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Alignment of TTC30A and B nucleotide sequences
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I 1
ATGGECTGETCTGAGCEGCECGCAGATCCCCGACGGEEAGTTTACCGCGCTAGTGTACCGGCTCATCCGCGATGCCCGCTACGCCGAGGCGG T GCAGCTGCTGGGCCGAGAAC TGCAGCGGAGCCCCAGGH
ATGGCTGGCCTGAGCGGCGCGCAGATCCCCGACGGGEAGTTCACCGCGRTCGTGTACCGCCTCATCCGCARTGCACGCTACGCCGAGGCGGTGLAGC TGCTGGGCGGAGAACTGCAGCGGAGCCCTAGGA
ATGGECTGECCTEAGCEGCECGCAGATCCCCGACGGEEAGT TeACCGCGe TaGTETACCGeCTCATCCGCaATGCaCGC TACGCCGAGGCGG TGCAGCTGCTGGGCcGAGAACTGCAGCGGAGCCCCAGGA

131 140 150 160 170 180 190 200 210 220 230 240 250 260
GCCGTGCCGGCCTGTCGCTGCTAGGCTACTGCTACTACCGCCTECAGGAGTTCGCGCTGGCGGCCGAGTGCTATGAGCAGC TGGGCCAGCTGCACCCGGAACTGGAGCAGTACCGCCTGTACCAGGCCCA
GLCGCGCCEGCCTGTCGCTGCTAGGCTACTGCTACTACCGCCTECAGGAGT TCECGCTGGCGGCCGAGTGCTATGAGCAGC TGGGCCAGC TGCACCCGGAAC TGGAGCAGTACCGCCTGTACCAGGCCCA
GLCGeGCCEGCCTRTCGCTGCTAGGCTACTGCTACTACCGCCTRCAGGAGTTCGCGCTGGCGGCCGAGTGCTATGAGCAGC TGGGCCAGC TGCACCCGGAACTGGAGCAGTACCGCCTGTACCAGGCCCA

261 270 280 290 300 310 320 330 340 350 360 370 380 390
GECCCTRTACARGGCCTGCCTTTATCCGGAGGCCACTCGGRTCGCCTTCCTTCTCCTGGATARCCCCGCCTACCACAGCCGGGTCCTCCGCCTGCARGCTGCCATCARGTATAGCGAGGGCGATCTGCCA
GECCCTGTACARGGCCTGCCTTTATGCGEAGGCCACCCGEGTCECCTTCCTTCTCCTGGATARCCCCGCCTACCACAGCCGGGTCCTCCGCCTGCAAGCTGCTATCAAGTACAGCGAGGGCGATCTGCCA
GECCCTRTACARGGCCTGCCTTTATCCGGAGGCCACCCGERTCRCCTTCCTTCTCCTGGATARCCCCGCCTACCACAGCCGGETCCTCCGCC TGCARGCTGCCATCARGTACAGCGAGGGCGATCTGCCA

391 400 410 420 430 440 450 460 470 480 490 500 510 520
1 1
GEGTCCAGEAGCCTGETGGAGCAGC TECTGAGT TGGAGGCGACAATGAGACCGATGGCCAGGTCARCCTGGGTTGT T TGCTCTACAAGGAGGGACAGTATGAAGCTGCAT
GEGTCCAGGAGCCTGETAGAGCAGC TRCCGAGTAGGGARGGGGEAGAGGARAGTGGGGGCGAGARTGAGACCGATGGCCAGATCARCCTGGGTTGTTTGCTCTACARGGAGGGACAGTATGAAGCTGCAT
GEGTCCAGEAGCCTEETaGAGCAGC TGCcGAGTaGEEARGEGEEAGAaGARAGTGGaGGCGACARTGAGACCGATGGCCAGATCARCCTGGGTTGTTTGCTCTACARGGAGGGACAGTATGAAGCTGCAT

521 530 540 550 560 570 580 590 600 610 620 630 640 650
GCTCCARGTTTTCTGCCACACTGCAGGCCTCGGEGCTACCAGCCTGACCTTTCCTACARCCTGGCTTTGGCCTATTACAGCAGCCGACAGTATGCCTCAGCACTGARGCATATCGCTGAGATTATTGAGCG
GCTCCARGTTTTTTGCCGCCCTECAGECCTCGEGCTACCAGCCTGACCTTTCCTACARCCTGGCTTTGGCCTATTACAGCAGCCGACAGTATGCT TCAGCACTGARGCATATCGCTGAGATTATTGAGCG
GCTCCARGTTTTeTGOCaCaCTRCAGGCCTCGGGCTACCAGCCTGACCTTTCCTACARCCTGGCTTTGGCCTATTACAGCAGCCGACAGTATGLcTCAGCACTGARGCATATCGCTGAGATTATTGAGCG

