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GOOD LABORATORY PRACTICE STATEMENT
mmmmmmmmmmmmu.s. Environmental Protaction
Agency Good Laboratory Practice (GLP) regulations set forth in 40 CFR Part 160.

The studies not performed by or under the direction of ATS Labs are exem from this Good Laboratory
Practice Statement and include: mmmdnﬂyﬁmmmﬁdm.

Date: E:/f”j/*'? -
Date: 4/!‘5'{""?

Dm_,"ﬂ_la ;‘rt:-‘]

Amy §.)Jeske, B.5.
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QUALITY ASSURANCE UNIT SUMMARY

Study: ACAC Use-Dilution Method

The objective of the Quality Assurance Unit is to monitor the conducl and reporting of non-clinical
laboratory studies. These studies have been performed under Good Laboratory Practice regulations (40
CFR Part 1680) and in accordance to standard operating procedures and standard protocals. The Quality
Assurance Unit maintains copies of study profocols and standard operating procedures and has
inspected this study on the dates listed below, Studies are Inspected at time intervals to assure the
integrity of the study.

Phase Inspected | Date Study Director Management
Critical Phase April 5, 2007 .ﬂ.pril 3, 2007 April 12, 2007
Final Report April 10, 2007 April 11, 2007

The findings of these inspections have bean reparied to management and the Study Director.

Quality Assurance Auditor: 2, o Date: Ifr"‘ff(rn 7
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STUDY REPORT

ERAL DY INFORMATION
Study Title: ADAC Use-Dilution Method
Project Number: AD4B24
Protocol Number: MOD02031607.UD

Sponsor: Modec, Inc
4725 Oakland Street
Denver, CO BD239

Sponsor Ag-Chem Consulting
Representative: 12208 Quingue Lane
Clifton, VA 20124

Test Facility: ATS Labs
1285 Corporate Center Drive, Suite 110
Eagan, MN 55121

TEST SUBSTANCE IDENTITY

Test Substance Name: MDF-500 Part A & B
Lot/Batchis): Lot 1: AZB3O/BZB30 and Lol 2: AXA-02/BXB-02

Test Substance Characterization
Test substance characlerization as to content. stability, etc., (40 CFR, Part 160, Subpart F [160.105])
is the responsibility of the Sponsor,

STUDY DATES

Date Sample Received: February 12, 2007
Study Initiation Date: March 23, 2007
Experimental Start Date:  April 5, 2007
Experimental End Date:  April 9, 2007
Study Completion Date:  April 12, 2007

OBJECTIVE

The objective of this study was to determine the efficacy of the Sponsor's product following the AOAC
Use-Dilution Method in compliance with the U.S. Environmental Protection Agency requirements set
forth in the Pesticide Assessment Guidelines,
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SUMMARY OF RESULTS

Test Substance; MDF-500 Part A & B (Lot 1: AZB30/BZB30 and Lot 2: AXA-02/BXB-02)
Difution Combine equal parts of Part A with Part B and mix well

Test Organism:; Clostricdiumn difficile (ATCC 9589)

Exposure Time: Ten minutes

Exposure Temperature: 20+1°C
Crganic Soil Load: 5% fetal bovine serum
Efficacy Result: MDF-300 Part A & B demonstrated efficacy of two lots against Clostridium

difficile, and therefcre, meeats the requirements set forth by the U.S. EPA for
disinfectant label claims following a fen minute exposure period.

STUDY MATERIALS
Test System/Growth Media
Test Organism ATCC # Growth Medium
; o Fluid Thioglycollate Medium and Tryptic
Clostridium difficite 9639 Soy Agar with 5% Sheep Blood (BAP)

The microorganism used in this study was obtained from the American Typa Culture Collection,
Manassas, Virginia.

Recovery Media

Neutrafizing Subculture Medium:  Primary: Fluid Thioglycollate Medium with 0.14% Lecithin, 1.0%
Tween 80 and 0.01% Catalase (See Deviation 1)
Secondary: Fluld Thisglycollate Medium

Agar Plate Madium:; Tryptic Soy Agar with 5% Sheep Blood (BAP)

Reagents
Organic Soil Load Description: 5% fetal bovine serum (FBS)

Carriers
Stainless sleel penicylinders were pre-soaked overnight in 1.0 N NaOH, washed in water until rinze
water was neutral to phenolphthalein, and autoclaved in 0.1% asparagine.
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TEST METHOD

Preparation of Test Substance

The test substance was prepared by mixing 60.0 mL of Part A with 0.0 mL of Part B for each Iot
The test substance was homogenous as determined by visual observation and was used within three
hours of preparation.

