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dAneliAnYIIsmMInaaeuan o uvie léur United States Environmental Protection Agency
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\lee9n United States Environmental Protection Agency’s Office of Chemical Safety
and Pollution Prevention (OCSPP) ii Test Guidelines wansaiiu dAnwildidonatuiiiudesty
NﬁmﬁmﬂﬂhL%ﬂiﬁ’auuﬁuﬁﬁaﬁﬂﬁuﬁ Disinfectants for Use on Environmental Surfaces -
Guidance for Efficacy Testing OCSPP Guideline Number 810.2200

Table 1. Organization of the OCSPP Test Guideline Series 810 for Antimicrobial Products

OCSPP
Guideline Name Guideline Number
General Considerations for Testing Public Health Antimicrobial Pesticides — 810.2000
Guidance for Efficacy Testing
Sterilants, Sporicides, and Decontaminants — Guidance for Efficacy Testing 810.2100
Disinfectants for Use on Environmental Surfaces — Guidance for Efficacy 810.2200
Testing
Sanitizers for Use on Hard Surfaces — Efficacy Data Recommendations 810.2300
Disinfectants and Sanitizers for Use on Fabrics and Textiles — Efficacy Data 810.2400
Recommendations
Air Sanitizers — Efficacy Data Recommendations 810.2500
Disinfectants and Sanitizers for Use m Water — Efficacy Data 810.2600
Recommendations
Products with Prions-Related Claims — Efficacy Data Recommendations 810.2706

M3 o TITOUUIMNNITVIdOUUSZANS MY OCSPP dmsundnsusisidelse

US EPA Product Performance Test Guidelines OCSPP 810.2200: Disinfectants for Use
on Environmental Surfaces Guidance for Efficacy testing léseyisnaasudimdy Virucidal
disinfectant/hard non-porous surfaces éf’m%’wﬁmﬁmﬁﬁﬁgmmu (Formulation) 1{u Water
soluble powders/liquids, Spray products Waz Towelettes 1uldi8vaaau ASTM $1053
modified for the formulation type wagl¥ld Virus finauuuaaince EPA approved surrogate
Tumaduidonnaou uenantudfmunsuIu Batches Avaaeusll

* l#vnaeu b batches 7l Lower Certified Limit (LCL) d %y hardest to kill strain
® lvinadau b batches i nominal concentration @ 435U all additional viruses
* Uivadeu o Wuiivde batch  d1msy Non-surrogates  wazlvivaday o Wufise batch
dm3U surrogates
Teazdenmuenatsaaluil




Table 2, Summary of Testing for Additional Disinfectant Claims*

Additional bacteria
/hard non-porous
surfaces

Water soluble
powders/liquids

AOAC Use-Dilution ct hod
(ref. 1)

Spray
products**

AOAC Gennicidal Spray
Proeducts as Disinfectants
Test (ref. 2)

Towelettes

AOAC Germicidal Spray
Products as Disinfectants
Test modified for towelettes
or ASTM E2362 {ref. 3)

Additional bacteria
claimed on the label

2 batches at the
nominal
concentration;

10 carriers per batch,

Internal toilet and
urinal bowl surfaces
(refer 1o section
(F)(1) for guidance
on above vs. below

Water-soluble
powders/liquid

AOAC Use-Dilution Test to
include a 3% organic soil
challenge added to the
bacterial inoculum.

Spray products

Limited spectrum:
8. enterica (ATCC
10708) or §. aureus
(ATCC 6538);
Broad spectrum:
S. enterica or
Psenudomonas
aeriginosa (ATCC

For each organism;
3 batches at the LCL,
60 carriers per batch.