651 [2:1) 670 680 630 700 710 720 730 740 750 760 770 780
TGGCATCCGCCAGCATCCTGAGCTAGGTGTGGGCATGACCACCGAGGGCTTTGATGTTCGCAGTGTTGGCARCACCTTAGTTCTCCATCAGACTGCTCTGGTGGARGCCTTCARCCTTARGGCAGCCATA
TEGCATCCECCAGCACCCTGAGCTAGGTGETGGECATGACCACTGAGEGCATTGATGTTCGCAGTGT TGGCARCACCTTAGTCCTCCATCAGACTGCTCTGGTGGARGCCTTCAACCTTARGGCAGCTATA
TEGCATCCGCCAGCACCCTGAGCTAGGTGTGGGCATGACCACCGAGGGCaTTGATGTTCGCAGTGTTGGCARCACCTTAGTCCTCCATCAGACTGCTCTGGTGGAAGCCTTCARCCTTARGGCAGCCATA

781 790 800 810 820 830 840 850 860 870 880 890 900 910
I 1
GARTACCARCTGAGARAC TATGAGGTAGC TCARGARACCCTCACCGACATGCCACCCAGGGCAGAGGAAGAGT TGGACCCTGTGACCCTGCACAACCAGGCACTARTGARCATGGATGCCAGGCCTACAG
GARTACCARCTGAGARAC TATGAGGCAGC TCARGARGCCCTCACTGACATGCCACCCAGGGCAGAGGARGAGT TGGACCCTGTGACCC TACACAACCAGGCACTARTGARCATGGATGCCAGGCCTACAG
GAATACCARCTGAGARACTATGAGGCAGC TCARGARACCCTCACCGACATECCACCCAGGGCAGAGGAAGAGT TGGACCCTGTGACCCTaCACAACCAGGCACTARTGARCATGGATGCCAGGCCTACAG

911 920 930 940 950 960 970 980 930 1000 1010 1020 1030 1040
AAGGGTTTGARARGC TACAGTTTTTGCTCCARCAGARTCCCTTTCCTCCAGAGACTTTTGGCARCCTGTTGCTGCTCTACTGTARATATGAGTATTTTGACCTGGCAGCAGATGTCCTGGCAGARARTGL
AAGGGTTTGARAAGCTACAGT TTTTGCTCCAACAGARTCCCTTTCCTCCAGAGACTTTTGGCARCCTGTTGCTGCTCTACTGTARATATGAGTATTTTGACCTGGCAGCAGATGTCCTGGCAGRARATGL
AAGGGTTTGARARGC TACAGTTTTTGCTCCARCAGARTCCCTTTCCTCCAGAGACTTTTGGCARCCTGTTGCTGCTCTACTGTAAATATGAGTATTTTGACCTGGCAGCAGATGTCCTGGCAGARARTGE

1041 1050 1060 1070 1080 1090 1100 1110 1120 1130 1140 1150 1160 1170

CCATTTGACGTATARGT TCCTCACACCCTATCTCTATGACTTCTTAGATGCCCTGATCACTTGCCAGACAGCTCCTGARGAGGC TTTCATTARGCTTGATGGGC TAGCAGGGATGC TGACTGAGCAGCTT
CCATTTGATTTATARGTTCCTCACACCCTATCTCTATGACTTCTTGGACGCTGTGATCACTTGCCAGACAGCTCCTGARGAGGCTTTCATTARGCTTGATGGGC TAGCAGGGATGCTGACTGAGGTCCTC
CCATTTGAcg TATRAGTTCCTCACACCCTATCTCTATGACTTCTTa6AcGCee TGATCACTTGCCAGACAGCTCCTGARGAGGCTTTCATTARGCT TGATGGGCTAGCAGGGATGCTGACTGAGeacCTe

1171 1180 1190 1200 1210 1220 1230 1240 1250 1260 1270 1280 1290 1300
I 1

CGGAGACTCACCARGCARGTACAGGARGCARGACACARCAGAGATGATGARGC TATCARARAGGCAGTGARTGARTATGATGARACCATGGAGARATACAT TCCTGTGT TGATGGC TCAGGCARARATCT
CGGARACTTACCATACARGTACAGGARGCARGACACARTAGAGATGATGARGC TATCARAAAGGCAGTGARTGAATATGATGAAACCATGGAGAAATACAT TCCTGTGT TGATGGC TCAGGCARARRTCT
CGEGAaACTcACCAaaCARGTACAGGARGCARGACACARCAGAGATGATGARGC TATCARARAGGCAGTGARTGARTATGATGAAACCATGGAGARATACAT TCCTGTGT TGATGGCTCAGGCARARATCT