Ten (10.0) mL aliquots of the test substance at the concentration under test were transferrad o sternile
25 x 150 mm tubes, placed in a 20£1°C water bath and allowed to equilibrate for =10 minutes.

Preparation of Test Organism

All test organism preparation and incubation was performed in an anaerobic chamber. From a frozen
stock an initial tube of Fluid Thioglycollate Medium was incculated and incubated for three days at 35-
37°C under anaerobic conditions. From this initial broth suspension, one logpful {(0.04 mL) was
transferred to a second tube of Fiuid Thioglycollate Medium and incubated for two days at 35-37°C
under anaerobic conditions. Following this incubation, 0,10 mL aliquots of the second broth culture
were transferred and spread onto BAP plates. The plates were incubated for =15 hours at 35-37°C
under anaerobic conditions (See Deviation 2)

After Incubation, the organism growth was harvested by remaoving the growth from the plates using a
sterile loop. The erganism growth was suspended in Fiuid Thioglycollate medium. The harvested test
culture was lighter than a 0.5 McFarland standard prior to carrier inoculation,

Addition of Organic Soil Load
A 1.30 mL aliquot of FBS was added to 24.7 mL of harvested organism suspension to yield a 5% fetal
bovine serum soil load,

Contamination of Carriers

Sterile penicylinders were immersed for 15 minutes in a harvested suspension of the test crganism, at a
ratio of 1 carrier per 1.0 mL broth. The penicylinders were then dried on filter paper in a sterile patri dish
at 35-37°C for 40 minutes in the anaerobic chamber at a 47.8% relative humidity.

Exposure Conditions

This portion of the study was performed outside of the anaerobic chamber, Carriers were used in testing
immediately following removal from the anaerobic chamber. For each prepared test substance, 10
contaminated and dried carriers were individually transferred by hook needle al staggered intervals o
individual tubes containing 10.0 mL of the prepared test substance at the requested dilution and exposed
for ten minutes al 2041°C.

Test System Recovery

Following exposure, each exposed camier was then transfered by hook needle at identical staggered
Intervals to 10 mL of Fluid Thioglycollate Medium with 0.14% Lecithin, 1.0% Tween B0 and 0.01%
Catalase. Carriers were transferred from primary subculture tubes into individual secondary subculture
tubes containing 10 mL of Fluid Thioglycollate Medium =30 minutes after subculture of the first camiar,

Incubation and Observation
The neutralized subculture tubes and plates were incubated for 4 days at 35-37°C in an anasrobic

chamber. Following incubation, the subcultures were visually examined for the presence or absence of
wisible growth,
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STUDY CONTROLS

Purity Control

A “streak plate for isolation” was performed on the organism culture and following incubation examined in
arder to confirm the presence of a pure culture. The acceptance criterion for this study control is a pure
culture demonstrating celony morphology typical of the test organism.

Organic Soil Sterility Control
The serum used for soil load was cultured, incubated, and visually examined for growth. The acceplance
criterion for this study control is lack of growth.

Carrier Sterility Control

A representative uninoculated camier was added to the subculture medium, The subculture medium
containing the camier was incubated and examined for growth. The acceptance criterion for this study
contral is lack of growth,

Neutralizing Subculture Medium Sterility Control
A representative sample of uninoculated neutralizing subcutture medium was incubated and visually
examined. The acceptance criterion for this study control is lack of growth.

Viability Control

A representative inoculated camier was added to the subcufture medium.  The subculture medium
containing the carrier was incubated and visually examined for growth. The acceptance criterion for this
study contral is growih.

Neutralization Confirmation Control

The neutralization of the test substance was confirmed by exposing sterle carriers (representing not less
than 10% of the total number of test carmiers) to the lest substance and transfarring them to primary
subculture tubes containing 10 mL of neutralizing subculture medium. Carriers were then transferad
from primary subculture tubes info individual secondary subculiure tubes =30 minutes following the
primary transfer. The subculture tubes containing the exposed carriers were inoculated with <100 CFU
of the test organism (the test organism dilutions used for inoculating the subculture tubes were used
immediately following dilution), incubated under test conditions and visually examined for the presence of
growth. This control was performed with multiple replicates using different dilutions of the test arganism,
A standardized spread plate procedure using a 0.10 mL aliquot of the test organism dilufion was run
concurrently in order to enumerate the number of CFU actually added. The control result was reported
using data from the mosi appropriate dilution.

The acceptance criterion for this study control is growth after inoculation with <100 CFU.

