CAL-51

BT549

Query: None Query ID: lcl|Query_ 3282585 Length: 712

=Homo sapiens caldesmen 1 (CALD1), transcript variant 2, mRNA
Sequence ID: NM_BB4342.7 Length: 4246
Ranmnge 1: 312 to 943

Score:10896 bits(593), Expect:0.0,
Identities:61B/634({07%), Gaps: 5{53&;@%], strand: Plus/Plus

Query 1 CAG-AAGAATCGECTACCAGAGG-ATGACGATGATGAAGAGGAGGCAGCCCOGGGAACGGE

Phe e e tere bbbl
Sbjct 310 CAGAAAGAATCGCCTACCAGAGGAATGACGATGATGAAGAGGAGGCAGCCCGGGAACGET

Query 59 GCCGCCGAGCCCGACAGGAACGGCTGCGGCAGAAGCAGGAGGAAGAATCCTTGGGACAGG

PEEEEr ettt ettt ettt bttt
Sbijct 3270 GCCGCCGAGCCCGACAGGAACGGCTGLGGCAGAAGCAGCAGGAAGAATCCTTGLGACAGE

Query 119 TGACCGACCAGGTGGAGGTGAATGCCCAGAACAGTGTGCCTGACGAGGAGGCCAAGAT AN

. NN N R NN RN NN NN RN NN
Sbjct 430 TGACCGACCAGGTGOAGGTGAATGCCCAGAACAGTGTOCCTGACGAGGAGGCCAAGATAA

Query 179 CCACCACAAACACTCAAGTGGAAGGGCATGATGAGGLCCGCATTCCTGOAGCGCCTGGETC

. IIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIII
Sbjct 498 CCACCACAAACACTCAAGTGGAAGGGGATGATGAGGCCGCATTCCTGGEAGCGCCTGGCTC

Query 239 GGLCGTGAGGAAAGACGCCAAAAACGCCTTCAGGAGGCTCTGCAGLGLCAGAAGGAGTTCG

RN N N R
Shjet 558 GGCGTGAGGAMAGACGCCAAAAACGCCTTCAGGAGGCTCTGGAGCGGCAGAAGGAGTTCG

Query 299 ACCCAACAATAACAGATGCAAGTCTGTCGCTCCCAAGCAGAAGAATGCAAAATGACACAG

[LEErrrrrrrrrrrr ettt ierrnd
Sbjct 610 ACCCAACAATAACAGATGCAAGTCTGTCGCTCCCAMGCAGAAGAATGLAAAATGACACAG

Query 359 CAGAAAATGAAACTACCGAGAAGGAAGAAAAAAGTGAAAGTCGCCAAGAAAGATACGAGA

PEErrrr et et e bbbl
Sbjct 6BT® CAGAAAATGAAACTACCGAGAAGGAAGAAAAAAGTGAAAGTCGCCAAGAAAGATACGAGA

Query 419 TAGAGGAAACAGAAACAGTCACCAAGTCCTACCAGAAGAATGATTGGAGGGATGCTGAAN

N N N RN N NN NN NN NN R R
Sbict 730 TAGAGGAAACAGAAACAGTCACCAAGTCCTACCAGAAGAATGATTGGAGGGATGCTGAAG

Query 479 hAA—CNAGAhﬁGhNNNANagganaaggaggaggaggaagaggagaagccaaagcgaggga

fLE L LI FELEEEETEE e bbbl
Sbjct 790 nnnncnnﬂnnnsnnsncAnGGnAnnGGnG AGGAGGAAGAGGAGAAGCCAAAGCGAGGGA

Query 538 gcattggagaoaaTCAGATCAAAGATGAAAAGATTAAAAN=GACAAAGAACCCAAAGAAN

frrererrrrrerrreerrerrrererrrr et rer  prp e
Shjet B5@0 GCATTGGAGAAAATCAGATCAAAGATGAAAAGATTAAAAAGGACAAAGAACCCAAAGAAG

Query 587 MNAG-TAAGAGCTTCATGGATCGAAAGNAGGGATT 629

P PRt bl
Sbjet 918 AAGTTAAGAGCTTCATGGATCGAAAGAAGGGATT 943
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Query: Mone Query ID: lcl|Query_2128353 Length: 717

>Homo sapiens caldesmon 1 (CALD1}, transeript variant 2, mRNA
Sequence ID: NM_004342.7 Length: 4246
Range 1: 309 te 980

Score:1206 bits(653), Expect:0.0,
Identities:665/672(99%) , Gaps:3/672(0%), Strand: Plus/Plus

