDLKKKKALSSMGANYSSYLAKA---DQKRGKKQTAREMKKKILAERRKPLNIDHLGED 194
SP|P45378-3| TNNT3_HUMAN| EDDLKKKKALSSMGANYSSYLAKA---DQKRGKKQTAREMKKKILAERRKPLNIDHLGED 197
SP|P45378-4 | TNNT3_HUMAN| EDDLKKKKALSSMGANYSSYLAKA---DQKRGKKQTAREMKKKILAERRKPLNIDHLGED 186
SP|P45378-5|TNNT3_HUMAN| EDDLKKKKALSSMGANYSSYLAKA---DQOKRGKKQTAREMKKKILAERRKPLNIDHLGED 181
SP|P45378-6 | TNNT3_HUMAN| EDDLKKKKALSSMGANYSSYLAKA---DQKRGKKQTAREMKKKILAERRKPLNIDHLGED 192
SP|P45378-7 | TNNT3_HUMAN| EDDLKKKKALSSMGANYSSYLAKA---DQKRGKKQTAREMKKKILAERRKPLNIDHLGED 186
SP|P13805 | TNNT1_HUMAN | EDDAKKKKVLSNMGAHFGGYLVKA---EQKRGKRQTGREMKVRILSERKKPLDIDYMGEE 201
SP|P13805-2 | TNNT1_HUMAN| EDDAKKKKVLSNMGAHFGGYLVKA---EQKRGKRQTGREMKVRILSERKKPLDIDYMGEE 190
SP|P13805-3 | TNNT1_HUMAN| EDDAKKKKVLSNMGAHFGGYLVKA---EQKRGKRQTGREMKVRILSERKKPLDIDYMGEE 201
*k: kkk Kk * L. ks x ek kk:kk Kk k kk:okk:-k Kk kk:: Kk
SP|P45379 | TNNT2_HUMAN | QLR--======—=——mm EKAKELWQSIYNLEAEKFDLQEKFKQOKYEINVLRNRINDN 281
SP|P45378 | TNNT3_HUMAN | KLR-- --DKAKELWETLHQLEIDKFEFGEKLKRQKYDITTLRSRIDQA 249
SP|P45378-2 | TNNT3_HUMAN| KLR-- --DKAKELWETLHQLEIDKFEFGEKLKRQKYDITTLRSRIDQA 238
SP|P45378-3|TNNT3_HUMAN| KLR-- --DKAKELWETLHQLEIDKFEFGEKLKRQKYDITTLRSRIDQA 241

SP|P45378-4 | TNNT3_HUMAN| KLR---—-—-=-—=—===—= DKAKELWETLHQLEIDKFEFGEKLKRQKYDIMNVRARVQOML 230
SP|P45378-5|TNNT3_HUMAN| KLR---—--—=--======~ DKAKELWETLHQLEIDKFEFGEKLKRQKYDITTLRSRIDQA 225
SP|P45378-6|TNNT3_HUMAN| KLR---—--—=-—=====—= DKAKELWETLHQLEIDKFEFGEKLKRQKYDITTLRSRIDQA 236
SP|P45378-7 | TNNT3_HUMAN| KLR-==============- DKAKELWETLHQLEIDKFEFGEKLKRQKYDITTLRSRIDQA 230
SP|P13805 | TNNT1_HUMAN| QLRARSAWLPPSQPSCPAREKAQELSDWIHQLESEKFDLMAKLKQOKYEINVLYNRISHA 261
SP|P13805-2 | TNNT1_HUMAN| QLR---—-—========== EKAQELSDWIHQLESEKFDLMAKLKQOKYEINVLYNRISHA 234
SP|P13805-3|TNNT1_HUMAN| QLR--=-============= EKAQELSDWIHQLESEKE‘DL‘MAKLKQQKIEIN’VLYNRISH.D. 245
1Rk 1hk o hkk o 11rkk kK LEE R L L EE 1.

SP|P45379 | TNNT2_HUMAN| QKVSKTRG---KAKVTGRWK 298

SP|P45378 | TNNT3_HUMAN | QKHSKKAGTPAKGKVGGRWK 269

SP|P45378-2 | TNNT3_HUMAN| QKHSKKAGTPAKGKVGGRWK 258
SP|P45378-3 | TNNT3_HUMAN| QKHSKKAGTPAKGKVGGRWK 261
SP|P45378-4 | TNNT3_HUMAN| AKFSKKAGTPAKGKVGGRWK 250
SP|P45378-5|TNNT3_HUMAN| QKHSKKAGTPAKGKVGGRWK 245
SP|P45378-6 | TNNT3_HUMAN| QKHSKKAGTPAKGKVGGRWK 256
SP|P45378-7 | TNNT3_HUMAN| QKHSKKAGTPAKGKVGGRWK 250
SP|P13805 | TNNT1_HUMAN| QKFRKGAG---KGRVGGRWK 278
SP|P13805-2 | TNNT1_HUMAN| QKFRKGAG---KGRVGGRWK 251
SP|P13805-3|TNNT1_HUMAN| QKFRKGAG---KGRVGGRWK 262
* * * *, 1k kkkk

