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: — N 1 Ob q Animal drf;ril;?s?gfiron Observed Observed  Difference* q dglilrll?sﬁgfiron Observed Observed  Difference*
regression method 4-parameter logistic concoerrllltlrr:tlion conceszgif‘:cion Mean RE CV  Total Error No. © concentration concentration concentration concentration
weightin 1/Y? i i - -
ghting 505 (ng/mL) (ng/mL)  (ng/mL) (%) (%) (%) (min) (ng/mL) (ng/mL) (%) (min) (ng/g tissue)  (ng/g tissue) (%)
r : 0.7908 5 7430 9080 -20.0 10 1340 1690 -23.1
. Back LLOQ ' 10 4540 4930 -8.2 30 1420 1570 -10.0
Nomtm?! calculated  Accuracy  CV 0713 8-% 0760 66 43 10.5 15 2660 2800 5.1 120 1820 2070 12.9
CONCCIAtON - oncentration XE 1 30 920 951 33 360 2030 2310 -12.9
i ] 2.14 ' ' ' ' ' - - -11.
Y y 2.32 360 16.4 14.1 15.1
0.713 0.748 105 7.8 o 371 z v n F
2.14 2.14 100 2.8 15 6 38.0 37.1 4.2 2.6 6.8 10 7860 3300 _14.3
21.4 21.2 99.1 1.5 563 ) 30 596 597 05
H ‘ i, i
71.3 73.5 103 0.1 ?7 , 552 555 2.6 13 3.9 60 297 297 0.0 Timeafer L YOECLL LM S
214 211 98.6 1.8 549 120 69.0 77.9 -12.1 administration S S cre
713 715 100 2.1 ULO 677 360 14.2 12.8 10.4 | CONCENTTAtion — CONCENation
7 3Q 683 683  -42 09 5.1 5 7120 7740 83 (min) (ng/g tissue)  (ng/g tissue) (%)
689 10 3580 3830 -6.7 10 17100 16800 1.8
; 15 2410 2640 -0.1 30 22500 23600 -4.8
| Plot: Standards e 3 30 762 766 05 120 20200 22600 112
197 f-‘lb-‘"ie-?efe-‘:?"-”ﬁafgle --------------------------------------- ZE I‘E 60 240 257 6.8 360 26100 24900 4.7
1 4-parameter, weighting:1/Y?, r=0.999 Nominal Storage Observed Mean . Residual ;28 gg; %133 é ;g
concentration condition concentration ratio : : :
1074 1 (ng/ml) (ng/ml) (mg/ml) (%) (%) *. Difference (%) =
B - Initial %32 738 11.2 10000 — (Observed conc. of [Hyb-ECL] — Observed conc. of [LC-MS/MS])
£ ' ' ' y = 0.8785x + 63.785 / Average of Observed conc. of [Hyb-ECL] and [LC-MS/MS] X 100
= 2.52 ) R =0.9973
R ¢ 218 g 8000
s DORLEID- 9 25 2.19 23 92,0 S o 8
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2.14 -80°C 2.20 {li ’
(1 month] 2.15 2.12 -0.9 89.1 2 -
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weighting 1/Y? weighting 1/Y?
r 0.999 r 0.999 I o
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Nominal Back calculated Acourac Nominal Back calculated Acourac 5E ﬂ/"ﬂ: t %E@{téi%r?’_? L' j:') L —C Total Error : 10.4 /O'L’(_FT X /Z ner 0) 75
concentration concentration M concentration concentration M _-I- ﬁbf 5 ) 7":0
(ng/g tissue) (ng/g tissue) (%) (ng/g tissue) (ng/g tissue) (%) 3'N-1 %::»JJI] L7~y 7°)[, CHL T, X It D Sig nal ﬁ\*ﬁtj SNn7- ﬁ\E%TBE*%’C
0 0 - 0 0 - 5 - 7«._
17.8 18.4 103 17.8 18.2 102 =0 . -
53.5 53.2 99.4 53.5 52.4 98.0 3N-2ZF/ML=Y 27 NICE VT, X Rt D signal IFEHI NG D -7,
178 177 99.4 178 181 102
535 530 99.2 535 521 97.5 Nominal concentration Nusinersen
1780 1770 99.2 1780 1820 102 Nusi IN-T AN Observed Mean CV ~ RE Total Error
5350 5370 101 5350 5340 99.9 usiersen - "~ concentration
17800 17900 101 17800 17800 99.9 (ng/mL) (ng/mL) (ng/mL) (ng/mL) (ng/mL) (%) (%) (%)
- - 38.3
AEAZEE] AEAZEE] 35.6 35 365 45 25 7.0
Nominal Observed Nominal Observed Total 33.9
, : Mean : : Mean CV 36.7
concentration concentration concentration concentration Error 156 156 364 162 16 17 13
(ng/g tissue) (ng/gtissue) (ng/g tissue) (ng/g tissue) (ng/g tissue) (ng/g tissue) (%) (%) | | 35.6 | | | |
17.9 18.0 39.5
LLOQ 18.1 18.5 LLOQ 19.2 35.6 35.6 37.1 37.3 5.6 4.8 10.4
17.8 178 . 18.3 4.1 6.9
‘ 19.4 : 17.8 35.3
52.0 55.9 0.110*
S%LS 55.0 53.1 QL 56.5 56.6 14 72 35.6 0.138*  0.130 134 -99.6
- 52.4 53.5 575 0.142%
919 941 i
M
391 012 914 M 962 941 23 7.9 35.6
012 891 919
QH 14500 H 15100 *: Below lower limit of quantification
14300 14300 Q 14000 14500 3.8 5.2
14300 14100 14300 14400 i y T o n T T ’
ULOG 18200 12300 Nusinersen (18mer): 5'-TCACTTTCATAATGCTGG -3
L T TTT T T ’
v 17400 17700 ?78%8 19000 18100 56 7.3 3'N-1 (17mer): 5'-TCACTTTCATAATGCTG[ |-3
17000 y T T—TT T T T ’
3'N-2 (16mer): -TCACTTTCATAATGC -3
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