Test modified for towelettes
or ASTM E2362

the waterline AOAC Germicidal Spray 15442 and
claims) o (rOIT abovg Products as Disiﬁfect]:m!s 5. ayreus,
wateriing an Hospital/Healthcare:
Test (ref. 2 Sl
dry flush only) Bt S. anreus and
P. aeruginosa
2 batches at the LCL
Water soiublle for hardest 1o kill
powders/liquids strain. For all
additional viruses.
Virucidal . ASTM E1053 (ref. ) Virus claimed on two baiches at the
disinfectant/hard r(;dpucé* % modified for the formulation the label or EPA nominal
non-porous surfaces P type approved surrogate, conceniration.
Non-surrogates: 1
surface per batch
Towelettes Surrogates: 2
surfaces per batch.
AOAC Use-Dilution Method
Waler soluble | modified for fingi or AOAC
powders/liquids Fungicidal Activity of . y .
Disinfectants (ref. 4) }i rjcéf?lhi ;;,:: zlgatchcles at thtbL? ];1
Fungicidal AOAC Germicidal Spray i LALSLS Piek datg
15 7 Spray 2 (ATCC 9533) for carrier-based
disinfectant/hard ) Products as Disinfectants
products** ; ; (formerly methods. 2 batches
non-porous surfaces Test modified for funyi Trichonin for the AOAC
AOAC Germicidal Spray g s alesy
; o mentagrophyvies) Fungicidal Test
Tasolitioe Prad\umg as Disinfectants
Test modified for towelettes
or ASTM E2362 (ref. 3)
AOAC Tuberculocidal
; i Activity of Disinfectants
W?éirr;ﬁfubis (ref. 8), Quantitative
PR Tuberculocidal Activity Test
Tuberculocidal (ref. ) Mycobacterinn
SUDpICloE: AOAC Germicidal Spray yea "1 2 batches at the LCL:
disinfectant/hard Spray ; bovis (BCG), g
g Products Test modified for 10 carriers per baich
non-porous surfaces products : i i {ATCC 35743)
tuberculocidal activity
AOAC Germicidal Spray
) Products as Disinfectants
Toweletes

* Table 2 does not include conli

section for each claim.
** Foaming, fogging, gas. and vapor applications are not included in this category. Applicants should consult with the
agency prior {o testing to determine the appropriate methodology for product performance testing,

rmatory testing. For guidance on condueting confirmatory testing, see the respective

A1379% o a3UTSnIvaaaudmiu Additional Disinfectant Claims
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broad spectrum wSawdnAnsiendelulsimeiuia (viagunuu Liquid, U Spray wasguuuy
Towellette) ﬁiﬁﬁuﬁuﬁﬁamﬁmLﬁalﬁﬁgwqu (hard, non-porous surfaces) ¥asvnasslaslfide
L¥aviiaiidesnisnandrsuuaann (specific virus or EPA acceptable surrogate) inrasuyiiuiin
Tauiowdalaiisngu 1y Petri dishes, slass carriers %138 appropriate test surface 5olvuis
awnﬁu%’qﬁwnmnﬂaauﬁ’uwﬁmﬁmﬁ@hv‘?’?amﬁ%’ﬁwqwamﬂ Tnawunidasidl
(@) Test Method mvuslildisnaaay ASTM 1053 Test Method for Efficacy of Virucidal
Agents Intended for Inanimate Environmental Surfaces
(®) Test Organism ’Lﬁfmaauﬁ’m%ah%’a%ﬁmﬁﬁaamm&iné’wwaam vieldide L Sadunyi
EPA ga13y (EPA acceptable surrogate)
() Number of Batches 1#nagau o batches # LCL 189 Active ingredient (s) dm3u 1¥e
1754 hardest to kil strain
(&) Carriers/Surfaces TWndou o carrier/surface/batch wansedl EPA accepted surrogate
Tinagdau carriers/surfaces/batch
(&) Viral Concentration AMvualiiil minimum recoverable virus titer 7 210"% (6.30 x 10°)
M9 test carrier/surface
(o) Evaluation of Success s18au8unisni1smaaay (protocol) disuanstoyasasialuil
. The viral recovery (control carrier counts)
Il.  Cytotoxicity control
l.  The activity of the disinfectant
V. Neutralization control
V. Any special methods
VL. The 50% infectious dose (ID50) values

VI Test results
VIIl. - The product should demonstrate a »3 logyg reduction
IX.If cytotoxicity is present, the virus control titer should be increased if

necessary to demonstrate a 23 log10 reduction in viral titer on each surface
beyond the cytotoxic level.
X. A laboratory report of single test
(7) Confirmatory Testing



dwiuidvadeu ASTM E1053-20 Standard Practice to Assess Virucidal Activity of

Chemicals Intended for Disinfection of Inanimate, Nonporous Environmental Surfaces Q’ﬁmzn
levinnisasuswazdunnil

Test Substance Received by Lab ator

WWW
i Tt

FUN T b Uansdnumzns spread Weoli§ausinm ol Tadans asuy Sterile petri plate

_S_COQE

& This practice is used to evaluate the virucidal efficacy liquid, aerosol, or trigger-spray
microbiocides intended for use on inanimate, nonporous environmental surfaces,
¥~ This practice may be employed with most viruses, which can be grown in cultured cells.