Supplementary Figure 1. Sequence alignment of human cTnT and all isoforms of human sTnT.
All sequences listed above were retrieved from UniProtkKB/Swiss-Prot database. The sequences
are human cTnT, seven human fsTnT isoforms, and three ssTnT isoforms, respectively. Human
cTnT, accession number P45379, also known as TNT, has been chosen as the ‘“canonical”



sequence for cTnT. Isoform | of human fsTnT, P45378, also known as Tntl, has been chosen as
the “canonical” form for fsSTnT; isoform Il, P45378-2, also known as Tnt3; isoform I, P45378-
3, also known as Tntlf; isoform IV, P45378-4, also known as Tnt3f; isoform V, P45378-5, also
known as Tnt3f*; isoform VI, P45378-6; isoform VII, P45378-7. Isoform | of human ssTnT,
P13805, has been chosen as the “canonical” form for ssTnT; isoform Il, P13805-2; isoform Ill,
P13805-3. Shaded areas represent the conserved region between these human TnT isoforms.

60

SP|P19429| TNNI3_ HUMAN|
SP|P48788| TNNI2_ HUMAN|
SP|P19237| TNNI1_ HUMAN|

SP|P19429| TNNI3 HUMAN|
SP|P48788| TNNI2_HUMAN|
SP|P19237| TNNI1_ HUMAN|

SP|P19429| TNNI3 HUMAN|
SP|P48788| TNNI2 HUMAN|
SP|P19237| TNNI1_ HUMAN|

MADGSSDAAREPRPAPAPIRRRS SNYRAYATE PHAKKK SKI SASRKLQLKTLLLQIAKQE
------------------------------- MGDEEKRNRAITARRQHLKSVMLQIAATE
——————————————————————————————— MPEVERKPKITASRKLLLKSIMLAKAKEC
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LEREAEERRGEKGRALSTRCQPLELAGLGFAELQDLCRQLHARVDKVDEERYD IEAKVTK
LEKEESRREAEKQNYLAEHCPPLEIPG-SMSEVQELCKQLHAKIDAAEEEKYDMEVRVQK
WEQEHEEREAEKVRYLAERI PTLQTRGLSLSALQODLCRELHAKVEVVDEERYD IEAKCLH

ok ok kx| LI S S S AL L LSS L P S R
NITEIADLTQKIFDLRGKFKRPTLRRVRI SADAMMQAL LGARAKESLDLRAHLKQVKKED
TSKELEDMNQKLFDLRGKFKRPPLRRVRMSADAMLKALLGSKHKVCMDLRANLKQVKKED
NTREIKDLKLKVMDLRGKFKRPPLRRVRVSADAMLRALLGSKHKVSMDLRANLKSVEKKED

L ke ke keokkkkkkkokh kkkkkokkkkk ckkkk: o ko kkkk kk kkkkk
SP|P19429|TNNI3_HUMAN| TEKEN--REVGDWRKNIDALSGMEGRKKKFES------- 210
SP|P48788|TNNI2 HUMAN| TEKERDLRDVGDWRKNIEEKSGMEGRKKMFESES----- 182

SP|P19237| TNNI1 HUMAN|

TEKERP-VEVGDWRKNVEAMSGMEGRKKMFDAAKSPTSQ 187
*kkk chkkkkkdkhe s kkkkkkkk koo
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Supplementary Figure 2. Sequence alignment of all human Tnl isoforms including cTnl, fsTnl
and ssTnl. All sequences listed above were retrieved from UniProtKB/Swiss-Prot database. The
sequences are human cTnl, fsTnl, and ssTnl, respectively. Human cTnl, accession number
P19429; human fsTnl, P48788; human ssTnl, P19237. Shaded areas represent the conserved
region between these human Tnl isoforms.
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Total ECD ions: 51 c ions and 33 z°' ions

€ ™o
—CO—NH{CHR— ~ ECD

Supplementary Figure 3. The product map of fsTnl from one ECD spectrum. The assignments
were made based on DNA-predicted sequence of human fsTnl (UnitprotkKB/Swiss-Prot P48788
(TNNI2_HUMAN)) before (A) and after (B) consideration the removal of methionine and
acetylation (+42 Da) of the first amino acid at the N-terminus.
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Total ECD ions: 42 cions and 42 z* ions
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Supplementary Figure 4. The product map of ssTnl from one ECD spectrum. The assignments
were made based on DNA-predicted sequence of human ssTnl (UnitprotKB/Swiss-Prot P19237
(TNNI1_HUMAN)) before (A) and after (B) consideration of removal of methionine at the N-
terminus.