Carrier Population Control

Inoculated carriers were added at a ratio of 1 carrier to 10 mL neutralizing broth and vortex mixed.
Appropriate serial ten-fold dilutions were prepared and 0.10 mL aliquots were spread plated on agar plate
medium, and incubated. Following incubation, the resulting colonies were enumeraled and the
CFlWearrier calculated. The acceptance criterion for this study control is & minimum of 1.0 x 10°
CFU/carrier.
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Verification of Spores Present in the Initial Suspension Control

A 3.0 mL aliquot of the prepared test organisim suspension was heat shocked at 5042°C for 10
minutes. Aliquots of 1.00 mL and 200 pL of the heat shocked prepared test organism suspension
were spread plated in duplicate using standard microbiological techniques on Closindium difficile
Selective Agar, Following incubation, the organism plates were observed to enumerale the
concentration of spores present in the prepared test organism suspension used for inoculation of the
test carriers. This control was run for informational purposes only, there iz ne accaptance criterion.

STUDY ACCEPTANCE CRITERIA

Test Substance Performance Criteria
The EPA efficacy performance requirements for label claims state that the disinfectant must kill the
microorganism on 10 out of the 10 inoculated carriers,

Control Acceptance Criteria
The study contrals must perform according to the criteria detailed in the study controls description
section.

PROTOCOL CHANGES

Protocol Amendments:
Mo protocol amendments were required for this study.

Protocol Deviations:

1. The protocol calls for the use of Fluid Thioglycollate Medium with 0.14% Lecithin, 1.0% Tween B0
and 0.05% Catalase for the primary neutralizer. Inadvertently, Fluid Thioglycollate Medium with
0.14% Lecithin, 1.0% Tween B0 and 0.01% Catalase was used, This deviation did not negatively
impact the study ocutcome as the combination of primary and secondary subcullure media
demonstrated effective neutralization in the neutralization confirmation control, therefore al
results are valid,

2. The protocol states that the incculated blood agar plates will be incubated for 20&4 hours prior to
harvesting, Inadvertently, the inoculated blood agar plates were removed from the incubator
following = 15 hours of incubation. While this is less than called for in the prolocol, the carrier
quantitation control results met the acceptance criteria and the verification of spores present in
the initial suspension control indicated that no spores were found in the initial suspension. Since
this test was designed to use the vegetative form of Clostridium diffiicile this deviation |s
acceplable,

DA NALYSIS
Calculations
Carriar Populaticn Contrel Calculation:

CFUfcarrier = (average num lonies/plate i dilution factor] x (volume neutralizer
(number of carriers tested) x (volume plated)

The carrier population was calculated and reported using data from the most appropriate dilution(s).

Statistical Analysis
None used.
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STUDY RETENTION

Record Retention

All of the original raw data developed exclusively for this study shall be archived at ATS Labs, 1285
Corporate Center Drive, Suite 110, Eagan, MN 55121. The onginal data includes, but is not limited to,
the following:

1. All handwritten raw data for control and test substances including, but not limited to notebooks,
data forms and calculations.

Any protocol amendmentsideviation notifications,

All measured data used in formulating the final report.

Memoranda, specifications. and other study specific comespondence relating to interpretation
and evaluation of data, other than those documents contained in the final study repor,

Orniginal signed protocol,

Certified copy of final study repor.

Study-specific SOP deviations made during the study,

HEeo, AW

Test Substance Retention
The test substance will be discarded following study completion per Sponsor approved protocol. |t is the
responsibility of the Sponsor to retain a sample of the test material.

REFERENCES

1. Association of Official Analytical Chemists (ADAC), 1990 Use-Dilution Tests, p. 135137, In
Official Methods of Analysis of the AQAC, Fifteenth Edition

Z. Association of Official Analytical Chemists (ADAC), 1990, Germicidal and Detergent Sanitizing
Action of Disinfectants, p. 139 [Preparation of Synthetic Hard Water]. In Official Methods of
Analysis of the ADAC, Fifteenth Edition.

3. U.S. Environmental Protection Agency, Registration Division, Office of Pesticide Programs, 1982,
Efficacy Data Requirements, Disinfectants for Use on Hard Surfaces, DIS/TSS-1

4. U.S. Environmental Protection Agency, Registration Division, Office of Pesticide Programs, 1679
Efficacy Data Requirements, Supplemental Recommendations, DISITSS-2.

5. U.5. Envirenmental Protection Agency, Registration Division, Office of Pesticide Programs, 1982,
Subseries 91A: Public Health Uses. /n Peslicide Assessment Guidelines — Subdivision G
{Product Padormance).

