‘Sequence: INK2J00076R_SPTBN2_R480W_HO01_AA.dna (Linear/ 1369 bp)
Features: 18 total
Primers: 5 total

(472 ..490) Sanger Sequencing Primer gRNA Protospacer (543 ..561)
(169 ..193) PCR Forward Donor Template SNV -> REV (525 .. 624) PCR Reverse (1075 .. 1099)
250 500 750 1000 - 1250

| SPTBN2-208 >

NSO = = = = = = = = = = = = ENSE00001188053
SPTBN2-208

Donor Sequence SNV -> REV

gRNA Protospacer Sequence

SNV

INK2J00076R_SPTBN2_R480W_HO01_AA
1369 bp
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INK2J00076R_SPTBN2_R480W_HO01_AA.dna (Linear /1369 bp)

AGCGGCTGGAGAAGGCGGAGCACGAGCGTGAGCTGGCCCTGCGCACCGAGCTCATCCGCCAGGAGAAGCTGGAGCAGCTGGCCGC

TCGCCGACCTCTTCCGCCTCGTGCTCGCACTCGACCGGGACGCGTGGCTCGAGTAGGCGGTCCTCTTCGACCTCGTCGACCGGCG

| SPTBN2-208 >
L L L . 405 L L 410 L L L 415 L L 420 L L L 425 L L
L E K A E H E R E L A L R T E L 1 R Q E K L E Q L A
ENSE00001188065 >
SPTBN2-208
PCR Forward

EE

CCGCTTCGACCGCAAGGCTGCCATGCGGGAGACCTGGCTCAGCGAGAACCAGCGCCTCGTGTCCCAGGTAGGACTTGAGGCTCCT

GGCGAAGCTGGCGTTCCGACGGTACGCCCTCTGGACCGAGTCGCTCTTGGTCGCGGAGCACAGGGTCCATCCTGAACTCCGAGGA

SPTBN2-208 >
L 430 L L L 435 L L L 440 L L 445 L L L 450
R F D R K A A M R E T W L S E N Q R L \ S Q
ENSE00001188065  EEEEE I >

SPTBN2-208

PCR Forward
AGGATGCTTAGGCTGGTCAGAAC

AGGATGCTTAGGCTGGTCAGAACTGGGAGAGAGACAGGGTGGATAAGAAGCCCCGCGGGGTGGAGAGACAATGAAACACAAAATC

85

170

255
TCCTACGAATCCGACCAGTCTTGACCCTCTCTCTGTCCCACCTATTCTTCGGGGCGCCCCACCTCTCTGTTACTTTGTGTTTTAG
SPTBN2-208 >
SPTBN2-208
CGTCACCTGGGTAAAAAGGCCTAGAGGTCCGGGAGCCAGGGGCCAGAGGGTGGGACAGGAGAGAGGGTTGGTGAGACAGGATGGG
340
GCAGTGGACCCATTTTTCCGGATCTCCAGGCCCTCGGTCCCCGGTCTCCCACCCTGTCCTCTCTCCCAACCACTCTGTCCTACCC
SPTBN2-208 >
SPTBN2-208
GGTGGGATAGAGAGGGAACTTAGAGCCACCGCATGGAGCTGGGATCTTGCAGGCCAAGTGCCCTGCAGGACAGAGGAGCAGGCAG
425
CCACCCTATCTCTCCCTTGAATCTCGGTGGCGTACCTCGACCCTAGAACGTCCGGTTCACGGGACGTCCTGTCTCCTCGTCCGTC
SPTBN2-208 >
SPTBN2-208
Sanger Sequencing Primer
[ICAGGACAACTTTGGGCTGG
AGGCACTGTCCCTTGGTCCCCACACCTCCTCTCCCTGCCCCCGACACAGGACAACTTTGGGCTGGAGCTGGCAGCTGTCGAGGCA
510
TCCGTGACAGGGAACCAGGGGTGTGGAGGAGAGGGACGGGGGCTGTGTCCTGTTGAAACCCGACCTCGACCGTCGACAGCTCCGT
SPTBN2-208 >
L L L L 455 L L L 460 L
D N F G L E L A A \ E A
---------------------------------------- ENSE00001188053 >
SPTBN2-208
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INK2J00076R_SPTBN2_R480W_HO01_AA.dna (Linear /1369 bp)

