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SCA27B analyses reults 19-11-24 CV
Test sample: 240422

1. LR-PCR product analysis by capillary electrophoresis
Negative control 160093:

[SCA27B_160093-veD09.Isa __ISCA278 160093-ve_ LFGF14 (GAA) LIZ 500 I B
L FGF14 GAA LIZ 500 |
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GHA_L A . A
sz 184."32
5z 195.06
SCA27B calculation algorithm for fragments <243 bp, (8-25 GAA repeats):
Fragment Size - 165 = X/3.0 = Y — 1 = repeats # (correction made based on sequenced controls)

Expected GAA repeat sizes: 9/9

Detected alleles: 195bp

PCR product size without GAA repeat alleles: 165bp

Calculated CAG repeat sizes: 1. 195-165=30bp /3=10-1 =9 GAA repeats

Non-affected control with large non-pathogenic range expansion, 060041:

| SCA27B 060041+velargexpCo9.Isa | SCA27B 060041+velargexp [FGF14 (GAA) LIZ 500 | ]
| | FGF14 GAA LIZ 500 ]
50 150 250 350 450 550
28000
24000
20000
16000 -
12000
8000
4000 "I“ll
0 A - T 1 [ II#
§Z 192.30 §Z 270.97 sz 49?].‘13
1 ' |
$Z 198.40 sz 272.91 SZ 493.47
' "
Sz 214.07 sz 49}5.63
Sz 499.86

SCA27B calculation algorithm for fragments 500-600 bp, (~125-160 GAA repeats):
Fragment Size - 165 = X/2.9 =Y + 9 = repeats # (correction made based on sequenced controls) + 5

Expected GAA repeat sizes: 141/141

Detected alleles: 549bp / Né\y\
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SCA27B analyses results_ 19-11-24 CV

PCR product size without GAA repeat alleles: 165bp
Calculated GAA repeat sizes: 1. 549-165 = 384bp / 2.9 =132 + 9 = 141 GAA repeats £ 5

Blank:
| SCA27B blankE09.Isa | SCA27B blank | FGF14 (GAA) LIZ 500 [ ]
[ FGF14 GAA LIZ 500 ]
50 150 250 350 450 550
28000
24000
20000
18000
12000
8000
2000
0 A — A
sz 195.61
sz 217.18
Test sample 240422(1):
[sCA27B 240422 1G07.fsa [ SCA27B 240422 1 [FGF14 (GAA) LIZ 500 I [ ]
[ FGF14 GAA LIZ 500 ]
Z0 150 250 350 450 550
30000 -
25000
20000
15000
10000
5000 {
0 s A l l A
sz 195.18
Test sample 240422(2):
[ScA27B 230322 2Ho7 Isa SCA278 240422 2 FGF14 (GAA) LIZ 500
[ FGF14 GAA LIZ 500 ]
QO . 1%0 . 2?0 . 3?0 . 450 5?0
30000:;
25000+
20303‘
15000
10000
5000 §
QIL A 1 b A
sz 19516
Detected alleles: 195bp
SCA27B calculation algorithm for fragments <243 bp, (8-25 GAA repeats):
Fragment Size - 165 = X/3.0 =Y — 1 = repeats # (correction made based on sequenced controls)
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PCR product size without GAA repeats: 165bp
Calculated GAA repeat sizes: 1. 195 - 165 = 30bp / 3 = 10 — 1 = 9 GAA repeats

2. LR-PCR product analysis by agarose gel electrophoresis

1.230245
2.230245
3.240090
4.240090
o3 : 5.240179
T B ER R ik N 6.240179
S e 7.240422
SRR 8.240422
9.240472
10.240472
11.240473
12.240473
13.240474
14.240474
15.240507
16.240507
17.240515
18.240515
19.PhiX174
20.1kb plus
ladder
21.030086+ve
Result: A larger size product was detected in addition to the small one 22.060041>125
for sample 240422, 23.160093-ve
24.blank
25.240484
26.240485
27.240486
28.240487
[/ 29.240488
\p 30.240489
31-37. other
research
38. PhiX174

N 6 39.1kb plus

ladder
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3. 5’ RP-PCR analysis for GAA repeat allele
Negative control:

SCA278 5RPb 160093-veF08 fsa SCA27B SRPb 160093-ve None []

320 430 550 660

Positive Control:

[SCA27B 5RPb 030086.+veE08.Isa [SCA27B 5RPb 030086.ve [ None | 7]

110 220 320 440 550 660

77001

s600
5500
ca00.
3300;
2zoo§

1100 ¢

ol A } i i | | AL

Blank:

A27B 5APD blank.2G09. 1 | SCA27B SRPb blank.2 | None [ [

110 220 330 440 550 660
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Test sample 240422(1):

SCA27B 5RPb 240422.1E07 1 B8 1 [None |
330 440 550 €60
7700 ’
6800+
5500
44004
3300
2200
1100+
0
Test sample 240422(2):
[SCA27B SRPb 240422 2F07 fsa SCA278 5RPb 2404222 [ None W
110 220 440 550 €60
7700+
6600“
5500
4400
3300 ifii
2200 ’ :
1100 : , |
!' ;I il
0 AL AR
4. 3’ RP-PCR analysis for GAA repeat allele
Negative control:
SCA27B 3RPb 160093-veH10fsa SCA27B 3RPb_160093-ve [None W
&5 165 275 385 405 605

7700
6500
5500 V
4400
3300

2200

1100

|
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Positive Control:

[SCA27B 3RPb 030086.veG10.isa SCA27B 3RPb 030086+ve None i ]
55 165 275 385 405 608

7700

6600 .

Blank:

[ScA278 3RPb_blankH09.1sa [ SCA27B 3RPb blank | None |

55 165 275 385 485 €05

1100 - ‘
OJ_ L A - A

Test sample 240422(1):

[sCA27B 3RP 240422 1E04lca [SCA27B 3RP 240422 1 TNone I
110 220 330 230 850 660
7700 | ) ' )
6500:;
5500 |

I
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Test sample 240422(2):

ISCA27B 3RP 240422 2F04fsa  SCAZ7B 3RP 240422 2

110

220 330 440

550 680

7700

5500 +
4400 i
3300
2200

1100

5. Tape Station 4150 automated electrophoresis using D5000 Screen Tape
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Test sample 240422(1):
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1500 4 oo
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Sample [ntensity [Normalized FU]

1.ladder
2.240179
3.240422]
4.240515
5.030086+ve
6.blank
7.030086+ve
(half)
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13.240489

15

100
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400
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 fragments >765 bp, (>200 GAA repeats):

2 A7 — (‘% - - 44
Ll = 9i = Fepe _F'J»... :L"

Detected alleles: 162bp/1202bp
PCR product size without GAA repeats: 165bp

Calculated Iarge aIIeIe GAA repeat sizes: 1. 1302 - 165 =1137bp /3 =379-39.42 =
339.58/0.97 = 350 GAA repeats Ps

pc 3598

\\
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