RESULTS

For Control and Neutralization Results, see Tables 1-4.

All data measurements/controls including the culture purity, wviability, organic soil load sterility,
neutralizing subculture medium sterility, carrier sterlity, neutralization confirmation. and carrier
population were within acceptance criteria,

For Test Results, see Table 5.
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ANALYSIS

MDF-500 Part A & B (Lot 1° AZB30/BZB30 and Lot 2 AXA-02/BXB-02), prepared by mixing parts A &
B together equally, demonstrated no growth of Clastridium difficile (ATCC 9688) in any of the 10
primary subculture tubes and no growth in any of the 10 secondary subculture tubes following a ten
minute exposure period in the presence of a 5% fetal hovine serum organic soil load.

STUDY CONCLUSION

Under the conditions of this investigation, in the presence of a 5% fetal bovine serum organic
soil load, MDF-500 Part A & B (Lot 1: AZB30/BZB30 and Lot 2: AXA-02/BXB-02), prepared by
mixing parts A & B together equally, demonstrated efficacy against Clostridium difficile as
required by the U.S. EPA for disinfectant label claims following a ten minute exposure period.

In the opinion of the Study Director, there were no circumstances that may have adversely affected the
quality or intagrity of the data,

The use of the ATS Labs name, logo or any other representation of ATS Labs without the
written approval of ATS Labs is prohibited. In addition, ATS Labs may not be referred to
in any form of promotional materials, press releases, advertising or similar materials
{whether by print, broadcast, communication or electronic means) without the express
written permission of ATS Labs.

—_— z _——
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TABLE 1: CONTROL RESULTS

The following results from controls confirmad study validity:

Type of Control Ragults
Clostridium difficile (ATCC 96839)
Purity Control Pure
Viability Contral Growth
Organic Soil Sterility Control No Growth
Neutralizing Subculture Medium Sterility Control —
Primary (Fluid Thieglycollate Medium with 0. 14% Mo Growth
Lecithin, 1.0% Tween 80 and 0.01% Catalass)
Meutralizing Subculture Medium Sterilty Control -
Secondary (Fluid Thioglycollate Meadium) No Growth
Carrier Sterility Control | No Growth

TABLE 2: CARRIER POPULATION CONTROL RESULTS

Test Organism Date Performed | Result

Clostridium difficile (ATCC 9689) 4/5/07 B.6 x 10° CFU/carrier

CFU = Colony Forming Unit

TABLE 3: VERIFICATION OF SPORES PRESENT IN INITIAL SUSPENSION

Test Organism Date CFU/plate | Average Result
Performed o504l | 1.0 mL 200 pL T mE
Clostridium difficile |
(ATCC 9eBg) | VU7 0,0 0.0 | <1 CFU/Z00pL | <1 GFUM.0OmL

CFU = Colony Farming Unit

FI85 Conponake Conled Dive. Suilm 110 « Eagan MM S5E2 « EPFIR7 B30 » 450 379 5510 « For 51 309 E549
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TABLE 4: NEUTRALIZATION CONFIRMATION CONTROL RESULTS

Test Substance Test Organism Performed Inoculum Subculture Tubes
(CFU/mL) Tested Positive
MDF-500 Part A & B, 1 ;
Lot 1. AZB3O/IBZB30 | riastridium difficile 415107 40
MDF-500 Part A& B, |  (ATCC 9689) 1 ;
Lot 2 AXA-02/BXE-02 |

CFU = Colony Forming Unit

The neutralizafion controls demonstrated growth, eliminating bacteripstasis as a cause of lack of

growth in the test systam,

TABLE 5: TEST RESULTS

o e Number of Carriers

t Sub Test i ake Samp

Test Substance Organism Performed | Dilution | gyposeq | Showing

Growth™

MDF-500 Part A & B Combine 1°=10 1°=0
Lot 1: AZB30/BZBA0D | Closindium difficile 4/5/07 eeual 2°=10 2°=0
MDF-500 Part A & B, {ATCC 9689) parts A & 1°=10 1°=0

Lot 2: AXA-02/BXB-02 B =10 | 2°=0

** MNumber of carriers showing growth of the test organism,

1% Primary Subculture
2" Secondary Subculture
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Apancy fequirgs thal 8 spectc backanal oiaim for a les! subslanca inlendad
for upe an hard suracos be supporod by sppropiE ecientlic data demonsimting e efficacy of the tast
submlanca against e claimed bactesi. This is accomplished in fa lnbomiony by Bealg B ige! baclara with
the disinfoctant jiest substance) vnder conditions which simulete es dosely os possible tha sdusl condiions
yridar which the jos? substence |8 disigned io b wsed. For deinfectinl products inserded for use on hard
surfaces (ory, iranimats anvimnmental sufaoss), & carmer mednod I8 usnd in tha generation of e supporting
dhald Thi saparimen sl dasipn in s proloo] meabs fhege requiremanls

