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BSP148 Phase 2 Study Protocol

1 5. PROCEDURE

CAUTION: DO NOT LET THE MICROPLATES DRY OUT during the whole procedure.
= always stack plates and cover the upper plate with an empty plate or a lid to
avoid plates to dry out.

B ol

5 5.1 Plate coating

= Dispense 100 pLiwell of freshly prepared working solution of capture mAb in the 96-well
microplates.,

= Seal plates with an adhesive plastic film and incubate for 16 to 20 hours at +5°C £ 3°C.

- After incubation, plates still filled with coating buffer can be stored at <70°C for up to 3

10 months until use.

1t 5.1. Blocking phase

12 Washing volume should be adapted according to the available equipment:
13« 500 pLiwell if using an automated ELISA microplate washer (with liquid aspiration) or
14« 300 pLiwell if performing manual washing.

15 - If using coated microplates stored at -70°C: thaw plates at room temperature for about
16 30 min. (do not heat the plates).
17 - Wash plates 3 times with Washing buffer (PBS-T).

X1 : EDQMa»6#Rftsh /7w b=



BSP148 Phase 2 Study Protocol

Trial Mo.
Laboratory of neuroviruses, Mational Institute of Infectioss Diseases

PLATE COATING
Doate

Sign

Preparation of Capture Mab(clone 1112-1)

blab clona1112-1 RD biolech, Plate:MUMNC#4.304 54
O Dilute capture Mab as below

200 (Total 256well)
CaplureMablclona 1112-1) 145 uL
Coating BufferDate: i 29 mL-145 ul

1. Plate coating

O Dispense 100 uLiwell of capture mAb_(Lana1-11)
O Incubate plates at +59C £ 3°C, 16 to 20 hours : -
After incubation, plates still filled with costing buffer can be shored at -70°C for up to 3 months wntil wse.

ELISA RE
ACTION
Date

Sign

O Ifusing coated microplates stored at =70°C: thaw plates at room temperature for about
30 min. (do not heat the plates).

2(Pre) Preparation of reagenit

DPBS—GIBCO 14190(lot# | BSA. SIGMA AZ153 (loté
TweendD WAKD 167-1151 S{lots# 1
O Blocking solution(PBS — BSA 1%)
0.35 g of BSA + 35 mL of PBS

O Washing buffer: PBS 1X - Tween 20 0.05% (PBS-T)

1 mL Tween + 2 L PBS
O Diution buffer: PBS 1X — Tween 20 0.05% - BSA0.1% (PBS-T-BSA)

0.2 g of BSA + 200 mL of Washing buffer (PBS-T)

2 LTcF =y 7 VA NGTADT v faju



Calculated potencies vs. IS7 (IlU/mL)

Assay 1 Assay 2 Assay 3
Sample A 6.20601 6.05636 6.01132
Sample B 14.3831 13.3241 13.5208
Sample C 6.44070 6.24184 6.25614
Sample D 7.03583 6.66416 6.58243
Sample E 8.09377 9.49015 8.31316
Sample F 31.4241 35.4833 31.8947
Sample G 14.33565 9.08623 8.52608
Sample H 18.2601 26.7773 53.8101
Sample | 7.01303 7.02014 6.65297
Sample K 14.3983 14.8602 22.5646

Confidence limits do not have to be reported.
If CombiStats was used for the calculations, please submit the EPA
files in addition to this reporting sheet.
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