1301 1310 1320 1330 1340 1350 1360 13720 1380 1390 1400 1410 1420 1430
ACTGGARTCTTGARARTTATCCARTGGTGGARARGGTCTTCCGCARATCTGTGGAATTCTGTARCGACCATGATGTGTGGAAGT TGAATGTGGCTCATGT TCTGT TCATGCAGGAARACARATACARAGA

ACTGGARTCTTGARART TATCCARTGGTGGARARGATCTTCCGCARATCTGTGGARTTCTGTARCGACCATGATGTGTGGAAGT TGAATGTGGCTCATGT TCTGT TCATGCAGGARRACAAATACARAGH
ACTGGARTCTTGARARTTATCCARTGGTGEARARGATCTTCCGCARATCTGTGGAATTCTGTARCGACCATGATGTGTGGAAGT TGAATGTGGCTCATGT TCTGT TCATGCAGGAARACARATACARAGA

1431 1440 1450 1460 1470 1480 1490 1500 1510 1520 1530 1540 1550 1560

AGCCATTGETTTCTATGARCCCATAGTCARGARGCATTATGATARCATCCTGARTGTCAGTGCTATTGTACTGGCTARTCTCTGTGTTTCCTATATTATGACARGTCAARATGARGARGCAGAGGAGTTG
RGCCATTGGTTTCTATGARCCCATAGTCARGARGCATTATGATARCATCCTGARTGTCAGTGCTATTGTACTGGCTAATCTCTGTGTTTCCTATATTATGACARGTCAAAATGARGARGCAGAGGAGTTG
AGCCATTGETTTCTATGARCCCATAGTCARGARGCATTATGATARCATCCTGARTGTCAGTGCTATTGTACTGGCTARTCTCTGTGTTTCCTATATTATGACAAGT CARRATGAAGRAGCAGAGGAGTTG

1561 1570 1580 1590 1600 1610 1620 1630 1640 1650 1660 1670 1680 1690
I 1

ATGAGGAAGAT TGARRAGGAGGARGAGCAGCTCTCTTATGATGACCCARATCGGARARTGTACCATCTCTGCATTGTGARTTTGGTGATAGGAACTCTTTAT TGTGCCARAGGARACTATGAGTTTGGTA
ATGAGGARGAT TGARRAGGAGGARGAGCAGCTCTCTTATGATGACCCAGATARGARRRTGTACCATCTCTGCATTGTGARTTTGGTGATAGGAACTCTTTATTGTGCCARAGGARATTATGACTTTGGTA
ATGAGGARGAT AGCTCTCTTATGATGACCCAaATaaGARAATGTACCATCTCTGCATTGTGARTTTGGTGATAGGARCTCTTTATTGTGCCAAAGGARRCTATGACTTTGGTA

1691 1700 1710 1720 1730 1740 1750 1760 1770 1780 1790 1800 1810 1820

TTTCTCGAGTTATCARARGCTTGGAGCCTTATARTARAAAGC TGGGARCAGATACCTGGTATTATGCCAARAGATGCTTCCTGTCCTTGTTAGAARACATGTCAARACACATGATAGTCATTCATGACAG
TTTCTCGAGTTATCARARGCTTGGARCCT TACARCARAAAGC TEGGARCAGACACCTGGTATTATGCCARARGATGCTTCCTGTCCTTGT TAGARRACATGTCARRACACACAATCATGCTTCGTGATAG
TTTCTCGAGTTATCARARGC TTGGAaCCTTAcARCARAAAGC TEGGARCAGACACCTGGTATTATGCCARRAGATGCTTCCTGTCCTTGT TAGAARACATGTCAARACACACaAT aaTcaTTCaTGACAG

1821 1830 1840 1850 1860 1870 1880 1890 1300 1310 1320 1330 1340 1350

TGTTATTCARGARTGTGTCCAGTTTTTAGGACACTGTGAACTTTATGGCACARACATACCTGCTGTTATTGARCARCCCCTCGAAGAAGAAAGAATGCATGT TGGGAAGARTACAGTCACAGATGAGTCC
TGTTATTCARGARTGTGTCCAGTTTCTAGARCACTGTGARCTTCATGGCAGARACATACCTGCTGTTATTGARCARCCCCTGGAAGAAGAAAGAATGCATGT TGGARAGAATACAGTCACATATGAGTCT
TETTATTCARGAATGTGTCCAGTTTcTAGAACACTGTGARCT TcATGGCAcARACATACCTGCTGTTATTGARCAACCCCTcGARGAAGARAGAATGCATGT TGGaAAGAATACAGTCACAZATGAGTCe

1951 1960 1970 1980 1990 1998
1 I

AGACAATTGARAGCTTTGATTTATGAGATTATAGGATGGARTARGTAG
AGGCAGTTARRRGCTTTGATTTATGAGATTATAGGATGGARTATATAG
RAGaCAaTTaAARGCTTTGATTTATGAGATTATAGGATGGARTAaaTAG

Alignment of TTC30A and TTC30B nucleotide sequences using multiple sequence
alignment tool (Corpet, 1988). Different base pairs are depicted in blue, similarities in red.



