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Sample preparation

Flask No. Input virus (ffu/flask)

A 1.2500
B 0.3125
c 0.0781 Preparation of N2a cells
D 0.0195 (2% 10° cells / cm?)
E 0.0049
>
NC 0.000 =
2-ml reconstituted vaccine product .

Incubate ov ht at 37°C
with various amount of HEP- ‘ fietibate overiight @
Flury strain added. Remove old medium and add 13ml of
NC: Negative control DMEM - 2% FBS

Add 2-ml of samples 1 /
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Preparation of N2a cells
(2 % 10* cells / well)
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Incubate at 33°C for 96h

Incubate overnight at 37°C

Transfer 50ul/well aliquots of
supernatant onto cells in a 96-well plate
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Incubate at 33°C for 48h
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Perform DIFA / ELISA



Table 1 DIFA ¥ L O ELISA JEI1Z L 5788 7 A )L 2 O R R & 1 R Ui

Results of detection of residual virus by DIFA and ELISA methods

Table 1
Exp.No. Input virus (ffu/flask) Brank SD  Slope DL
1250 03125 00781 00195 00049  Brank

1 DIFA i
ELISA 0.783 0.696 0.202 0203 0018 6056 0010

2 DIFA i
ATl 1.492 1158 1.261 0.646 0322 0309 0030 11786  0.008

3 DIFA + + + + i
ELISA 0308 0200 0030 91513 0011

4 DIFA + + + 4 i
ELISA 0333 0320 0026  11.028  0.008

5 DIFA i
ELISA 0273 0286 0031  2.586 0039

6 DIFA i
ELISA 0.226 0213 0011 41762 0.009

7 DIFA +
ELISA 0.260 0231 0013 1772 0025

8 DIFA i
ELISA 0222 0220 0009 1908 0016

9 DIFA +
ELISA 0237 0207 0013 25235 0017

10 DIFA i
ELISA 0375 0383 0024 82836  0.009
Average 0.021 5.927 0.015

Detaction Limit = 3.3 x standard deviation of the blank /the slope of the calibration curve





