A large intragenic deletion in the CLCNI gene causes Hereditary Myotonia in pigs
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S Table 1. Information about the family of 35 pigs including the G22 group (animals A to V).

Identification in | Identification in| Description Phenotype Genotype

manuscript farm/university

1 1 Sow, SRD. Normal ?

2 2 Boar, SRD. Normal ?

3 3 First boar of the familly, SRD. Normal ?

4 4 Sow, SRD. Normal ?

5 5 Sow, SRD. Normal ?

6 6 Boar, SRD. Normal ?

7 7 Sow, SRD. (Mother of the first affected | Normal ?

animals).

8 Large White Sow, Large White, unrelated with the family. | Normal ?

A Affected 1 Rearing pig, female Myotonic del/del
(moderate)

B Affected 2 Rearing pig, male Myotonic del/del
(moderate)

C Affected 3 Rearing pig, male Myotonic del/del
(moderate)

D Affected 4 Rearing pig, male Myotonic del/del
(moderate)

E Affected 5 Rearing pig, male, that became a boar and | Myotonic del/del

mate the large white female. (moderate)

F 1 Sow, % large white. Carrier 1. Normal N/del

G 4 Sow, 7 large white. Carrier 2. Normal N/del

H 6 Sow, 7 large white. Carrier 3. Normal N/del

I 130 Sow, 7 large white. Carrier 4. Normal N/del

J 3 Boar, ' large white. Carrier 5. Normal N/del

K 200 Boar, ' large white. Carrier 6. Normal N/del

L 2 Rearing pig, female. Normal N/del

M 11 Rearing pig, female. Normal N/del

N 30N Rearing pig, female. Normal N/del

o 210 Rearing pig, female. Affected 6. Myotonic (Mild) |del/del

P 230 Rearing pig, female. Affected 7. Myotonic (Mild) |del/del

Q 20 Rearing pig, male. Normal N/del

R 21 Rearing pig, male. Normal N/del

S 33 Rearing pig, male. Normal N/del

T 13 Rearing pig, male. Normal N/N

U 30 Rearing pig, male. Myotonic del/del
(intense)

A% 34 Rearing pig, male. Myotonic del/del

(intense)




S Table 2. Twenty-two single nucleotide polymorphisms (SNPs) and a four-nucleotide insertion
(g.23616 23617insATCG) in intron 14 and 21 SNPs and a 60-nucleotide deletion
(g.28130 28190del) in intron 16 of myotonic swine.

SNP INTRON
g. 22638 A>G 14
g. 22663 T>G 14
g. 22688 A>G 14
0. 22713 A>G 14
g.22737 T>C 14
g. 22781A>G 14
g. 22785 G>A 14
g. 22786 T>C 14
g. 22866 A>T 14
g.22983 C>G 14
g. 22985 G>A 14
g.23084 C>T 14
g.23093 T>C 14
0.23196 G>T 14
g.23199 C>T 14
g. 23223 T>C 14
0. 23383 T>G 14
0. 23414 A>G 14
g.23435 A>G 14
g.23469 G>A 14
g.23635 A>G 14
g. 23655 T>A 14
g.27827 C>A 16
g. 27829 T>A 16
g. 27830 A>T 16
g.27831 C>G 16
0. 27832 A>G 16
0.27833 C>G 16
g.27834 C>T 16
g.27835 A>T 16
g. 27836 C>T 16
o. 27838 G>A 16
g.27930 G>A 16
g.27933 G>A 16
g.27935 G>A 16
g. 28113 T>G 16
g. 28209 A>C 16
o. 28248 C>A 16
g. 28252 T>C 16
g 28319 T>Y 16
0. 28320 C>M 16
0. 28322 G>A 16

g. 28336 G>A 16




S Table 3. ACT mean values of homozygous dominant, heterozygous, and homozygous recessive
animals calculated for the P8, P15/16 and P14/17 real-time PCR products.