However, other host systems (for example, embryonic eggs) may be used with proper
justification and documentation.



Test anism

OCSPP 810.2200: Virus claimed on the label or EPA approved surrogate
ASTM E1053:

1. Appendix X1 lists viruses and their respective host cells as examples for use in this

practice. Other viruses and cell lines may be used.

2. broad virucidal activity: at least one non-enveloped virus

Number of Batches
OCSPP 810.2200:

1. Test 2 batches at LCL of the A.L(s) for the hardest to kill strain on the label

2. All additional viruses: 2 batches at nominal concentration
3. Non-surrogates: 1 surface per batch

4. Surrogates: 2 surfaces per batch.

ASTM E1053: depend on the requirements of the target regulatory agency.

Test surface

Petri plates, glass, 100-mm diameter, 10-15 mm deep

Viral stock

at least 10" infactive units/carrier

Test Substance Diluent
Water:

- standardized and specified level of hardness

- or otherwise recommended by manufacturer.

Contact time

Hold for the required contact time.

Temperature
After exposure at the appropriate temperature (usually 20+2°C)

Interfering substance

5% Fetal Bovine Serum, Horse Serum, or other animal serum as desired, may be used

depending on the target regulatory agency.



Test procedure

¥ Vortex the virus suspension thoroughly and place 0.2 ml on the inside bottom surface of

each glass petri dish.
F Allow the virus inoculum to dry under ambient conditions in a laminar flow hood of
other suitable chamber with petri dish cover removed.

¥ The drying time of this control should be consistent with that for the test runs.

“F°A recovery of at least 1052 infective units/control dish should be achieved for the test
to be considered valid.

¥ Virus dried film carrier

¥ Treat a dried film carrier with 2.0 ml of the use-dilution of liquid product or the amount
of product released during recommended use of the aerosol or trigger spray.

¥ Hold for the required contact time.

¥ Upon completion of the contact time, immediately add an equal volume of neutralizer
(2.0 mU) to the carrier and mix well. (liquid neutralizer or gel filtration)

" Scrape the film to resuspend the virus/test substance/neutralizer mixture.

& Prepare serial 10- fold dilutions (no less than four replicate cell monolayers/dilution)

Calculation
OCSPP 810.2200:
The 50% infectious dose (ID50) values should be calculated by using an appropriate

statistical method (e.¢., Reed and Munch, Most Probable Number, Spearman-Karber)
ASTM E1053:

When a most probable number (MPN) assay for virus titration is employed, use the

method of Reed and Muench or Spearman-Karber to calculate reductions in virus infectivity.

Titre reduction

=3 log reduction

Plate recover control

If the plate recovery control exceed 10°” infective units/control dish and the test substance

fails, testing may ‘be repeated to target a plate recovery control of 10" to 10% infective
units/control dish

Cytotoxicity control

23 log reduction beyond the cytotoxicity level.

Neutralization control
the log reduction will also take into consideration the level of neutralization;

WU o



Cell culture controls

¥ Cell culture controls be negative for infectivity.

FAn efficacious product does not need to demonstrate complete inactivation at all
dilutions.

European Chemical Agency 19davin Guidance on the Biocidal Products Regulation
Volume II: Efficacy, Parts B+C: Assessment and Evaluation, Version 5.0, Novemner 2022 Tudiu
°U8Qﬂ7TV]Fﬂ?IEI‘U‘U‘iuﬁ'ﬂﬁﬂ'W\‘?J’]L"UEJ‘I."J5ﬁU‘L!‘W°L!N’JLL'?Nl&JZJiW‘iMﬂ']MU@IWV]@ﬁE}UW 18 o 75 iﬂLLﬂ

® EN 14476 Chemical disinfectants and antiseptics. Quantitative suspension test for
the evaluation of virucidal activity in the medical area. Test method and
requirements (phase 2/step 1)

® EN 16777 Chemical disinfectants and antiseptics - Quantitative non-porous
surface test without mechanical action for the evaluation of virucidal activity of
chemical disinfectants used in the medical area - Test method and requirements
(phase 2/step 2)