gRNA Protospacer b
[ICATCGTGGCCTACAGCGGC

GCAGTACGGAAGCACGAAGCCATTGAGACGGACATCGTGGCCTACAGCGGCCGGGTGCAGGCAGTGGACGCCGTGGCTGCAGAGC

595
CGTCATGCCTTCGTGCTTCGGTAACTCTGCCTGTAGCACCGGATGTCGCCGGCCCACGTCCGTCACCTGCGGCACCGACGTCTCG

SPTBN2-208 >

L 470 L L L 475 L L L 480 L L L 485 L L L 490
T D I \ A Y S G R \ Q A \ D A \ A A E

ENSE00001188053 >
SPTBN2-208

<
o
=
T
mb
>
—
m

gRNA Protospacer Sequence |:|

PAM
O

SNV
QTCGGTAACTCTGCCTGTAGCACCGGATGTCGCCGGCCCACGTCCGTCACCTGCGGCACCGACGTCTCG

Donor Template SNV -> REV

TGGCCGCCGAGCGCTACCACGACATCAAGCGCATCGCCGCTCGGCAGCACAACGTGGCACGGCTCTGGGACTTCTTGCGGCAGAT
680
ACCGGCGGCTCGCGATGGTGCTGTAGTTCGCGTAGCGGCGAGCCGTCGTGTTGCACCGTGCCGAGACCCTGAAGAACGCCGTCTA

>

SPTBN2-208 >

! 505 ! !
A R Q H Q M
ENSE00001188053 >
SPTBN2-208

X
—
>
=
<
>
x
-
lw)

ACCGGCGGCTCGCGATGGTGCTGTAGTTC|
Donor Template SNV -> REV

GGTGGCCGCCCGGCGGGAGCGGCTCCTCCTCAACCTGGAGCTGCAGAAGGTGTTCCAGGACCTGCTCTACCTCATGGACTGGATG

CCACCGGCGGGCCGCCCTCGCCGAGGAGGAGTTGGACCTCGACGTCTTCCACAAGGTCCTGGACGAGATGGAGTACCTGACCTAC

- 'eww: 0000000007

SPTBN2-208 >

520 L L L 525 L L L 530 L L L 535 L L L 540 L L L 545 L

\ A A R R E R L L L N L E L Q K \ F Q D L L Y L M D W M
ENSE00001188053 >

SPTBN2-208

GAAGAGATGAAGGTACCAGTGAGGCGTGCTGGGTGGGGTAAGAGTGATCAAGAGTCGAGGGGGCCCCACAGTGGGTGCGTCCGCC
850
CTTCTCTACTTCCATGGTCACTCCGCACGACCCACCCCATTCTCACTAGTTCTCAGCTCCCCCGGGGTGTCACCCACGCAGGCGG

- ePRN2

SPTBN2-208 >

L L 550
E E M K \ P \ R R A G w G K S D Q E S R G P H S G C \ R

ENSEQ0001188... u i ptsmuytytyiys sty (in frame with SPTBN2-208)  +===== == mmmm oo oo oo >

SPTBN2-208

CGTCTGCTCGGCCGATCTCTGTGGAGTGTGAACCAGCACAGGGCCCTGTCCCCAGTTGCAGGGAACAAAGTAAACAGGGCCCTGT
935
GCAGACGAGCCGGCTAGAGACACCTCACACTTGGTCGTGTCCCGGGACAGGGGTCAACGTCCCTTGTTTCATTTGTCCCGGGACA

- ePTRN2

SPTBN2-208 >

P S A R P I S \ E C E P A Q G P \ P S C R E Q S K Q G P \
----------------------------------------------------- (in frame with SPTBN2-208) ===-===m--mommm e ceme e emcmcc e
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INK2J00076R_SPTBN2_R480W_HO01_AA.dna (Linear /1369 bp)

CCACATGGGGTTCGTGTCCACATGGAGGAGGCTGATGACAAAACCCACGGACCTTTCCGTAAACAAAAGAGCAGGGGCCATAAAA
1020
GGTGTACCCCAAGCACAGGTGTACCTCCTCCGACTACTGTTTTGGGTGCCTGGAAAGGCATTTGTTTTCTCGTCCCCGGTATTTT