P8 P15/16 P14/17
GENOTYPE
ACT mean ACTSD ACTmean ACTSD ACTmean ACT SD
Wild-type 9,526 0,847 8,455 0,703 15,814 0,286
Heterozygous 9,677 0,635 8,93 0,506 12,578 0,171
Homozygous 9,318 0,999 - - 11,838 0,048
(myotonic)

ACT SD the respective values of standard deviation for each genotype group. - were no aplification
values for the product P15/16 for homozygous affected animals.



S Table 4. Primer sets designed to characterize the full coding sequence of the CLCN1 gene in
myotonic and normal pigs.

PRIMER ID SEQUENCE 5>3° REGION
F1 Forward TGACGGCGAGATGGCTATAA UTR 5’
F2 Forward GTACCAGTACATGCCCTTTG Exon 1
F3 Forward GCCATCACAAAGAGCAGT Exon 2
F4 Forward AGCTGGTGCATGGATTATG Exon 3
F5 Forward AAGGAATACCTCACCCTCAA Exon 5
Fo6 Forward TTGTCCACATTGCCAGCATC Exon 6
F7 Forward CTTGGAGGAGTGCTGTTTAG Exons 7-8 boundary
F8 Forward TGCCGTAAGGAACTACTGGC Exon 8
F9 Forward CTGGAATCGTGACCTTTGTC Exon 11
F10 Forward GGCTTCATGCCTGTGTTT Exon 13
F11 Forward GGTCAAGAAGCTACCCTACT Exon 15
F12 Forward TTCGCCTTTGTGGATGAG Exon 17
F13 Forward GCTCGTCCCACAAAGAAA Exon 19
F14 Forward GCCTCCACCTTGCTTATGT Exon 22
R1 Reverse CAAGTCCCATTCGGTGGATAC Exon 3
R2 Reverse AGCTGACCAGAGCCATTA Exon 3
R3 Reverse TGGTCTTCATTTCAGGGATTC Exon 5
R4 Reverse CGTCAGCATGTCAGTGTAATA Exon 7
RS Reverse ATCCTTGTTCCACACGGCTA Exon 8
R6 Reverse CGGAAGTTGGTTCTGAAGAG Exon 9
R7 Reverse CCAGCCATGAATTGACCTAT Exon 11
RS Reverse ATAGCCCCCAGGTAGGATC Exon 14
R9 Reverse CAAACTTCACATCACGTACCA Exon 16
R10 Reverse CAGACATCCTCATCCTCGT Exon 17
R11 Reverse GAACAGGGTGTGAGTCTTG Exons 21-22 boundary
R12 Reverse CCATCATCAGGCATGGTC Exon 23
R13 Reverse ATCAGTTCGTCCTCATCCT Exon 23

R14 Reverse CCCACTTTAGGAAATACCCTCTC UTR 3’




S Table 5. Primers set used in real-time PCR reactions to amplify three different fragments of the
CLCNI mRNA transcript, a region of the exon 8 (P8) upstream to the deletion, a region of exons 15
and 16 (P15/16) in the deleted region, and a region between the exons 14 and 17 (P14/17)
downstream to the deletion with the reverse primer located at the exons 14 and 17 boundary, and
Beta actin housekeeping gene.

Amplicon size

Amplicon Primer sequence Type
(pb)
- g5 TGCCGTAAGGAACTACTGGC Forward
ATCCTTGTTCCACACGGCTA Reverse
P15/16 08 GGTCAAGAAGCTACCCTACT Forward
CAAACTTCACATCACGTACCA Reverse
CTTCCCGGACGGCATTTTA Forward
P14/17 84
AGCAGGATCATGGAATCAATG Reverse
CATTGTCCACCTTCCAGCAGATGT Forward
Bact 86

CTAGAAGCATTTGCGGTGGACGAT Reverse




S Table 6. Reference sequences of the chloride channel protein 1 (CLC1) of 15 mammalian species
aligned with the predicted CLC1 isoform X1 in pigs.