= Prwovory Iforextkdn -
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IEE[?EIE;
A Thm WMd@wamﬁﬂﬁﬁtﬂﬂw:wthMMWﬁa
spooilied contes tme. Afer eposure, The carmers ane ansforred 10 vestals oonklining neulralizig subcUiHurg
mada ord assayed R survivors.  Aopmpriate viabiity, carier population and meulrelizalion conbols are
pardormed.  The aient vesion of Starderd Opesding Procadure CGT-4400 raflecks he mathads which ghal by
s i i sdudy

TEST METHOO

T Teat Ovganiam T ATCE 8 Gt Wi Incubatian Parsieters

Fiukd Thioglycollate
rdeciem and Trplic 5oy ~
Ciostrgim Qmioie BGES Agarviih B% Shaep 35-37C, anasrobic
Bieod (AP

Ther besl arganiem 1o bo used i this shidy was cbisined from Ihe Ameriasy Type Cultune Collection (ATCC]
Manassoes, Wa
Carriirs

Carriars will be scresned accoming to ADAC Oficil Mothod of Anatysis and any carmiar posfive S grow will
ba discarded, Only pemcylindars showing no growen may e used  Sioinkess stedl penicylindars will be pre-
acuked cvarnighl i 1.0M NeOH, washed in watar uniil nesiral god suloclaved in 0.1% asparaging.

Preparstion of Test Organism
A fast organtsm, Incunption will ba parormad in an anecroble chaembar. From o frormn siock an ri) mibe of

Fluid Thioglyooliate Medisam wil ba inoculaing and inoubated for 2-5 days &1 25-37*C uniher aneerblc condilions.
Thits carfture ks bormed o “milie brolh suspensicn,” Fram this sl brolh suspansian, ong sopsd (1,01 mL) wil
bo imnalarmgd o @ second hube of Flakd Thioglycolita Medium and noubated for 2 deys &l 35370 undsr
arasvolic condiions, Fofiowing this incubation, 0.1 mi. aliquots of e second brofh cftre will be Fanstemed
and spreed onks BAP plates. The plokés will be inmubated for 20ed hoors ol 35-377( under anaesmie condiions.

Aftar incubation, the amarisn geowth will be harvested by Temoving the organism growih using @ sterle loop or
swab and poding It to @ tube of Flud Thioglyoollste Medium This fes! cultume suspension will be adusied o
approcmataly matoh 8 0.5 fMcFariand stardand prior o carier inoculadion. This procecthers will be padamaed in
an anasrabng charder,

A ooganic 808 kol ey be acded io the best culiime pay Sporsors requash

Eomamination of Garriers

Tha pemoylindecs will be transfersd o e cuflure and mmersed for 15 minutas In the prepered suspension al 8
ralio of 1 camier par 1,0 mL oulhsre.  The inoculaled camers wil be dried on filer paper in o stedl pstn dish al
597 foe 40 minidss i the anaerohic charbar, The deying condilions Eamperalam and Humidiy) wil ba
appraprale for B last organiem. The achesl drying cond®ons wil bo cleardy documsniod,

Preparntion of Test Sulmisnes

The test subsinnoece) 10 b seseyad will be ussd a5 dWectad by the Spansar. 18 diution of the lest substance =
requasted by e Spanace, he diuted test substanos(s) shall be used within three hours of prepamiion, Ten §A0)
mL of the foei substancs af i uss-aiution wif ta sliqualed inle he mouined member of sterbe 25 « 150 me
tubas, Thi hebes will be placed inle 8 walsmoth af S spacifisd eepesum lRmpariiun, End alicw 0 aquiibrate
B =10 eirmiles ol by basting.

