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SCA27B analyses reults 24-02-25 CV
Test sample: 250078

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

SCA27B 160003.veB07 fsa SCA27B 160093-ve EGF14 (GAA) LIZ 500 &)
| FGF14 GAA LIZ 500 ]
S | . S . S
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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 = 30 bp / 3= 10 — 1 = 9 GAA repeats

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

[

S 50041+ X ; + FGF14 (GAA) LI1Z 500
[ FGF14 GAA LIZ 500 ]
a5 165 275 385 495 605

iy

52 490.28
(74 49?.53
5z 496.87

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

PCR product size without GAA repeat alleles: 165bp

Calculated GAA repeat sizes: 1. 549-165 = 384bp / 2.9 = 132 + 9 = 141 GAA repeats + 5
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SCA27 ankCO07 fsa

| SCA278 blank [ FGF14 (GAA) LIZ 500

o
L

28000
22000+
200004

16000+
12000+
8000-

40004

i

0
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Test sample 250078(1):

SCA2TR 250073 1606059

SCA27B _250078.1 EGE14 (GAA) LIZ 500

55
e
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20000+
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Test sample 250078(2):

52 19537

SCA278 250078 1G06 fsa

SCA27B 2500781 EGF14 (GAA) LIZ 500
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[ FGF14 GAA LIZ 500

165 274 385
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605

Detected alleles: 195 bp

&% 1056 27

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)

PCR product size without GAA repeats: 165bp

Calculated GAA repeat sizes: 1. 195 - 165 =30bp / 3 =10 - 1 = 9 GAA repeats
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2. LR-PCR product analysis by agarose gel electrophoresis

Upper zone
1.160078
2.160078
3.180405
4.180405
5.210189
6.210189
7.210438
8.210438
9.230004
10.230004
11.230019
12.230019
13.240488
14.240408
15.250003
16.250003
17.250054
18.250054
19.1kb plus ladder
20.PhiX174 ladder—~
Lower zone
1.250062
2.250062
4 3.250077
Result: A large size product was detected in addition to the small one 4.250077

for sample 250078. 5.250078 &=
6.250078 (<

e 7.030086+ve
"""" ' 8.empty
9.emprty
10.060041>125
11.160093-ve
12.blank
13.1kb plus ladder
14.PhiX174 ladder
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3. 5’ RP-PCR analysis for GAA repeat allele

Negative control:

[SCA27B SRPPCR 160092-veD11.1sa SCA27B SRPPCR 160093-ve None i

120 240 380 430 €00 720

28000 -

24000 -

Positive Control:

| SCA27B _5RPPCR_030086sveC11.Isa | SCA27B SRPPCR 030086+ve | None | = I ]

120 240 380 480 600 720

Blank:

[SCA27B SRPPCR blankE 11 Isa [ SCA27B 5RPPCR blank [Nane | = I

360 480 800 720

120

N
e
=]

14000 ¢
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10000 ‘
?000:
€00¢
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2000
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Test sample 250078(1):

&

[SCA27B 5RPPCR 250078 1A11.(sa SCA27B 5RPPCR_250078.1 None [ B ]
120 240 360 480 500 720
18000
15000
12000 i
9000 -
6000
3000 +
Q
Test sample 250078(2):
SCA27B 5RPPCR 250078.1B11.fsa SCA27B 5RPPCR_250078.1 [None [ & 7 &
- 120 240 380 480 500 : 720 .
18000
15000
4. 3’ RP-PCR analysis for GAA repeat allele
Negative control:
SCA27B 3RPPCR 160093-veG11.Isa__ [SCA27B 3RPPCR 160093-ve [ None [ | 5

55 165 275 285 405 605

4900
4200 +
35001
2800 «-V

2100/

1400
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Positive Control:

| SCA27B 3RPPCR 030086+veF11.fsa | SCA27B 3RPPCR 030086+ve | None | = [ B
55 165 275 €05

w
@
0
IS
7o)
a

Blank:

[Ssca27B 3RPPCR blankH11.lsa [SCA278 3RPPCR blank [None | ] [
55 165 275 385 495 605

4000 £
4200

3500 ;

Test sample 250078(1):

[SCA27B 3RPPCR 250078 1G12 fsa SCA27B 3APPCR 250078.1 None = I
55 155 275 285 168 605

2900 :
<200

3500

2800

2109

1420
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Test sample 250078(2):
SCA27B 3RPPCR 250078 2H12.fsa [SCA27B 3RPPCR 250078.2 [None [ = [
55 165 275 385 405 605
4900 [T—
4200
3500
2800 §
2100 §
1200 |
700 |
0

5. Tape Station 4150 automated electrophoresis using D5000 Screen Tape

Test sample 250078(1):
kel A1() B1 c1 D1 E1 F1 G1 1.ladder
A A A A A A A
2.230004
10000 puu— - DN S RS S— — 3250054
5000 [P '
e ] 4.250077
— . . 5.250078 e
1500 - ] "l“ : 6.030086+ve
oy :
7.blank
600 [
250 m. :
" m -wm‘—h-m
{

5 e e
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El1: 250078 1/25

& % A » 3
& ® & & F F

1200
1000 -

800

400 ~

Sample Intensity [Normalized FU]

200 4

Size
[bp]

15
100
5000
10000

Calculated large allele GAA repeat sizes: = g
1.1266-165=1101bp /3 =367—-39.42 =328/0.97 = 228 GAA repeals
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