Acess number Protein
Sequence ID Species

Refseq - NCBI isoform
1 NP_000074 Homo sapiens X1
2 XP 020934220 Sus scrofa X1
3 NP _001291956.1 Felis catus -
4 NP_001003124.1 Canis lupus familiaris -
5 NP_001277845.1 Bubalus bubalis -
6 NP _038519.1 Mus musculus -
7 NP_037279.1 Rattus norvegicus -
8 XP 019814784.1 Bos indicus X1
9 XP _016813811.1 Pan troglodytes X1
10 XP_013819008.1 Capra hircus X1
11 XP_004008185.3 Ovies aries X1
12 XP 001915671.2 Eauus caballus -
13 XP 017527433.1 Manis iavanica -
14 XP 0128770911 Dinodomvs ordii -
15 XP 004474189.1 Dasypus novemcinctus i
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[SKDEDIY SKCO[EC | HRVIGIEVVRRKLGEDWIFLVLLGLLMALVSWEVDYVSAKSLOAYKWIVYMOVQPNLPLOF LMWVIIFP LWL ILFSALF]
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CRIL | SPOAVGSGIPEMKTILRGVVLKEYLTMKAFVAKVVALTAGLGSGIPVGKEGPFEVHIASICAAVLSKEMSVFECGVYEQPYYYSDLL
CIL | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFEVHIASICAAVLSKFMSVFEQGVYEQPYYYTDML]
CRlL | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFVHIASICAAVLSKFMSVFECGVYEQPYYYTDML]
Cl8lL | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFEVHIASICAAVLSKEMSMENGYYEQPYYYTDILL
ClOL | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFVHIASICAAVLSKEMSMFEGYYEQPYYYTDILLS
BlL | SPOAVGSGIPEMKTILRGVVLKEYLTMKAFVAKVVALTAGLGSGIPVGKEGPFVHIASICAAVLSKFMSVFEEGVYEQPYYYSDIL
CIYL | SPOAVGSGIPEMKTILRGVILKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFEVHIASICAAVLSKFMSMEGGVYEQPYYYTDML
CIL | SPOAVGSGIPEMKTILRGVILKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFVHIAS|CAAVLSKFMSMEQGYYEQPYYYTDML]
alL | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFVHIASICAAVLSKFEMSVFECGVYEQPYYYTDML
Cl8| | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFEVHIASICAAILSKFMSVECGVYEQPYYYTDML
8| | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFEVHIASICAAILSKFMSVEQGVYEQPYYYTDML]
Cl8l| | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFVHIASICAAILSKFMSVFECGVYEQPYYYTDML