Enposuie Condilions

Ench conkaminated and dried camor wil be pleced inlo 8 separat lube contaiving 10 ml of the test subslance 8t
its usu=giufion for the disired sxpesum Bma and lempersiune, This portian of the festing may bo perfanmed
ousltida af the anpanmbic chambar, nm:a i parfomed outsica of the araemnbss charmber (e carlers will b2
uad i lealing mmedinksty following Tocen the ansafmbis chamber

I p v -

F g [
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Pegn & ol 8

Test Lm
Fl!l:rlﬁ-'lg.m mmapmww pach medicsied camer will be tmrsfered by hock nesdin at
atngrganed

expogEe pliod i )

iarvals 1o 10 mL of reutralizing broth, If nocessary. carmars will be fransfarred inbo indteicunl
siconidary subcuituim wbas cantaling 10 /L neulralizing broth =30 minules after subotture of firal carrier. This
mmmmmmmmﬂmd it anmarabas chambar,
incubation amnd Observion )
Al submyirs hubes and plalas wil be ncubsted 25 days al 353770 Pliaies will bit incufiabad undor naeimng
eandiions (or othar appropisie lmefempeahees],
Foafiwirg incubation, B subouttura bubes will o visusily axamined for growih, | necessary, i S boulRLnS A
be placed at 2-8°C fof up 43 (hme deys prio? 10 axaminatan.

Foapresendalive subcullun bibas shawing growth wil be subeulhaed, slaimed emdiar bischamically assyed 1o
marfim o fuls ouf The presance of e lesl organism,

Bty Conral

.l.‘:-huhpmaInm-:hum'wiha-wfwrmmwmmmmmmﬂmmhmﬂmmmma
lo corfitn iha peossnce of m pure culles  The noooptance crtoron for @is shudy contrel i 8 pure culiure
damonsirating criony momhology lypical of e sl ongonis.

Dmanke Sodl Sverility Control
The annsm used for sod losd Wil be cflued, ncubeted, ond visunlly examined for fack of growh,  Th scoeplorce
cafarie 1or This seedy conteol is keck of growlh,

Garmier Sterlity Corbrad

A rapreaniaiveg uninoodsied carnar wil be added & he nevimlizing mebodlie modium Tho subculiun miediim

Emmg the carmier wil be incubaied and sxaminsd f gaesdh Tha acooptines ciiteton for this shely eoniml is iack
growsth

Houtralizing Subeublure Modium Stariftly Conirol
Awnm%dmmmnmmmﬂhmw il wiguadly examingd, The
merpriance crilanon for this sty oonirel i iack of growihy

Wiabilttty Conrol
& ppprasenintive ndoutnled camky will b pdded o e Eibodles medium, The eubefiure medium containing 1he
camierwil be Incubsied and visusly seenined lor geowlh, Tha scoeptance ormmion lor Bis shady conteol is growth.

mautrafization Confirmation Gonénal

Thes nemilrabrin of the lesl subspes wil ba cordrmod by axpasing slarks camons (represendiog not less than 10%
of #e sl nusmbsar of st carriers) b S nst subslanos and tansfering tham 1o primary subciifires confuiing 10
il of newtrafizkg Subcure medarn, I perdomnad in B lesh procsdae, SRR will Fen be tansfered fom pman
mmwmmmmmhumm The subculues
mumpmwmummﬂnsmmmmumwmmwm.
incumted unde: ke condiions snd vty marmired for the presencs of growsh, This contrmt wif be periammed will
rmalliple Feplicates using diterunt diuiors of Ihe leal orgenism. HOTE: The organism dilutions shall be used
immediately afer they heve been diluted. & sandardired spread plais prossdurs wil be fun conauenly in Srder
s enumersto the number of CEU actuslly sdded. A 0.1 miL aliquot of the approprinte dilutions will be plated in
duglicate, The cortol result will B meporad wsing data Iroen the meors! saproprisie dhkition

The acosanse cribeson for s sudy conbrl i growil Iolowing inoouiaBon with £100 CFUL
OR:

fon parcent of the subsultures conlaining camans showing no growlh wil be inoculaled wilh 5100 CFU of each
loesd crganism and incuba i This: exmimi wil ko peeformod with ruliple replicates eprsenting diffannt dhusors of
the ek crganism, A standardized sresd sluln procadurs wil be nn concurmently in order o enumarale the mumbec
of CFU pctunlly added. The control resull will b sepnriod using data from the mosl sopropante diution.

