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Batra

predicted sequence
(HTRO11738.5.69.3) TICTGCAACT CAGAACATCC' CCACTTCAG-

Variant 6 CAGAACATCC' CCACTTCAGG' TITGCGAGAC CAGGTITTAA' AGCAAGCGGG AAATCAGCTC' CTTCCTGCCG'
Variant 8 ~m=m==----G TITGCGAGAC CAGGTITTAA AGCAAGCGGGAAATCAGCIC CTTCCTGCCG
Variant 10 - - -

Variant 12

prediced sequence

(HTRO11738.5.69.3) - -- .- -- -t - ---' - -- =
Variant 6 GGGCGTAGGG CTGCCCAGGA' ATCCTTGCCA' AGCCTITGGG' AGTGGGGGG( TCCTAGGAGA' GAGGCTGGAG TGGGGTTGCC!
Variant 8 GGGCGTAGGG CTGCCCAGGA ATCCTTGCCA AGCCTITGGG AGTGGGGGG( TCCTAGGAGA GAGGCTGGAG TGGGGTTGCC
Variant 10
Variant 12

predicted sequence

(HTR011738.5.69.3) --- ' A" ACAGCTTTGA' TTCCAAGGAT" GGTTCGGGAT' CTGCGCATGG
Variant6 TCCCTGGAAA" CTGCGACCCC" AGACTCTTGG' CTCCCACAGA™ ACAGCTTTGA' TTCCAAGGAT" GGTTCGGGAT' CTGCGCATGG!
Variant8 TCCCTGGAAA  CTGCGACCCC AGACTCTTGG CTCCCACAGA ACAGCTTTGA TTCCAAGGAT GGTTCGGGAT CTGCGCATGG
Variant 10 === < = - A ACAGCTTTGA TTCCAAGGAT GGTICGGGAT CTGCGCATGG

Variant 12

predicted sequence
(HTR011738.5.69.3) GGGCCTGGCA CCAGCCGCTG' CCGCCTACTA' CCCTTACGAG' CCAGCTCTGG' GCCAGTACCC' CTATGACAG-'

Variant6 GGGCCTGGCA CCAGCCGCTG" CCGCCTACTA" CCCTTACGAG' CCAGCTCTGG' GCCAGTACCC' CTATGACAG-!
Variant 8 GGGCCTGGCA CCAGCCGCTG CCGCCTACTA CCCTTACGAG CCAGCTCTGG GCCAGTACCC CTATGACAG-'
Variant 10 GGGCCTGGCA CCAGCCGCTG CCGCCTACTA CCCTTACGAG CCAGCTCTGG GCCAGTACCC CTATGACAG-' -

Variant 12
EXON 3

prediced sequence

(HTR011738.5.68.3) —- - TGGAACCATG' GACAGCGGCA CGCGGCGCAA' GAACGCCACG' CGCGAGACCA!
Variant 6 B - TGGAACCATG' GACAGCGGCA CGCGGCGCAA' GAACGCCACG' CGCGAGACCA!
Variant 8 .- . X TGGAACCATG GACAGCGGCA CGCGGCGCAA GAACGCCACG CGCGAGACCA
Variant 10
Variant 12

predicted sequence
(HTR011738.5.68.3) CCAGCACGCT CAAGGCCTGG' CTGCAGGAGC' ACCGCAAGAA' CCCCTACCCC' ACCAAGGGCG' AGAAGATCAT GCTGGCCATC

Variant 6 CCAGCACGCT CAAGGCCTGG' CTGCAGGAGC' ACCGCAAGAA' CCCCTACCCC' ACCAAGGGCG' AGAAGATCAT GCTGGCCATC
Variant 8 CCAGCACGCT CAAGGCCTGG CTGCAGGAGC ACCGCAAGAA CCCCTACCCC ACCAAGGGCG AGAAGATCAT GCTGGCCATC
Variant 10

Variant 12 ACCAAGGGCG AGAAGATCAT GCTGGCCATC

predicted sequence
(HTRO11738.5.69.3) ATCACCAAGA" TGACCCTCAC' ACAGGTCTCC' ACCTGGTTCG' CCAACGCGCG CCGGCGCCTC
Variant 6 ATCACCAAGA" TGACCCTCAC' ACAGGTCTCC' ACCTGGTTCG' CCAACGCGCG' CCGGCGCCTC
Variant 8 ATCACCAAGA TGACCCTCAC ACAGGTCTCC ACCTGGITCG CCAACGCGCG CCGGCGCCTC
Variant 10 B ' TCTCC ACCTGGTTCG  CCAACGCGCG CCGGCGCCTC
Variant 12 ATCACCAAGA TGACCCTCAC ACAGGTCTCC ACCTGGTTCG CCAACGCGCG CCGGCGCCTC




Figure S1. Alignment of predicted IRX4 transcripts 6, 8, 10 and 12 sequences.