SPTBN2-208 >
H M 66 F VvV s T W R R L M T K P T D L S V N K R A G A 1 K
----------------------------------------------------- (in frame with SPTBN2-208) ===--mem-mmome e e e e o

CCACTGATGAAACTGGAACAGGGTGGTGTGAGGGGCTGGTCAGACAAGGCCTCTGAGAAAATACCATTTAAGCCGAGACCAGAAT
1105
GGTGACTACTTTGACCTTGTCCCACCACACTCCCCGACCAGTCTGTTCCGGAGACTCTTTTATGGTAAATTCGGCTCTGGTCTTA

SPTBN2-208 >
P L M K L E Q G G \% R G w S D K A S E K I P F K P R P E
----------------------------------------------------- (in Frame With SPTBN2-208)  —--= -nmcmcmmmme e e mm e mcmmmmm e e e e e me e

CTCTTTTATGGTAAATTCGGCTCTG|
PCR Reverse

AGTGCCAGGAGCCAGCACAGAGAGCTCTCAGGAGAGAATGTTCCGGGCAGAAGGAACAGCCGGCACAGGCCCTCGGCCTGGATCA
1190
TCACGGTCCTCGGTCGTGTCTCTCGAGAGTCCTCTCTTACAAGGCCCGTCTTCCTTGTCGGCCGTGTCCGGGAGCCGGACCTAGT

>

SPTBN2-208 >

GCATGGTGTGTTCAGGATCAGAAGGAAGGCCGGTGGGCTGTGAGCATGAGGAGTGGGGGCCATGGACTGAGATTTGGGAGGGCAC
1275
CGTACCACACAAGTCCTAGTCTTCCTTCCGGCCACCCGACACTCGTACTCCTCACCCCCGGTACCTGACTCTAAACCCTCCCGTG

>

SPTBN2-208 :>

GGCCAGCCCACTAGGGCCTTACAGGCCTGGTCAGGGAGTTTGGATTTTATTCAAAGTAACATGGATCCTTTAAAGTGATTTGAAG
1360
CCGGTCGGGTGATCCCGGAATGTCCGGACCAGTCCCTCAAACCTAAAATAAGTTTCATTGTACCTAGGAAATTTCACTAAACTTC

- @ ewww 00000000007

SPTBN2-208 >
GGGCCAGGC 3
1369
CCCGGTCCG 5
SPTBN2-208
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Feature

SPTBN2

/note

C11orf80-216

/note

SPTBN2-201

/note
SPTBN2-203

/note
SPTBN2-208

/note
SPTBN2-209

/note
SPTBN2-210

/note
SPTBN2-211

/note

SPTBN2-201

F 2 segments

/codon_start
/note

/translation

SPTBN2-203

F 2 segments

/codon_start
/note

/translation

SPTBN2-208

F 2 segments

/codon_start
/note

/translation

SPTBN2-209

F 2 segments

/codon_start
/note

/translation

SPTBN2-210

F 2 segments

/codon_start
/note

/translation

Donor Sequence SNV -> REV
gRNA Protospacer Sequence

Printed from SnapGene®:

INK2J00076R_SPTBN2_R480W_HO01_AA.dna (Linear /1369 bp)

Location Size = Type

1 .. 1369 1369 bp (| —p gene
gene ENSG00000173898
Protein coding

1 .. 1369 1369 bp o 4=  prim_transcript
primary transcript ENST0O0000534325
Protein coding

1 .. 1369 1369 bp (| —p prim_transcript
primary transcript ENST00000309996

1 .. 1369 1369 bp (| —p prim_transcript
primary transcript ENST00000529997

1 .. 1369 1369 bp O —p  prim_transcript
primary transcript ENST00000533211

1 .. 1369 1369 bp (| —p prim_transcript
primary transcript ENST00000611817

1 .. 1369 1369 bp (| —p  prim_transcript
primary transcript ENST00000617502

1 .. 1369 1369 bp (| —p prim_transcript
primary transcript ENST00000647510
Nonsense mediated decay

