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The schematic procedure of virucidal test



Cytopathic Effect (CPE)

Some viruses kill the
cells in which they
replicate, and infected
cells may eventually
detach from the cell
culture plate.

As more cells are
infected, the changes
become visible and are
called cytopathic
effects.
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Quantification of CPE

Cell Culture Infectious Dose 50 (CCID.y): a measure of
virulence of virus



CCID., Procedure

* Count wells exhibiting CPE

* Calculate using the dilution factors to get
infection rates of zero to 100 percent
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puriton _ _
Virucidal test

1) Virus:
Zika (MR766 Uganda);
Influenza A/Duck/MN/1525/81 (H5N1)

2) Cells: MDCK cells for influenza and Vero 76 cells for Zika.

3) Cytopathic effect (CPE) :
on day 3 for HS5N1 and day 6 for Zika virus.

4) The Reed-Muench method :
50% cell culture infectious dose (CCID50)
log reduction value (LRV)



Zika (MR766 Uganda)

Table 1. Virucidal efficacy of Puriton against Zika virus after 4 or 18 hrs liquid-liquid contact at

22 +2°C
Contact 90% 50% 70%
time (hr) Puriton Puriton Ethanol Water
‘CCIDsgper 100 uL 4 0.7+£0.0%%*  0.7+£0.0%** 0.8+ 02%** 5.0+£0.00
Log reduction value 4 >4.3 >4.3 4.2 n/a
"CCIDsgper 100 pL 18 (. 7EEE (0.7 £0.0%FF P 7R 52+03
Log reduction value 18 >4.5 4.5 >4.5 n/a

" Logio CCIDspof virus per 0.1 mL, average of 3 replicates + standard deviation
® For statistical analysis “<” signs were ignored.
#EEP < 0.001 by one-way ANOVA and Dunnett post-test compared with untreated virus control (water)



CCID50 of virus per 0.1 mL

Zika (MR766 Uganda)

Zika virus
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Influenza A/Duck/MN/1525/81 (H5N1)

Table 2. Virucidal efficacy of Puriton against Influenza A(HSN1) virus after 4 or 18 hrs liquid-
liquid contact at 22 + 2°C

Contact 90% 50% 70%

time (hr) Puriton Puriton Ethanol Water
*CCID;, per 100 pL 4 P 7% 1.9 + 0 5%%* P 7k 45+02
Log reduction value 4 >3.8 2.6 >3.8 n/a
"CCIDs per 100 uL 18 P, 7 <07 P, 7R 41+04
Log reduction value 18 >34 >34 >34 n/a

" Logio CCIDsof virus per 0.1 mL, average of 3 replicates + standard deviation
® For statistical analysis “<” signs were ignored.
WP < 0.001 by one-way ANOVA and Dunnett post-test compared with untreated virus control (water)



Influenza A/Duck/MN/1525/81 (H5N1)

Influenza A (H5N1) Virus

CCID50 of virus per 0.1 mL
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Summary

1) Puriton 2| 90% 2} 50%0| X| 7} HO|2{ A (zika virus)& 4A| /t 18 A7t =0t
Incubation F A1F RF0| A X|7} HIO|HAE F0|= 2117t US.

S =4 HEO| 2{ A (Influenza A (H5N1) 2] 75'—?—% puriton 90% Of| A| 4A|ZF, 18
A|ZF E9F |ncubation 3t E =0 A HIO| A E =0|= &7 S

3) Puriton 50%0f =& =ZIHFO|2{ A (Influenza A (H5N1)E 18 A|ZF S0t &
B0 = HIO|HAZ =50|= 217} U

4) Puriton 50%01| Z=F =ZHIO|H A & aA[Zt & G = HIO[2{AE FO|=
U7 ACL18A[ 7t SO &= R ECH L A2 202 H

5) Puriton= X|7} HFO| 2 A (zika virus)2t =7 =ZHIO|2{ A (Influenza A (H5N1)
D0 HIO|HAE =0|= 21017 U,
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