II.  TTC30A and B sequences showing sites of and premature stop

Translated sequence

Wt atg gct ggc ctg|agc ggc|gcg cag atc ccc gac ggg gag ttc acc gcg gtc gtg tac cgc
M A G L S G| Aa Q@ I P D @ E F T & ¥V V Y R
ctc atc cge aat gca cgeo.tac goc gag gog gtg cag ctg ctg ggc gga gaa ctg cag cgg
L I R N A R Y A E & V Q L L G G E L Q@ R
agc cct agg agc cgc goc ggc ctg tcg ctg cta gge tac tgec tac tac cgc ctg cag gag
5 P R 5 R A G L S L L &6 ¥ C ¥ ¥ R L Q E

KO atg gct ggc ctglage gea|atg cac gt acg ccg agg cge tgc agc tge tgg gocg gag aac
M A G L S A M H A T P R R _C S c W A E M
tgc agc gga gcoc cta gga goc gcg ccg goc tgt cge tgc|tag| gct act got act acc gec
C 5 G A L & A A P A C R C - AT A T T A
tgc agg agt tcg cgoc tgg cge
C R 5 5 R W R

Translated sequence

Wt atg gct ggt ctg agec ggc gcg cag atc ccc|gac gegg|gag ttt acc gecg cta gtg tac cgg
M A G L S 6 A Q@ I P D G E F T A L VvV ¥ R
ctc atc cgc gat gcc Cgc tac goc gag gcg gtg cag ctg ctg ggc cga gaa ctg cag cgg
L I R D A R ¥ A E A V Q L L G R E L Q@ R
agc CCC agg agc Cgt poc gec ctg tog ctg cta ggc tac tge tac tac cge ctg cag gag
S P R S R A G L 5 L L 6 Y € ¥ ¥ R L Q E
ttc gcg ctg gog goc gag
F A L A A E

KO atg gct ggt ctg agc ggc gog cag atc coc|gac gta|ccg gt cat ccg cga tgc ccg cta
M A G L S 6 A Q I P D Vv |P A H P R C P L
CEC Cga gEc get gca got got ggg ccg aga act gca gCg gag ccc cag gag ccg tgc cgg
R R &6 G A A A & P R T A A E P Q E P C R
cct gtc gct get agg cta ctg cta cta ccg cct gca gga gtt cgc got ggc gec cga gtg
P V¥V A A R L L L L P P A G V R A G G RV
cta |tga|gca gct ggg cca
L - A A G P

The figure depicts parts of nucleotide as well as corresponding amino acid sequence of TTC30A (top) and TTC30B
(bottom) wildtype (wt) and knockout (KO) cells. The sequences starting at N-terminus and the red boxes
demonstrating first the location of the CRISPR/Cas9 mediated deletion and second the premature stop codon few
amino acids later. Translation and depiction was done with Expasy translation tool (Duvaud et al., 2021).

II.  Primer and sgRNA sequences

sgRNA Nucleotide sequence
TTC30A #1 Top ‘ TAGCGCGGTAAACTCCCCGT
TTC30A #1 Bottom ACGGGGAGTTTACCGCGCTA
TTC30A #2 Top ‘ AGTTTACCGCGCTAGTGTAC
TTC30A #2 Bottom GTACACTAGCGCGGTAAACT
TTC30B #1 Top CGGGGATCTGCGCGCCGCTC
TTC30B #1 Bottom GAGCGGCGCGCAGATCCCCG
TTC30B #2 Top ‘ CGTAGCGTGCATTGCGGATG
TTC30B #2 Bottom CATCCGCAATGCACGCTACG

HDR construct ‘ TTGCTCTGTTGCCATAGTAACCGCACCCATAACAGCCGTGGTGGTTATGGATTATA




AAGATGATGATGATAAAGCTGGCCTTAGCGGTCGCAGATCCCCGACGGGGAGTT

CACCGCGGT
Primer
TTC30A forward CGTCTTTCCCCTTCTGACTGCC
TTC30A reverse GCAGATCGCCCTCGCTATACTTG
TTC30B forward GTAGTCTTTCCCCTCCTGAATG

TTC30B reverse

ATTGCGGATGAGGCGGTACAC

Flag tag forward

ATGGATTATAAAGATGATGATGATAAA

The table shows the nucleotide sequences of the used Primers,sgRNAs and the HDR construct (produced by
Integrated DNA Technolgies, USA)