1 .. 777 777 bp =] —p CDS

455 bp

1

coding sequence ENSP00000311489

RLEKAEHERELALRTELIRQEKLEQLAARFDRKAAMRETWLSENQRLVSQ, , DNFGLELAAVEAAVRKHEAIETDIVAYSGRVQAVDAVAAELAAERYHDIKRIAARQHNVAR
LWDFLRQMVAARRERLLLNLELQKVFQDLLYLMDWMEEMK

151 amino acids 17.8 kbDa

1 .. 777 777 bp =] =—p CDS

455 bp

1

coding sequence ENSP00000433593

RLEKAEHERELALRTELIRQEKLEQLAARFDRKAAMRETWLSENQRLVSQ, , DNFGLELAAVEAAVRKHEAIETDIVAYSGRVQAVDAVAAELAAERYHDIKRIAARQHNVAR
LWDFLRQMVAARRERLLLNLELQKVFQDLLYLMDWMEEMK

151 amino acids 17.8 kDa

1 .. 777 777 bp =] CDs

o d
455 bp

1

coding sequence ENSP00000432568

RLEKAEHERELALRTELIRQEKLEQLAARFDRKAAMRETWLSENQRLVSQ, , DNFGLELAAVEAAVRKHEAIETDIVAYSGRVQAVDAVAAELAAERYHDIKRIAARQHNVAR
LWDFLRQMVAARRERLLLNLELQKVFQDLLYLMDWMEEMK

151 amino acids 17.8 kDa

1 .. 777 777 bp =] =—p CDS

455 bp

1

coding sequence ENSP00000480692

RLEKAEHERELALRTELIRQEKLEQLAARFDRKAAMRETWLSENQRLVSQ, , DNFGLELAAVEAAVRKHEAIETDIVAYSGRVQAVDAVAAELAAERYHDIKRIAARQHNVAR
LWDFLRQMVAARRERLLLNLELQKVFQDLLYLMDWMEEMK

151 amino acids 17.8 kDa

1 .. 777 777 bp =] CDs

o d
455 bp

1
coding sequence ENSP00000482000

RLEKAEHERELALRTELIRQEKLEQLAARFDRKAAMRETWLSENQRLVSQ, , DNFGLELAAVEAAVRKHEAIETDIVAYSGRVQAVDAVAAELAAERYHDIKRIAARQHNVAR
LWDFLRQMVAARRERLLLNLELQKVFQDLLYLMDWMEEMK
151 amino acids 17.8 kDa

525
543

624
562

100 bp
20 bp

(] misc_feature

—
=

misc_feature
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INK2J00076R_SPTBN2_R480W_HO01_AA.dna (Linear /1369 bp)

Feature

SNV

/note

PAM
C11orf80

/note

Location Size I+ Type
562 .. 562 1 bp =] — misc_feature
SNV =T
REV = A
563 .. 565 3 bp m] misc_feature

—l
38,040 .. #3894,931,995 bp m] 4— gene

gene ENSG00000173715
Protein coding
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INK2J00076R_SPTBN2_R480W_HO01_AA.dna (Linear /1369 bp)

Primer Length - Binding Sites = Tm Date Added
v PCR Forward 25-mer 169 .. 193 60°C Aug 18, 2023
/sequence = CTAGGATGCTTAGGCTGGTCAGAAC
52% GC / 7722.1 Da
v/ Sanger Sequencing Primer 19-mer 472 .. 490 57°C  Aug 18,2023
/sequence = CAGGACAACTTTGGGCTGG
58% GC / 5868.9 Da
v Donor Template SNV -> REV 100-mer 525 .. 624 85°C  Aug 18, 2023
/sequence = CTTGATGTCGTGGTAGCGCTCGGCGGCCAGCTCTGCAGCCACGGCGTCCACTGCCTGCACCCGGCCGCTGTAGGCCACGATGTCCGTCTCAATGGCTTCG
67% GC / 30,700.8 Da
v gRNA Protospacer 20-mer 543 .. 561 62°C  Aug 18, 2023
/sequence = CATCGTGGCCTACAGCGGCT
65% GC / 6094.0 Da
v PCR Reverse 25-mer 1075 .. 1099 56°C Aug 18, 2023
/sequence = GTCTCGGCTTAAATGGTATTTTCTC

40% GC / 7629.0 Da
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