Cl8L | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFVHIASICAAILSKFEMSVFECGVYEQPYYYTDML
Cl8L | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFVHIASICAAILSKFEMSVFCGVYEQPYYYTDML
ClL | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFEVHIASICAAILSKFEMSVFECGVYEQPYYYTDML]
ClL | SPOAVGSGIPEMKTILRGVVLKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFEVHIASICAAVLSREMAVECGVYEQPYYYTDRIL
CIL | SPOAVGSGIPEMKTILRGVILKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFVHIAS|CAAVLSKFMSMEGGYYEQPYYYTDLL]
alL | SPOAVGSGIPEMKTILRGVILKEYLTLKAFVAKVVALTAGLGSGIPVGKEGPFVHIASICAAVLSKFMSVFECGVYEQPYYYTDML]
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[CCGIlI GAVFVYLHROVMLGVRKHKINL SQOF LAKHRLLYPGIVTEVIASIETFPPGMGQFMAGE LMPREAISTLEDNNTWVKHEGDPES L GQ
[CCGELGAVFVYLHROVMLGVRKHKIELSQF LAKHRLLYPGIVTEVIASIETFPPGIGQOFMAGE LMPREAISTLEDNHTWVKHVGDPESLGR]
[CCGELGAVFVYLHROVMLGVRKHKIELSQF LAKHRLLYPGIVTFVIASIETFPPGIGQFMAGELMPREAISTLFDNHTWVKHVGDPESLGR]
[CCGELGAVFVYLHROVMLGVRKHKIELSQF LAKHRLLYPGIVTEVIASIRTFPPGMGQFMAGELMPREAISTLEDNNTWVKHIGDPQSLGQ
[CCGELGAVFVYLHROVMLGVRKHKINLSQF LAKHRLLYPGIVTEVIASIETFEPPGMGOFMAGELMPREATSTLFEDNNTWVKHIGDPKSLGO
[CCGIlll GAVFVYLHROVMLGVRKHKINL SQF LAKHRLLYPGIVTEVIASIETFPPGMGOFMAGE LMPREAISTLEDNNTWVKHEGDPES L GQ
ETFPPGIGOFMAGELMPREAISTLFEDNNTWVKHVGDRES LGR)
AT FPPGMGOFMAGELMPREAITSTLFEDNNTWVKHVGDPESLGQ
[CCGELGARIFVYVHROVMLGVRKHKIILSQF LAKHINLLYPGIVTEVIASIETFPPGMGQFMAGE LMPREAISTLEDNNTWVKHVGDPESL GO
A TFPPGIGOFMAGELMPREATSTLFEDNNTWVKHIGDPES LGR
ATFPPGIGOFMAGELMPREAISTLFEDNNTWVKHIGDPES LGR]
ETFPPGIGOFMAGELMPREAISTLFDNNTWVKHIGDRESLGR
ETFPPGIGOFMAGELMPREAISTLFEDNNTWVKHIGDPESLGR
ETFPPGIGOFMAGELMPREAISTLFDNNTWVKHMGDPES L GR
ATFPPGIGOFMAGELMPREAISTLFEDNNTWVKHMGDRES LGR)
[CCGELGAVFVYLHROVMLGVRKHKIAL SQF LAKHRLLYPGIVTEVIASIETFPPGMGOFMAGE LMPREAISTLEDNNTWVKHVGDPESLGQ
[CCGELGAVFVYLHROVMLGVRKNKIILSQF LAKHRLLYPGIVTFVIASIRTFPPGMGQFMAGELMPREAISTLFDNNTWVKHEGDINQS L GQ
A TFPPGMGOFMAGELMPREAITSTLFDNNTWVKHVGDRESLGQ

