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Postup vyvoj CTRP-1 ELISA | ::::

Adaaaman |

Sestaveni a optimalizace ELISA
Stabilitni testy komponent (zrychlené)
Analyticka charakteristika

Stabilitni testy soupravy



Sestaveni
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Mikrotitr. deska: Costar H.B Ab
3ug/mli

konjugat (Ab-HRP): 0,5 pg/ml
vzorky sér, fedéni 25x

Substrat: TMB
— inkubace se substratem: 10min

Redici roztok: (MDB)

Standard: 6,25; 12,5; 25; 50; 100;
200 ng/ml — rekombinantni protein

QC High, QCLow, (1QC 1-4)



Kalibracni krivka
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Stabilitni testy komponent
(zrychlene)

o /1428 D
e Refer. , RT, 37°C, 4°C, -20°C
o +20%




Analyticke charakteristiky

Spravnost - Dilution linearity
- Spiking recovery

Sensitivity - Limit of detection

- Assay sensitivity
Pfesnost - Intra-assay

- Inter-assay
Vliv matrice vzorkd
Vliv pfemraz./rozmraz na koncentraci vzorku




Analyticke charakteristiky
- Dilution linearity (80-120%)

I Dilution Cbzerved |Expected {unit/ml)| Recowvery O/E (%)
Meds., 27M1, M:5 - 4 554 5
2 PREEE 230 80,2
4 1,004 115 87 4
a8 061 057 1062
F. 0., 130181 - 2608 - -
2 1,213 1.25 96,7
4 06 0 &3 857
a8 0,399 0,31 1
Meds., 27M1, M.E = 3055 -
2 1 607 1,60 89 3
4 0516 0,30 80,7
a8 0512 045 1138
Meds. 2211, MO - 44 37 2 ¥
2 20 511 22 12 83,2
4 HE12 1 [ 87 3
a8 5035 5 50 815




Analyticke charakteristiky
- Spiking recovery (80-120%)

Fridavek ?fﬁiffr:nﬁ? Expected {unit/ml)| Recovery O/E (%)
A - 4,005 -
200 4 303 &0 55 .0
5,00 { 9k5 g ,01 935
10 00 14 042 13,01 1080
F.M., BS - 4313 -
200 b, 363 b3 100 8
5,00 H 2bk 2.3 59 5
10,00 15 50 14 31 105 5
F.h. 1581 - 2,782 -
200 4 075 478 85 2
5,00 7 bi /.78 55 b
10,00 13 442 12,78 L8
F.0L, 264 4 031
200 5,373 b 03 89,1
5,00 g 205 ] 50 5
10,00 14 418 14 03 102 8




Analyticke charakteristiky
- Citlivost

e Limit of detection
e Assay sensitivity

Dual YWWavelenght

1 2 3 4

A 2732 T 007 0072
B 1,453 1,507 007 0,066
C 0671 0 &S558 0 067 0 067
D 0,328 6,358 0 ObE 0,067
E 0,223 0,234 0063 0,071
F 0,144 @158 0,0R3 0,063
G 0,071 IRESE 007 0072
H HREZE IREEE 007 0,073

D 0,0R5

SD 0,003

OAblank+3x5D 0,078
LOD 0,044 ngfml




Presnost

e - Intra-assay (CV 15%)

e Inter-assay (CV < 15%)

115 225 44 B DATLIM

1 23563 | ZBAH1S 9016 5303 26.5.2010

2 2228 | 26,186 8,114 4 455 27.5.2010

3 24917 | 2V B4 8274 6,174 31.5.2010

4 24,188 | 25B55 8,314 3,983 10.6.2010

5 24 02 25 B4 9,13 542 11.6.2010
Priimér 23,78 26,33 8.77 507
sD 0,89 0,74 047 077
Cy 3,75 2,79 5,31 153,17

000
000
o0
®
vzorek | Dual |Kencemtrace) , . . | sp | cvy
wavelen {ng/ml)
Fi 115 1,691 4438
1.816 456G
1,735 4 527
1,746 4 549
1736 4587 4,71 0,14 | 3,15
1,78 4,755
1,815 4 565
1,316 4 863
FM 226 1.941 5273
1,832 4919
1,548 4 97
1.915 5187
1939 5 766 5,30 0,29 | 5,83
1,954 5315
2083 5,755
2073 5,733
Fi 44 0,534 1,642
0,599 1,555
0 562 1.712
067 1,732
0765 1969 1,80 0,15 | 9,04
0742 1911
0,763 1976
0,749 1,928
Fi, B9 0,242 0,635
0,356 0,939
0,36 0,95
0,365 0,963
0372 0951 1.00 0,17 | 18,95
0,43 1,13
0,459 1,203
0,453 1,203




Vliv matrice vzorku

konc. v ngimnl

18,0
16,0
14,0
120

10,0
5,0
B0
4,0

2,0

0,0

TFF2, efekt matrice 220210

B purmo chidova

O panm EOT A

H plarma hemnova

A9 A10

vzorky

AN

A12 0 A3

A4

000
0000
0000
o000
L X
o
- plazma | plazma plazma
citratova| EDTA |heparinova
A5 BA 55 7.3 8.1
AR 3k 22 35 40
A 35 249 49 52
A5 146 10,8 Th:2 17,1
A4 44 25 40 51
Ald 45 472 50 B3
A1 1 8.5 115 12,0
A2 ] B o 85
A3 BA 51 B.7 75
Ald 7.0 549 7.3 8.0
Megn wufpl‘l 7.0 5.3 7.3 8.3
oeff. o
determination R 0k b 055




kanc. v ng/ml

1x Ix ox
pfemrazeni | pfemrazeni | premrazeni

1A, sérum, 76 75 7.3
1A, plazma EDOTA, (= 7.1 7.1
1A, plazma citrat. B0 B0 2.0
1A, plazma hepar. B4 73 7.0
2A, serum, 58 59 58
24, plazma EDTA, B4 58 6,2
2A, plazma citrat, 49 a0 4.8
24, plazma hepar. 63 61 6,1
aA, sérum, 48 4 8 45
34, plazma EDOTA, 42 43 43
34, plazma citrat. 30 a0 7.3
34, plazma hepar. 41 472 4.4
A4, sérum, 173 173 17 4
44, plazma EDOTA, 190 17 2 185
44, plazma citrat, 137 137 146
44, plazma hepar. 211 203 203

Vliv premraz./rozmraz.
na koncentraci vzorku

kone. v ng/mi

TFF2, piemrazeni vzorkl 230210

(80-120%
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Stabilitni testy soupravy

e 14D, 28D, 3M, 6M, 9M,12M,
e Refer., RT, 37°C, 4°C, -20°C
o +20%




e Dekuji za pozornost ©