Product type / micro- : . _ i - Soiling Required Ig
organism Requirements Test required? Contact time® Temp ("g . conditions> Feduition

clean / dirty

fungal spores
E&mgaispares

mycobac’cerla{tu erculosis

f c%i%ﬁréji*Z;Ztest :

biscras If claimed - 2,1 test EN 14348 15 min/ 60 min 20 clean !d:rt\_.r 4
b;ac:ber[aisiﬁ}ﬁﬁ . v__g;iééjmed;zl 3 ‘@3‘*70“{? wminf EE!;Q’!H" : 20% ciegn*z‘d‘uty**

virusesio J{f cFaamed 2 1 test EMN 14476 15 min/ 60 min |20 clean [ difty

as claimed s cla1med |cleanfd!rty ]

_[EM 13697 / EN 1661 19 s claimed ﬁs

-

'y’eaSLs |If claimed - 2,1 test EN 13624 / EN 1650? as claimed |as clau'ned rctean f dirty 4
ansts _ Mceimed-2ztes _ EN13857/EN sclimed  asclaimed  [dean/dity By
fungat spores |IE c!aimed 2,1 test EN 13624 ,( EN 1650? as clarmed clean / dirty

I . A%W ed - 2.2 . EN ‘ ed cléér;_'léj'&ifgfgg

EN 14348 as claimed clean / dirty 4

_EN17126 [EN 137047 s chimed  lsclaimed  [dean/dity |

EN 14476 iclean / dirty

A13799 wanisnmageUUsEavE A et AnS T tn PT2

dmiuTEvmasu EN16777 Chemical disinfectants and antiseptics - Quantitative

non-porous surface test without mechanical action for the evaluation of virucidal activity of

|
WU ao



chemical disinfectants used in the medical area - Test method and requirements (phase
2/step 2) fnwlevhnsasuseaziendsil

Scope

¥ This document specifies a test method and the minimum requirements for virucidal
activity of chemical disinfectants that form a homogeneous physically stable preparation
when diluted with hard water - or in the case of ready-to-use products - with water.

¥ Surfaces of medical devices without mechanical action,

¥ Surface in patient care, for example:

— in hospitals, in community medical facilities, and in dental institutions;

— in clinics of schools, of kindergartens, and of nursing homes;

— workplace and in the home.

—services such as laundries and kitchens supplying products directly for the patients.

Test Organism

3 levels
L. Virucidal activity: adenovirus, murine norovirus, poliovirus (cannot be use for surfaces,
because of drying problem)
2. Limited spectrum virucidal activity: adenovirus, murine norovirus

3. Virucidal activity against enveloped viruses: vaccinia virus

Test surface
stainless steel discs (2 cmn diameter discs)

Vir. tock
at least 10° TCID50/mL.

Test Substance Diluent
Water:

- hard water

- glass-distilled water not mineralized water

- water for injection

Dilution: Minimum 3 different concentration - Active range
- non-active range

- may use finish product

Contact time

¥ according to the manufacturer’s recommendation, but not longer than 5 min (for
frequency touch) or 60 min. (avoid contamination)

¥~ deviation + 10 s

v o
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emperature

¥ Test temperature: between (18 + 1) °Cand (25 + 1) °C
" Additional temperature: between 4 °C and 30 s

Interfering substance

1) clean condition: 0,3 ¢/ bovine serum albumin

2) dirty condition: 3,0 ¢/l bovine serum alburmin plus 3,0 ml erythrocytes

Test procedure
&= p|

ace each test surface in a Petri plate

¥ Mix test virus suspension with interfering substance (9:1)

&~ For each test organism, for each concentration of the product and contact time prepare
2 test surfaces plus 2 test surfaces for the water control

& Prepare the test surfaces by inoculating 50 pl of the virus suspension plus interfering
substance on to each test surface

¥~ Dry the surfaces until they are visibly dry. (Use the test surfaces within 60 min, to avoid
virus inactivation with time.)

¥ Cover the dried inoculum on the test surfaces with 100 [l of the test solution.

&~ For the water control, place 100 pl of hard water, if the product has been diluted in water.
“¥” The reduction is the difference between the infectivity titre obtained without exposure
to the disinfectant to TCID50/ml or log plague forming units (PFU)/ml of the water control.

Titre reduction

> 4 log reduction

Plate recover control
at least 10° TCID50/m.

Cytotoxicity control

Cytotoxicity of the product solution does not affect cell morphology and growth or
susceptibility for the test organism in the dilutions of the test mixtures which are necessary
to demonstrate a 4 log reduction of the virus.