450 460 470 480 490 500 510 520 530
@LFFVMKEWMS | VATTMP IPCGGEMPVEVLGAAFGRLVGE IMAMLEPDGILFDDIIYKILPGGYAVIGAAALTG
MLFFINMKEWMS I VATTMP IPCGGFMPVEVLGAAFGRLVGEIMAMLEPDGILFDDIIYKILPGGYAVIGAAALTG
MLFFIMKEWMS I VATTMP IPCGGFMPVEVLGAAFGRLVGEIMAMLEPDGILEDDILYKILPGGYAV | it
BLFFVMKEWMS | VATIMP IPCGGEMPVEVLGAAFGRLVGEIMAMLEPEGILFDDIIYKILPGGYAVIGAAALTG
WLFFVMKEWMS I VATTMP IPCGGEMPVEVLGAAFGRLVGEIMAMLEPEGILEDDIIYKILPGGYAVIGAAALTG
@LFFVMKEWMS I VATTMP IPCGGEMPVEVLGAAFGRLVGE IMAMLEPDGILEDD LI YKILPGGYAVIGAAALTG
@LFFIMKEWMS | VATTMP IPCGGEMPVEVLGAAFGRLVGE IMAMLEPDGILFDDIIYKILPGGYAVIGAAALTG
[SAVWIHPOWNVV I L IBLFFIMKFWMS I VATTMP IPCGGFMPVEVLGAAFGRLVGEIMAMLEPDGILFDDLIYKILPGGYAVIGAAALTG
LFFEVMKEWMS IVATTMP IPCGGEMPVEVLGAAFGRLVGE IMAMLEPDGILEDEIIYKILPGGYAVIGAAALTG
BLFFIMKEWMS IVATTMP IPCGGFMPVEVLGAAFGRLVGE IMAMLEPDGILEDDIIYKILPGGYAVIGAAALTG
WLFFIMKEWMS I VATTMPIPCGGEMPVEVLGAAFGRLVGEIMAMLEPDGILEDD LI YKILPGGYAV | i
BLFFIMKEWMS I VATIMPIPCGGEMPVEVLGAAFGRLVGEIMAMLEPDGILEDDLIYKILPGGYAV |
BLFFIMKEWMS IVATIMPIPCGGEMPVEVLGAAFGRLVGEIMAMLEPDGILFDDIIYKILPGGYAVIGAAALTG
WLFFIMKEWMS IVATTMP IPCGGFMPVEVLGAAFGRLVGE IMAMLEPDGILEDNIIYKILPGGYAVIGAAALTG
BLFFIMKEWMS I VATTMP IPCGGEMPVEVLGAAFGRLVGE IMAMLEPDGILFDDLIYKILPGGYAVIGAAALTG
WLFFIMKEWMS IVATTMP IPCGGEMPVEVLGAAFGRLVGEIMALLFPDGILFDDIIYKILPGGYAVIGAAALTG
[SAVWIHPOWIIVV L ILIELFFIMKEWMS I VATTMP IPCGGEMPVEVLGAAFGRLVGE IMAMLEPEGILFDDIIVKILPGGYAVIGAAALTG
MLFFEIVMKEWMS LIATTMP IPCGGFMPVEVLGAAFGRLVGE IMAMLEPDGILFEDEIIYKILPGGYAVIGAAALTG
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[AVSHTVSTAVICEELTGQIAHILPVMMVAVILANMVAQSLQPSLYDS | IQVKKLPYLPDLGWNQLSKYTIFVEDIMVRDVKEVSARMT Y[E]
[AVSHTVSTAVICEELTGQIAHILPVMMVAVILANMVAQSLQPSLYDS | IQVKKLPYLPDLGWNQLSKFTIFVEDIMVRDVKEVSANET Y[¢]
[AVSHTVSTAVICEELTGQIAHILPVMMVAVILANMVAQSLQPSLYDS | IQVKKLPYLPDLGWNQLSKFETIFVEDIMVRDVKEVSANET Y[C]
AVSHTVSTAVICFELTGOIAHILPMVVAVILANMVAQSLOPSLYDS I IQVKKLPYLPDLGWNQLSKFETIFVEDIMVRDVKEVSANET V(e
[AVSHTVSTAVICEFELTGQIAHILPVMMVAVILANMVAQSLQPSLYDS | IQVKKLPYLPDLGWNQLSKYTIFVEDIMVRDVKEVSARNT Y[C]
[AVSHTVSTAVICEELTGQIAHILPVMMVAVILANMVAQSLQPSLYDS | IQVKKLPYLPDLGWNQLSKFETIFVEDIMVRDVKEVSARKET Y[¢]
[AVSHTVSTAVICFELTGQIAHILPVMMVAVILANMVAQSLOPSLYDS | IQVKKLPYLPDLGWNQLSKFTIFVEDIMVRDVKEVSALNET Y[E]
[AVSHTVSTAVICEELTGQIAHILPVMMVAVILANMVAQSLQPSLYDS | IQVKKLPYLPDLGWNQLSKFETIFVEDIMVRDVKEVSANET Y[¢]
[AVSHTVSTAVICEELTGQIAHILPVMMVAVILANMVAQSLQPSLYDS | IQVKKLPYLPDLGWNQLSKETIFVEDIMVRDVKEVSANET Y[¢]