Query 8 GCAG-AAGAATCGCCTACCAGAGG-NTGACGATGATGAAGAGGAGGCAGCCCGGGAACGG 65

L N N N N N N RN NNy
Sbjct 309 GCAGAAAGAATCGCCTACCAGAGGAATGACGATGATGAAGAGGAGGCAGLCCGGGAALGG 368

Query 66 CGLCGCCGAGECCGACAGGAACGGLTGCGGCAGAAGCAGGAGGAAGAATCCTTGGGACAG 125
N N N N NN N N N NN AN R NN
Sbjet 369 CGOCGOCGAGCCCGACAGGAACGGLTGCGGCAGAAGCAGGAGGAAGAATCCTTGGGACAG 428

Query 126 GTGACCGAC CAGGTGGAGGTGAATGL CCAGAACAGTGTGLCCTGACGAGGAGGCCAAGACA 185

FRIRR RN R RN et prnnnpnnnnnnttil
Sbject 429 GTGACCGAC CAGGTGGAGGTCAATGLCCAGAACAGTGTGLCTGACGAGGAGGCCAAGACA 488

Quary 186 ACCACCACAAACACTCAAGTGGAAGGGGATCATGAGGCCGCATTCCTGGAGCGCCTGGCT 245

R N N N NN N NN NN IRy NE NN
Sbjct  AB9 ACCACCACAAACACTCAAGTGGAAGGGGATGATGAGGLCGCATTCCTGGAGCGCCTGGCT S48

Query z246 COGCGTOAGGAAAGACGCCAAMAACGCCTTCAGGAGGL TCTGGAGCGGCAGAAGGAGT TC i|s

IIIII1IIIIltlllll!IIIIIIIIIII1II|IIIIII|IIIIIItIIIII{IIIIIII
Sbjct 543 COGCGTGAGGAAAGACGCCAAAAACGCCTTCAGGAGGLTCTCGAGLGGLAGAAGGAGTTE 608

Query 386 GACCCAACAATAACAGATGCAAGTCTGTCGCTCCCAAGCAGAAGAATGCAMATGACACA 365
N N N NN N N N NN NN ]
Fb]ct 609 GACCCAACAATAACAGATGCAAGTCTGTCGCTCCCAAGCAGAAGAATGCAAMATGACACA 668
Query 366 GCAGAAAATGAAACTACCGAGAAGGAAGAAAAAAGTGAAAGTCGCCAAGAAAGATACGAG 425
N N N NN NNy
Sbjct 669 GLAGAAAATGAAACTACCOAGAAGGAAGAAAAAAGTGAAAGTCOCCARGAAAGATACGAG 728

Query 426 ATAGAGGAAACAGAAACAGTCACCAAGTCCTACCAGAAGAATGAT Tggagggatgetgaa 485
FRERTR RN R R e pnnnnnnnnantl
Sbjct T3 ATAGAGGAAACAGAAACAGTCALCCAAGTCLCTALCAGAAGAATGATTGGAGGGATGLTGAAR 788

Query 486 gaaaacaagaaagaagacaaggaasaaggaggaggaggaagaggagaagccaaagocgagag  S45
IlIlIIIIIEIIIII!]IIIIIIIIIIIIIIIIIIIIIIIIIII!IIIIIIIIIIIII
Sbict Ta9 AAACAAGARAGAAGACAAGGAAAAGGAGLAGGAGGAAGAGGAGAAGCC AAAGLGAGGG  Ba8

Query 548 agcattggagaaaatcagatcaaagatgaaaagattaaaaaggacaaagaacccanagaa G5

E IIIIII{IIIFF!IIlI!||||I!IIIIIiIIIIIIIIIIIIIIIItIIIIiJIIIIIII
Sbjct 849 GCATTLGGAGAAAATCAGATCAAAGATGAAAAGATT AAAAAGGACAAAGAACCCAAAGAA S8

Query G606 gaag'lE:\ag::E-CTTCATGGATCE-M.QGAAGGEATW&CAGMGT‘I’MGTCGCﬂGAN—GGN G644

) PRERAn et nrnnnnannnt 11
Sbjct a9 GAAGTTAAGAGCTTCATGGAT CLAAAGAAGLGATTTACAGAAGTTAAGTCGCAGAATGGA 968

Query 665 GANTTCATGACC G676
R RN EREN]
Sbjct 969 GAATTCATGACC 9388




Query: None Query ID: lcl|Query E6601087 Length: 974

MDA'MB'231 =Homo sapiens caldesmon 1 (CALD1)}, transcript wariant 2, mRMA

Sequence ID: NM_2@4342.7 Length: 4246
Range 1: 384 to 985

Score:1218 bits(655), Expecti®.®,
Identities:671/682(96%), Gaps:2/682(0%), Strand: Plus/Plus

Query 1 TCGCAGCAG-ANNAATCGCCTACCAGAGGNNTGACGATGATGAAGAGGAGGCAGCCOGGG 59
CEL RPN b RERR R et LT i et nnttnl
Sbjct 3e4 TCGAAGCAGAAAGAATCGCCTACCAGAGGAATGACGATGATGAAGAGGAGGCAGCCCGGG 363