Neutralization control

Control of efficiency for suppression of product’s activity (5.5.4: the difference to the
test suspension shall be < 0,5 log)

Internal control (same dilution)

Comparative virus titration on cells treated with test mixture dilutions (or without, i.e.

only addition of PBS) result in a difference of < 1 log of virus titre;

Wi alo



Reference inactivation test

Difference between the logarithmic titre of the virus control minus the logarithmic

titre of the test organism in the reference inactivation test is between the values given in
Table 3 (when all tests shall be done for 5 min under clean conditions).

WA en



=1
UNN en
25n15AL T UY

. ﬁmﬂLLa“‘mei'smjaua'aﬁn'1'§1nﬂaaUUﬁ‘"amﬁn"|Wﬂ'1'isn|,6ua1'aiauuwuwqt,walumwm
mﬁnmlﬂﬁnwma 'ﬁ:ﬁummauam'ﬁmaaumnmmawwLuaumaﬁmmmmaaumww
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N15AAITUIAUD uanmrwuaalﬂﬂﬂwuaﬂaﬁmmmmw Umted States  Environmental
Protection Agency (US EPA) uas European Chemical Agency el

US EPA Product Performance Test Guidelines OCSPP 810.2000: General
Considerations for Testing Public Health Antimicrobial Pesticides. Guidance for
Efficacy Testing.

US EPA Product Performance Test Guidelines OCSPP 810.2200: Disinfectants for
Use on Environmental Surfaces. Guidance for Efficacy Testing.

ASTM E1053-20: Standard Practice to Assess Virucidal Activity of Chemicals
Intended for Disinfection of Inanimate, Nonporous Environmental Surfaces.
ECHA Guidance on the Biocidal Products Regulation. Volume |l Efficacy -
Assessment and Evaluation (Parts B + Q), version 3.0, April 2008.

ECHA Guidance on the Biocidal Products Regulation. Volume Il Efficacy —
Assessment and Evaluation (Parts B + Q), version 5.0, November 2022.

BSI Standards Publication: BS EN 14885:2015. Chemical disinfectants and
antiseptics — Application of European Standards for chemical disinfectants and
antiseptics.

BSI Standards Publication: BS EN 16777:2018. Chemical disinfectants and
antiseptics — Quantitative non-porous surface test without mechanical action for

the evaluation of virudical activity of chemical disinfectants used in the medical
area Test method and requirements (phase 2/step 2)
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1. GENERAL STUDY INFORMATION

Study Title: Virucidal Efficacy of a Disinfectant for Use on Inanimate Environmental

Surface/ Virucidal Efficacy of a Laundry Additive ('ﬁzqmmﬁm‘ﬁﬂﬁd)

Test guidance/test method: szy8nazay
Project Number:  szuswaziden
Protocol Number:  szystsazidus
Contact person: seyTeyAnauarUS Inidemnany
Manufacturer/importer/Distributor: @ nsluslulszmeliszyioduanlulssine

< nididszydedudndasuma wazdininlasvedy

nzilguiuddnanuanensTinIsemIsLazen
< fandming (@il

Author: 7 q%awmaau
# - =
Testing Facility: LY %E)LLawVIEJEI‘EJQGHU’J?JVIG]HEU
Study Date: 1 qfuﬁ'aumama mmwmaau mwauaﬂmwmaau auwaamwmu

2. TEST SUBSTANCE IDENTITY
Test Product Name: szu¥an15A1uendnsing

i = ) ' o ar v o ae -
%Active substance: szyfounzdnsauaIsAAy (oIl uanITauisaszy ﬁajaLLa“amﬂmuﬁwau
(Other ingredients) LWyLAwle)

s =

Appearance/Characteristic: S2UaNYUEN NN NUDINERS T TdMAADY Wy syyanuz, & Uu
AU

Packaging: TLYAN YUY UBINIYULUTTY (WU vIavhawse (trigger spray) nszUasaise
(aerosol) WansananieUs (Husu) LLa”‘lF‘uW}Ui’ii]ﬂa\WIﬂﬁE]U

Sample size: 'iwmmumamwmmaau

Lot No./Batch: TTYUTIEALLEYN

Manufacturing Date: szusizaziden

Expire date: 01l

3. OBJECTIVE

(szuTmgusrasAlunisveaeu)