[AVSHTVSTAVICFELTGQIAHILPMVVAVILANMVAQSLOPSLYDS I IQVKKLPYLPDLGWNQLSKFETIFVEDIMVRDVKEVSANET Yid
[AVSHTVSTAVICFELTGOIAHILPMMVAVILANMVAQSLOPSLYDS I IQVKKLPYLPDLGWNOLSKFETIFVEDIMVRDVKEVSAMET VIS
[AVSHTVSTAVICEELTGQIAHILPVMMVAVILANMVAQSLQPSLYDS | IQVKKLPYLPDLGWNQLSKETIFVEDIMVRDVKEVSASET VS
[AVSHTVSTAVICEELTGQIAHILPVMMVAVILANMVAQSLQPSLYDS | IQVKKLPYLPDLGWNQLSKETIFVEDIMVRDVKEVSANET V3
[AVSHTVSTAVICFELTGQIAHILPVMMVAVILANMVAQSLOPSLYDS | IQVKKLPYLPDLGWNQLSKFTIFVEDIMVRDVKEVSANET Y[C]
[AVSHTVSTAVICEELTGQIAHILPVMMVAVILANMVAQSLQPSLYDS | IQVKKLPYLPDLGWNQLSKFETIFVEDIMVRDVKEVSANET Y[¢]
630 640 650 660 670 680 690 700 710
[ELREJL L ORITTVKITLPLVDSKDSMILLGSVERSELOALLORHLCPERRLRIAAQEMARKLSELPYDGKIARINACIACINZ GRS CRPESFAF
[ELONL LOMITTLKTLPLVDSKDSMILLGSVERSELOQSLLORHLCPERRLRIAQDMARKLSELPFD KISy ACNERNGVIIO GRPE SFAF V]
-------------------- [DSMILLGSVERSELQSLLORHLCPERRLRIVAQDMARKL S E LPFDGKISOVEINNGIIIISIGRP E S FAF V]
[ELRINL L ORI TVKTLPLVDSKDSMILLGSVERSELOSLLORHLCAIERRLKIMAQDMARKL SELPYNGKINOIACIIIEIZ Rl GRPE S FAF V]
[ELRINL LOBITTVKTLPLVDSKDSMILLGSVERSELOQSLLORHLICAERRLKIMAQDMARKL SELPYNGOROINACIANIY GRla GRPESFAF V]
[ELRRIL LOMITTVKITLPLVDSKDSMILLGSVERSELOQALLORHLICPERRLRINAQEMARKL SELPYDGKIRINACIACINYGRNIZE GRPESFAF V]
[ELREILLOBITTVKILPLVDSKDSMILLGSVERSELOSLLORHLIEPERRLRIVAQDMARKL SELPYDGK iy GHOE 1 S P ECERRETYRY
[ELONILLORITTVKITLPLVDSKDSMILLGSVERSELQSLLORHLCPERRLRIAAQDMARKLSE L PYDGKIRGJACNCIS GINNEGRIE SFAF
[ELKEILLORITTVKITLPLVDSKDSMILLGSVERSELQSLLORHLCPERRLRIAAQDMARKL SELPYDGKIARGEINECEEIN IO CRPESFAF
[ELRINL LORITTVKIELPLVESKDSMILLGSVERSELOSLLORHLCPERRLRIMAODMARKL SEL P FDGKIRIJARNERS GO GRPE S FAF V]
-------------------- [DSMILLGSVERSELQSLLORHLCPERRLRINAQEMARKLSELPFDGKNRIFARNCISGIIISIGRPESFAF V]
-------------------- IDSMILLGSVERSELQSLLORHLCPERRLRINMAQDMARKLSELPFDGKIWRIJARINCES G GRPE S FAF V]
[ELRINIL LORITTVKTLPLVESKDSMILLGSVERSELOSLLORHLICPERRLRIFAODMARKL S E L P FD GKMR[FJACINCIRS GVl GRP E S FIY F V]
[ELRINL LORITTVKITLPLVESKDSMILLGSVERSELOSLLORHLICPERRLRINAQDMARKL SELPFDGKNRIJAVIRS GO GRPE SFAF V]
[ELRINI LORITTVKTLPLVESKDSMILLGSVERSELOSLLORHLICPERRLRINAODMARKL SE LPFDGKIRIZJACICESGVIlIICGRPESFAF V]
[ELONIL LOMITTVKTLPLVDSKESMILLGSVERSELQALLORHLICPERRLOQIMAQDLARKL SELPFDGKERACINCIERINANZOGRINE SFAF V]
[ELRINLLORITTVKTLPLVDSKDSMILLGSVERSELQSLLORHLCPERRLOIMAQEMARKLSELPYNGORRINACIINNZGYININGRPE SFAF V]