The mecastancs Crileian Fof s sty Dol ks grosth klowing incoutislon with <100 CFLUL

. e R O U . S
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Carrier Papulation Control

inamuladed carrars wil e sdded ol & ratio of 1 carer io 10 mL neetrmiizing bl aned vorkes mingd, Appropnals
wural Wardokd dilmions Wil be prepamd and 0,9 mi. alquols wil be plalad o6 ager plake madum, and inoulaled
Fallowing lncubmalion, B renuiing colonias wil b snumarated snd Ihe CFLGame caloulplad. The aeoepionsd
erbarion for this study conto is & minimem af 1.0 2 10" CFUGaTer

Vartlcation of Spores Presint In the initial Suspension Contral ieeredt Hemperaiure
mmunudhmﬂmwwﬂnmmﬂuﬂﬂﬁ‘: % one BYT a3 by
:1.1]-}rrﬂ.nnd?tl]pLmnﬂmﬂmmmmﬂwmmﬂwmﬂﬁﬂm
ﬂwhmmhgﬂmdmmwwm.mmm“mﬁaﬂmhmﬂ
mmmmmnﬂmmmmmwmmwm-mmamﬂnmadhnmh!m

&f the inst camers.  Thig contrel s e for informeSonal purpoges only, there & no acocplanod riieran.

Cloafridiven cifficle Salective Agar will be used far this control paramaler. § Lommas, S feded . T Shualt]

bt WOrunatis AST 3faifay

: B mcadiongs (S0PE) i o alicacy insing stidies.  Efficacy beslng
|=p.rfnmur.arrummh:mﬁwgwhmmmmmhuaﬂhmrdlmmhﬂ
inchuding, el nol Gmied o, mosipl, leg-in. and tranking af baolegical rugmﬂsn::luurﬂ bactedsl shmirs for
purpases of Kenlificalion, mcelpt and wse of chemical rmagants Thass procedune aha designed o dotument
ench slep of allicacy ealing sludios. MphﬁﬂdﬂamMnm!hnmummnhmm ang domumeclid in
the rirw ciada colacind duding the course of sach sy,

ﬁdﬂm&,ummmhﬂhﬂm;-mwmmﬁwhhﬂdrhHlluﬂldlq.-
it Bbudy Director, This number & wsad for idehtificabion of 1ha test subcslure fubes, elg, dufing tha cosse ol
lh i8&l Tasl subciiurn ubes e alse abaked with asersnca 1o tha test amganism. soperimental skar dale, &
bersl produect, MlmnnmmwmmuWMammmhmm
confiri M idandly of iha st crpanism, Thase moasured are designed b0 docwnent the idenifty of e tesl
b,

m&mmummmhmdﬂmﬂmmwmum
microrganiam on 10 ool of the 10 iroculated comiers.

Control Acceplancs Criterin
Tha sludy eonirols st parkamm scoonding b the cilens datsédad in e whudty onnirpls desoiplion saclion

BEPORT

Ther repest will include, bit not be fmited to, identificalion of the sampis, date recaived, infligtion and comEaton
b, deriificabon of thy bpciatal strams ueed, desoriplion of madia and megents, descriplion of the relhods
.w'“ﬂﬁsm'dm“ it rpdates o e purpose of the lest, mnd all gthar lerns meqtired by
40 CFF Panl 160,

mae L
135 Commyis ey Cobwp, o 1) & Eppon, M 2352 « SF7ATATD « S5LTIFIID = Fo 8| 200 FA8

- —_—
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PROTOCON, CHANGES

i it becaman whmd’umﬁhm.mwﬂpmhmmm:hnmdmhrmnm walll b=
documented, mpored 1o tha Sponser and wil become & part of ihe permanan fil for thal study. Sémilarty, he
Sponsor will b holiied BE $00n 38 Possible Whentver an guant ocours et miay have on eflect on the vatidity of
B @iy

Eiandard opemaiing piocsdungs used in M shay will be mwe pomect elfeciive revision al ihe tme of fhe work. Ay
minor changes io S0Ps (for this shudy) or methods esed will bt sl in e e data and apgnumd by the
Shurly [¥rachar.

PROOUCT ISPOSITION
if is tine responsibiity of the Spormor io netain @ sample of the fesd SAEECD. ALY st fresel siibaiano will
MMMMWMMMHW

RECCRD RETENTION

Htudy Spenitic Decumenis

All of ihe onigiral raw daly devaiopad excusively for this study shall ha archived at ATS Labs. Thase ofignel
diata inchicks, bl e nof Emited &, e folowing:

1. Al hardwrisen res deta for conbol and lesl substeroes incluideg. bl ol Fmited be, notabookes, date
forma aind cabouialions,

Any protes] smandmantsidesiation aaliiceiong.

AF measurnd data usad in fommuiating the fingl ranort

Mamamrds, spociicalions, and othor shedy Spacifc comeSpinkenss refafing B0 Infarpretation and
ovahuston of data, olber fhan Bhrsa dosumanis contaned in ha fneal Sty ool

Civigyireal gigrasd pretcl

Cartiflad copy of final shedy repan.