Alignment of DNA sequences of predicted IRX4 transcripts, HTR011738.5.69.3 (predicted seq for
variant 6), 6 (real variant 6), 8, 10 and 12 transcript variants have shown in the figure with respect to
their exon 3a, intron 4, exon 3 and exon 5. The base-pair sequences change predominantly in these
regions while other coding regions similar to each other and other IRX4 variants as we expected. The
numbers denote the base pair number with respect to variant 6 and the sequences have been grouped
in the quantity of 10 base pairs for easy identification. The red colour letters denote the extended exon
3 and 5 of the 5’'UTR region for variant 12 and coding starts at exon 5.

IRX4 isoform 1, 2, 3

a AWLQEHRK — Charge 2+, m/z-555.3 b MDSGTRRK — Charge 3+, m/z-331.5
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IRX4 isoform 2

e GIGLDLSGLGRSPGSLYGTMDSGTR — Charge 3+, m/z-823.4 f RLGGHPHKGIGLDLSGLGR — Charge 3+, m/z-661.38
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IRX4 isoform 4

g DLRMGAWHQPLPPTTLTSQLWAST — Charge 3+, m/z-903.1

Figure S2. Identification of IRX4 isoform-specific peptides by reprocessing LNCaP LC-MS/MS data
retrieved from PRIDE database. Each subfigure represents MS/MS ion fragmentation spectrum, charge,
mass/charge ratio (m/z) for each peptide identified for IRX4 isoforms. a, b, ¢, d represent common
peptides for IRX4 isoform 1, 2 and 3. e, f represents the specific peptides for IRX4 isoform 2. g represents
the specific peptide for IRX4 isoform 4.



Table S1. Primer sequences for IRX4 transcripts used in the study.

Primer Forward Primer (FP) Reverse primer (RP) The The
set(target expected | resulted
variants) PCR PCR

product(bp) | product
(bp)

1(1-5) AGGGCTATGGCAACTACGTG GCATGATCTTCTCGCCCTTG 369,291 369,291

2(6,7) GCTCCACCACACACTGCTTCT GCATGATCTTCTCGCCCTTG 281, 359 451, 529

3(8,9) AGGGCTATGGCAACTACGTG | TCCAGCCTCTCTCCTAGGAGCC 265 176
4(10,11) | AGGGCTATGGCAACTACGTG | TCGTCCAAGTCACTAAGCTCC 544,622 386,464

5(12) TGCAGAGCCTGTCTCCAGGTA | TCGTCCAAGTCACTAAGCTCC 396 396
6(6) GCTCCACCACACACTGCTTCT | GTCCATGGTTCCATACCTGTCA 342 342
7(7) GCTCCACCACACACTGCTTCT GATGACCGCCTAGCCGTTTG 349 349
8(8) TTCTACTCGCTGGTTTGCGA | GTCCATGGTTCCATACCTGTCA 308 308
909) TTCTACTCGCTGGTTTGCGA GATGACCGCCTAGCCGTTTG 315 315

10(10) | CTATGACAGTCTCCACCTGGTT | TCGTCCAAGTCACTAAGCTCC 229 229

11(11) GCTCCCTTCTCCACCTGGTIT TCGTCCAAGTCACTAAGCTCC 227 227

RPL32 TTCATCCGGCACCAGTCA GGCCCTTGAATCTTCTACGA 97 97

gqPCR primers

12(all) CGCCTTCTACTCGCTGAACA AGAGCTGGCTCGTAAGGGTA 105 105
13(1,3,5) CGCCTTCTACTCGCTGAACA | GTCCATGGTTCCATACCTGTCA 142 142

14(2,4) CGCCTTCTACTCGCTGAACA TTCCTTTATGGGGATGACCGC 161 161

15(6,7) GCTCCACCACACACTGCTTCT | TCCAGCCTCTCTCCTAGGAGCC 166 166

16(8,9) TTCTACTCGCTGGTTTGCGA | TCCAGCCTCTCTCCTAGGAGCC 132 132

17(10) | CTATGACAGTCTCCACCTGGTT CTGCGTTCTTGGAGCTCTT 180 180

18(11) GCTCCCTTCTCCACCTGGTT CTGCGTTCTTGGAGCTCTT 178 178

19(12) TGCAGAGCCTGTCTCCAGGTA GCATGATCTTCTCGCCCCTT 143 143

RPL32 CCCTTGTGAAGCCCAAGA GACTGGTGCCGGATGAACIT 59 59