[ELORIL LOBITTVKTLPLVDSKDSMILLGSVERAELQSLLOEHLCEERRLRIMAQDMARKL SELPYDGKIREACIING GIIOMNOGRPESFAFV]
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1. Homo sapiens LOKATEGHTKSGVQLRPPIEASFRNTT SHIRKERICACISEVAF NWNL P EDIIGANICRICIARVAS P £ TP\ PR PP ELIPIRIRAPIEKI FlEE LEF L]
2. Sus scrofa LN ISV N TSR TN T PEGP L EEAE AR TIVIERBIE TEAT S AGD A ARDSEENEVIESE SEEPEL S REEANAE S ENEEN
3. Myotonic pigs L QKA I EGHTKSGVQLRPPIIASFRSTT SHIR KN GIEIZNP PVA E il P DD GRIG ARBSYNCIMAPINS P £ 1 P\ P PP ERPIRSN APVAKIN ESE L EE LI
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5. Rattus norvegicus TN TSRS OISR | 47 P€GP PEE AR SINVIRIE G E DERAP ER £ VMVETVEENEVEPESEEVES C LRAZARVE GENEE
6. Pan troglodytes LOKATEGHTKSGVQLRPPLEASFRNTTSHIRKERIGINIZEEVA - INWN L P EDHEG ANERRCMARVAS P = i P\ PEPEP RS PIRIN APIEK I E[EF LEE L]
7. Canis lupus familiaris [L QKA T EGHTKSGVQLRPPEASFRSTTSHRKINECIEEIZP PRIEIWS | P EDGRIG AREEEEEE EASEEPRARSESEAP L LS ENZANVE CENEEN
8. Felis catus [LOKATEGHTKSGVQLRPPILASFRNT T IR KINIZCIEIZP PRIDIIWS L P E D GRNG AINEIERIAPIAS P 1T PV PR PSP EIPIRSYY APIAKIY EI€E L E E L
9. Equus caballus [LQKATEGHTKSGVOLRPPIASERNTTSHRKINICIeIZP PRI WS L P EDGREK ARSI PSP & 1T o\ PId PRI IS PIRIN APIYKIERD L E E L]
10. Bos indicus MTINITRTS O INIINTISRRES TN 116V X L AR GRSINEIERIE ACIAT GA X DV TEASEENEVESE F EREL S CRAZAKNAE S ENEER
11. Bos taurus [LOKAIEGHTKSGVQLRPPILASFRSTT SHIRKINEIGIAANP PYAE[€WS L P E D GING ARNEVNe\AIPAS P E 1T PV P PEP EIXPIRe APIAKIAEIE L E E L
12. Bison bison bison TN TSI NSRS TEN 1€V L L EEAECISINEERNE AAT GAGDV TRASEEIEVESE F EREL S CIZARAR S ENEEN
13. Bubalus bubalis [L OKA I EGHTKSGVQLRPPIUAS FRSTT SHIR KINRIGIVIIN P PYNELEWS L P EDGING ALVNeVAIPINS P E i PV PN P[EP EIRPIRE AIWNKINEE | £ L]
14. Capra hircus [LOKATEGHTKSGVQLRPPLASFRSTTSHRKINEIGIAREP PVAE[€VS L PEDGING ALNEVNCIVRIPEAS P £ T P\ PI3 PIP E[XPIBNE APVAKIN ENE L EE L
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16. Manis javanica L OKAIEGHTKSGVOLRPPIASFRNT T SEMEKINICIINEP P ERIWS L P EIEGIIG A REEEEE EASEEFPEVESESEErES C L REARVE S ENEEN
17. Dipodomys ordii TN TS IR WNSTESRNES TEINR PEGA PEEAEGISREQHE PER L EAED EARAS SEIEVERESEEPER P SEE PRAECENEEN
18. Dasypus novemcinctus  MeLENIISITSSEVEINREEIVNSENRES T T REGP P L EABDINUEENE VEAT GAGNV ABASEENEVESE SEEPEL S LEE R GE CEMEEE
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1. Homo sapiens IE LVENPGIRFEELAD| LOGPSLRSTDEEDISDEL | LIS