WU log



Test Substance: FEUTBNIIAVOINAR N
Dilution: W < Undiluted

< Dilution at 1:1 (defined as 1 mL test substance + 1 mL 200 ppm
un-softened tap water)

< nszdewdsd (aerosol) (syysvazinailunisiany, sosvirslunsdnmu)

< Vnviansd (trigger spray) (szuszoziialunisinnunies vy spray,
TrE8lUNTRANL)

. . = o= o & = o w2 '
Test substance to fabric ratio (w/w):  Lavngnsainansunildlunssuiunsdnii Wy 10:1 (Top-

Intended application:

Virus:

Test system:
Carrier/surface tested:
Exposure Time:
Exposure Temperature:
Exposure Humidity:
Organic Soil Load:
Virus assay method:
Efficacy Result:

loading), High Efficiency = ... : 1 (Typical HE ratio is 2.5-4:1)
WU hard surface disinfectant; Laundry process i.e., Top loading,
High Efficiency
isus‘?}at,%ah%’a/Strain/Lmeiﬁr';m
Host cell line/Test medium
szyrdafunuiiuiafivedey
eUIsYeIan

4

- EJ
FEULUNAUNNAADU

B u

LUANMUTUNNAZDU ()

o

5
J¥UTUAYLDER
5

YUTLATLDEA

< dwmiuda 5. TEST SYSTEM uaw 6. TEST METHOD winiisneaziBunasilu Work
Instruction/Protocol wasviasufjuiiniswas liuuu Work Instruction/Protocol a4
vieeufuAn sunuld wannd parameter Tﬂﬁiﬁiﬁﬁsqiﬂu Work Instruction/Protocol l#szyda
Wasuwuasiulfludedl 7. PLANNED PROTOCOL CHANGES

5. TEST SYSTEM
1. Virus

- seydaniielaia, strain, unasnuivesde

- Bmawseuaelsa
- 3¥YN5LHY Organic

Soil Load

2. Indicator Cell Cultures
- 53y cell cultures Wilgnaaou

- FmsuSey cell cultures

3. Test Medium

TEYTWadundIuUsENauYes Test medium

WU o



6. TEST METHOD

(1) Preparation of Test Substance
sTyTBanBEAIENATEY Test substance Wy SAsTALNTITHALKERFsREUNALTTIE
fdmnaeuszy (sryaianenihdld wu diselr dinsedne) viamagnssles aerosol ey
msvageu [usu nandusiaziosetlu exposure temperature Aeufisnagay

(2) Identification of all material or procedural option employed, where such choice is provide

for or recommended in the test method selected

(2.1) A29819EIMSUNTAUNITNAFBUAIUAS ASTM E1053
(2.1.1) Preparation of Test Virus Films

- LARSTIUAZLBEATENISIMTEN Virus Films
- SYUUTII Virus 74 spread (0.2 ml, 2004L)
- syyTlinlasuey carrier 7l (glass petri dish)
- sysgnia1iiilunng dry virus film
- 98U Temperature, Humidity Anadeu
(2.1.2) Neutralization method (¥uansmiuusaznsdfild wy liquid neutralizer, gel
filtration)
Tszuseagidoanisaioy
(2.1.3) Input Virus Control (TABLE 1)
foyanisinTen \wu mMsvi 10-fold serial dilution uagnn3vi assay Lo

UszLily starting titer of virus
(2.1.4) Treatment of Virus Films with the Test Substance (TABLE 1)
- hanadnltuazUSinunislandniuen
1. nsdwandusifizunuuiduvesvadlildi 2.0 mL
2. nadudndundzuuuudunszlesalsd aerosol) Wszy

svazafian warszezvclunisdany
3. nadudadmeidyuuuuduniaiasd (trigger spray) Ifsyy
71U
spray Wagszosnialunisannu
- 3% exposure time
- 8y temperature, relative humidity (91l)
- LEPITI8aTLEUA neutralizing process
- WARNTIBAELREANITMIBY 10-fold serial dilution
- edeusIAY 4 91
(2.1.5) Treatment of Dried Virus Control Film (TABLE 1)
-laf 2.00 mL 284 test medium

- 3¥Y exposure time

- 38y temperature, relative humidity

W
WU o



- LamIT18aLieen Neutralizing process
- LamITIazlduan1swIey 10-fold serial dilution
- VAFIUIUIU 4 T

(3) Cytotoxicity Control (TABLE 2. 7)