Query 68 AACGLCCCCOCCCAG-NNGACAGGAACGGETOGCGGCAGAAGCAGGAGCAAGAATCCTTGS 118
LELRbarlenianl N N N N e A N NNy
Sbjet 364 AACGGCGCCGCCGAGCCCGACAGGAACGGCTGCGGCAGAAGCAGGAGGAAGAATCCTTGE 423

Query 119 GACAGGTGACCGACCAGGTGGAGGTGAATGCCCAGAACAGTGTGCCTGACGAGGAGGCCA 178
N N N N N N Y N N N
Sbict 424 GACAGGTGACCGACLAGGTGGAGGTGAATGLCCAGAACAGTGTGCCTGACGAGGAGGECA 483

Query 179 AGACAACCACCACAAACACTCAAGTGGAAGGGOATGATGAGGCCGCATTCCTGGAGCGCT 238
N N N R N NN AN NNy
Sbjct 484 AGACAACCACCACAAACACTCAAGTGGAAGGGGATGATGAGGCCGCATTCCTGGAGEGEE 543

Query 230 TGGCTCGGCGTGAGGAAAGACGCCAAAAACGCCTTCAGGAGGCTCTGCGAGCGGCAGAAGG 208
RN N N N N N N AN NN RN NN NN
Sbjct 544 TGGCTCOGGCGTGAGGAAAGACGCCAAARACGCCTTCAGGAGGCTCTOGGAGCGGCAGAAGG 603

Query 209 AGTTCGACCCAACAATAACAGATGCAAGTCTGTCGCTCCCAAGCAGAAGAATGCAAAATG 358

RN N N N R R N N R RN
Sbjct  E@4 AGTTCGACCCAACAATAACAGATGCAAGTCTGTCGCTCCCAAGLCAGAAGAATGCAAAATG 663

Ouery 350 ACACAGCAGAAAATGAAACTACCGAGAAGGAAGAAAAAAGTGAAAGTCGCCAAGAAAGAT 418
NN N N N R N RN RN R N
Shjct 664 ACACAGCAGAAAATGAAACTACCGAGAAGGAAGAAAAAAGTGAAAGTCGCCAAGAAAGAT 723

Query 419 ACGAGATAGAGGAAACAGAAACAGTCACCAAGTCCTACCAGAAGAATGATTggagggaty 478
NN N N N N N A NN RN NN R
Sbjct 724 ACGAGATAGAGGAAACAGAAACAGTCACCAAGTCCTACCAGAAGAATGATTGGAGGGATG T7E3

Query 479 ctgaa aaga aaggagyaggaggangaggaganagccaange 538
AR R N R N R R RS RN RN RN
Sbjct 78B4 CTGAAGAAAACAAGAAAGAAGACAAGGAAAAGGAGGAGGAGGAAGAGGAGAAGCCAAAGC 843

Duery 539 QAGQ0ACCATTgOAGAABATtCASATtCABIgat anas0aNTtaAssasggacaangasceca 508
N N N N N N N N N N NN AR
Sbjct 844 GAGGGAGCATTGGAGAAAATCAGATCAAAGATGAAAAGATTARAAAGGACAAAGAACCCA 903

Query 599 aagaagaagttaagaGCTTCATGGATCGAAAGAAGGGATTTACAGAAGTTAAGTCGCAGA 658
RN N N N N N N N NN RN
Sbjct 904 AAGAAGAAGTTAAGAGCTTCATGGATCGAAAGAAGGGATTTACAGAAGTTAAGTCGCAGA 963

Query 65% ATGGAGATTTCATGACCCACAA 68O
PRLnpin FRRianinnEnngl
Sbjct 964 ATGGAGAATTCATGACCCACAA D85

Supplementary Figure 1 Sequencing analysis of low-molecular-weight
isoform of caldesmon transcript variants in triple-negative breast cancer
cell lines. Sanger sequencing was performed to identify the
low-molecular-weight isoform of caldesmon (I-CAD) transcript variant
expressed in triple-negative breast cancer (TNBC) cell lines. Sequencing and
alignment analyses were conducted by Molecular Cloning Laboratories (San
Francisco, CA, United States). BLAST sequence alignment of RT-PCR
amplicons demonstrated that all analyzed TNBC cell lines matched to Homo
sapiens caldesmon 1 (CALD1) transcript variant 2 (mRNA Sequence ID:
NM_004342.7). For CAL-51 cells, sequence alignment showed 97% identity
(618/634) with a score of 1096 bits and no significant gaps. BT-549 cells
exhibited 99% identity (665/672) with a score of 1206 bits, while
MDA-MB-231 cells demonstrated 98% identity (671/682) with a score of 1210
bits. All alignments had an expectation value of 0.0, confirming
high-confidence identification of CALD1 transcript variant 2 as the

predominant I-CAD isoform expressed in these TNBC cell lines.