2. Sus scrofa I L INERPGIIFEELADILOGPSLRIITDEEDIEDEL | LIS

3. Myotonic pigs (e LEIENPGIIFEE LAD I LQGPS LRINTDEEDIEDEL | L}

4. Mus musculus [EVVISIMEIFEELAD I LEGPSLRSTDEEDIEDEL | LIS

5. Rattus norvegicus e V\IENINGIIEEDLAD | LRGP SLRSTDEEDIEDE LI LIS

6. Pan troglodytes [E LVESPGINEEELAD I LOGPSLRSTDEEDIEDEL | LB

7. Canis lupus familiaris [E LIEENPGINFEE LADILOGPS LRSTDEEDIEDEL | LIS

8. Felis catus [E LVESPGIIFEELADILOGPSLRSTDEEDISDEL | LIS

9. Equus caballus [E LVESPGIIFEELADILOGPSILRSTDEEDIEDEV LIS

10. Bos indicus [E L\VEIEPGIEIFEEELADILOGPSLRSTDEED[EDEL | L

11. Bos taurus |E L\V/E[EPGIIFEELADILQGPSLRSTDEED[EDEL | LIS

12. Bison bison bison [E LIVE[EPGIIFEELADILOGPSLRSTDEED[EDEL | LIS

13. Bubalus bubalis [E LIVE[EPGIIFEELADI LQGPSLRSTDEEDEDEL | LIS

14. Capra hircus [E L\E[EPGIIFEELADI LOGPSLRSTDEED[EDELVLE

15. Ovis aries |E L VE[EPGIIFEELADILOGPSLRSTDEEDEDELYVLES

16. Manis javanica [ELVESPGINE[EE LADILOGPSLRSTDEEDIEDELVL

17. Dipodomys ordii IE L\VERPGEIFEELADILOGPS LRSTDEEDIEDEL |

18. Dasypus novemcinctus  ElVAESEE P EEENSINCESNI-TnIEE : PN

S1 Figure. Alignment of the predicted Chloride Channel protein 1 (CLC1) sequence in pigs and the CLCI protein
sequences of other 16 mammals.



e 2 adadaiant e (e 88081 011 241389415 16 17 18 19 20

S2 Figure. Full-length 1.5% agarose gel electrophoresis showing typical results of the genotyping
assay for Hereditary Myotonia in pigs. Well 1: Molecular-weight size marker. Well 2: Homozygous
dominant (pig C1 of the control group) result (868 bp amplicon). Well 3: Heterozygous (pig K)
result (868 bp and 458 bp amplicons). Well 4: Homozygous recessive (pig E) result (458 bp
amplicon). Well 5: Negative control. Well 6 to 19: Homozygous dominant results (pigs 1 to 14 of
the farm group; non-myotonic and unrelated large white pigs). Blue arrows indicate the DNA
ladder’s fragment sizes 900 bp and 500 bp.
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S3 Figure. Full-length 1.5% agarose gel electrophoresis showing representative results of the genotyping
assay for Hereditary Myotonia in pigs. Wells 1 and 20: Molecular-weight size marker. Well 2: Homozygous
dominant control (868 bp amplicon — animal C1 of control group). Well 3: Heterozygous control result (868
bp and 458 bp amplicons - animal F of G22 group). Well 4: Homozygous recessive result (458 bp amplicon
- animal U of G22 group). Homozygou wild type result in well 5: animal T of G22 group . Heterozygous
results in wells 6, 7, 8,9, 11, 12, 13, 15, 16, 17 and 19 respectively for animals L, J, G, H, M, Q, R, N, S, I,
and K (G22 group). Homozygous recessive results in wells 10, 14, and 18 respectively for animals V, O,
and P (G22 group). Blue arrows indicate the DNA ladder’s fragment sizes 900 bp and 500 bp.
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S4 Figure. Full-length 1.5% agarose gel electrophoresis showing representative results of the genotyping
assay for Hereditary Myotonia in pigs. Well 1: Molecular-weight size marker. Well 2: Homozygous
dominant control (868 bp amplicon - animal C1 of control group). Wells 3 and 4 : Heterozygous results
(868 bp and 458 bp amplicons) respectively to animals F and G (G22 group). Wells 5 to 9: Homozygous
recessive results (458 bp amplicon) respectively to animals A, B, C, D, and E (G22 group). Well 10:
negative reaction control.
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