TEUTIBALIBEAN15YI1 Cytotoxicity control

(4) Assay of Non-Virucidal Level of Test Substance (Neutralization Control) (TABLE 3, 8)

- 38US18aEI88AN1591 Neutralization control

- VIAFADUIIUIU 4

(5) Infectivity Assays

T2YT0asLuAN1IY infectivity assay

(6) Statistical Methods:

o
AlghY

7. PLANNED PROTOCOL CHANGES

Protocol Amendments:

8. DATA ANALYSIS

Calculation of Titers

Per Volume Inoculated (TCIDsy/volume inoculated)
Per Carrier (TCIDgg/carrier)

Calculation of Log Reduction

Calculation of Infectious Units

9. STUDY ACCEPTANCE CRITERA

= =% =y 13 d%‘ L qa) =% v = 9 & 73 E=3
3 NIUNAdaulsEansnwnIsAnTelsauuiutinaeds ASTM E1053 1‘&ﬂ?jmmmmiﬁ‘|mau

AUUUINIVBY US EPA #31)

1) That at least 4.8 log,, of infectivity per carrier be recovered from the dried virus

control film.

2) That a 23 log,, reduction in titer must be demonstrated.

WU e



3) If cytotoxicity is evident, at least a 3 log,, reduction in titer must to demonstrated
beyond the cytotoxic level. Similarly, the log reduction will also take into
consideration the level of neutralization.

4) That the cell controls be negative for infectivity. An efficacious product does not need

to demonstrate complete inactivation at all dilutions.

< n3timageuyszavsnmnssidelialunssuiunsingaets ASTM E2274 1l4naminas
ARAUMLLUINTTDS US EPA fail
1) That at least 4 log,, of infectivity be recovered from the dried virus control swatches.
2) That when cytotoxicity is evident, at least a 3 log,q reduction in titer is demonstrated
beyond the cytotoxic level.
3) That the cell controls be negative for infectivity.
Note: An efficacious test substances must demonstrate complete inactivation of the virus

at all dilution from each carrier swatch and from the wash water.

10. STUDY RESULTS
WYTWALBUANANITVIAADY Wasluumssvian ndliosunenanisvnaay AfRgNAWINY
lenans

11. STUDY CONCLUSION
seyasUnan1ivndeu

12. REFERENCES

1y TBvaaeusnsguLaz version filivnaeu uazienansdedidu o MAsITes
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A28819A1519LERAINE

1. @1USUNSINISNAEDUNIUAS ASTM E1053

wnewme: - viewuimsannsauivgliuumneierumanldmummszauves
Ve URn1T winzuansdeyansuiiumuswazdeaiilunsasmsns

TABLE 1: Virus Controls and Test Results

Effects of ...product name... (Batch....) Following a .... Minute Exposure

to ...Virus... Dried on an Inanimate Surface

pUt Virus Contro

Cell Control 00 0000 0000
10" oo 4+ + THETT
10-2 + + + 4+ + 0000
10~ b Aok 0000
10" + 4 + 4+ + 0000
10" + 4 + 4+ 0000
10° 0+ 0000 0000

10" 00 NT NT
TCIDsy/100 pL 10°% 10™*° £10™"
TCIDsy/carrier NA 10°% <10

(+) = Positive for the presence of test virus

(0) = No test virus recovered and/or no cytotoxicity present
(T) = Cytotoxicity present

(NA) = Not applicable

(NT) = Note tested

WU ot



TABLE 2: Cytotoxicity Controls Results

Cytotoxicity of ...Product name... on ...Cell culture name.

Cell Control 0000
10" TTTT
107 0000
10° 0000
10" 0000
10 0000
10° 0000
TCID5y/100 pL TG

(0) = No test virus recovered and/or cytotoxicity present
(T) = Cytotoxicity present

W
WU no



TABLE 3: Neutralization Controls Results

Non-Virucidal Level of the Test Substance (Neutralization Control)

Cell Control 0000
10" Wi
m" + 4+ +
10° + 4+ +
10" + 4+ +
10 kg
10° ++ 4+

(+) = Positive for the presence of test virus after low titer stock virus added
(Neutralization control)

(0) = No test virus recovered and/Or no cytotoxicity present

(T) = Cytotoxicity present

Results of the non-virucidal level control Indicate that the test substance was neutralized at a

TCIDse/100 pL of <1.50 log,,

Work Instruction/ Protocol
uanissaziden
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