Siury-specific S0P deviations made during Me study

@ mpn

Facility Specific Docomenis

Thig frdcradng recoeds shall slsa ba archived at ATS Labs. Theiriss docamants indude, bul are not Bmiled 1o, e
Fllanng

BOPs which periain o the study canduclnd,

Han shudy-2pocifie S0P doviations mﬂnummmulmmdywmma-mmmﬂu
pbiained dudng this shudy. H s

Mattunts which wan usad o refaenod in e sudy conduched.

LA rapaits tor anch O inspeclion with comments.

Facilily Fecoris  Tomperaluie Logs [ambient, incubaion, el instrument Logs, Calibralon and
Mairdararos Records

Currenl cumiciun vitae, raining recods, and job descriphans for all perennnel invived in ha study.

T

™

P oy rdormuind . .
285 Cigamsccrie: Db Dpes, it | 1) + Engon, MES31T1 = EFF IR0 » &10ET0.5810 = Foec d51I7RSSN
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BEFERENCES )

1. Apsncigfion of Official Analylicsl Chemvals [AOACL 1990, Use-Dilion Tests, p. 135-137. I Oficial
Malhods of Analpsis of the ADAG, Faeenth Editon,

3 Ansocipsion of Offcsl Ansiytical Chemists [A0ACL 1200, Gemmacidal and Dslergant Sanitidng Acton of
Dininfectants, p. 130 [Prensmtion of Syrithetic Hard Waler] it Ol Mathods: of Analyais of e ADAC,
Fifleesth Edithon,

3 L8 Emvieement Proledson Apancy, Regisiratien Division, Office of Pesticde Programs, 1962, Efcacy
Ciabs Raguimements, Disinfeclants bor Eise on Hard Surfaces, DISITSS-1.

4. )8 Envionmenial Proscion noy, Regitration Oivision, Office of Pasticioe Programs, 1879, Emcacy
Data Requiremants, Suppbemsntal Recommenduliong, TISTSS-2.

B U5 Envimomonssl Promslion Agency, Fegistration Divaion, Offica of Paslicica Prograems, 1582, Subssnes
atA: Pubbe Hosh Uses. In Paglicide Assesamen! Guidelings — Bubdivision 3 [Produc] Parfomanca).

DATA ANALYSIS
Calculations
Garer Fopulation Canbesl Ceiculabon:

CFLiesvrior = {Avprage puimber colonaipinte £ diition) x {dhuson faclor) » fugkima aniraficart
[mambar o4 cartir bsled) x (voume plled)

Thes civraet posilation |8 criculabed and repored wing dats from P most appropriata dhation{s)

Seatintical Analysis
Flone used.

; - - Pripeieigry formeion -
VE Clamprprrin Cvriar Cirfes. Surs 190 » [Fogon, &84 J5171 « S0 KPS - 4 3700 = e 450 A9 SR
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Page ol 9

STUDY INFORMATION
(AR sl b complsiad pror i sutimilling prndoon )
mwi:w 2 Mg 2o07]

Teal Subslance Nama mmhmmmwm «ractly ax & shauld appoar on Sial reeor):

10 Sxdium Frypochionie L Ot
Tost Subatance Active Concenimation [upon submission to ATS Labe): 3@ Pad A8 7O Padf. .
Kol zntionBubaidhsra Broth: @ _Prmary - Fluid Thiogheolate Medum + 9.14% Lectibin, 1.15% Twien
B A 0,05 Ckalads
| Senondary — Fiic Thinghyenlisty IMadym .
0 ATS Labe” Discration. The Sponsor aulhedizes addiionad lees for spacial
ramirafizalion medis (§ neceesany].
e Saragn Cenditinns:
i Rnom Tampomtuns
028
0 O
Hazards:

E Mose knowne Use Siandand Premations
I Mabsrind Safety Dals Shesl, fnnchad for sach product
0 A Follows

Prod el Fraparation
0 Mo dikion recuined, L as mesiead (HTU)
= mm-rmhuw _ Mix Pars A & B opefher squaly (1 Rl A S TparlB)
Cuicniped YWatnr (Fifar Sieriloed)
u Top Waier [Eieer Sintlized)
O ACAG Synihelic Ham Waber, PR
O Char

“Waotn: An equivaient dilution may be aiece wniees otfrdnri requested by the Sponsar
Test Ovganism:__ Chostridum diffcls (ATCC 9608)
Carrbor Numbar.____ 10 par Bagen
Exposure Time-____ 90 Mrwles
Exposumm Tempersture: @0+ 1 "0
Qrganic Saoil Lopd:

B Ml 5% Orgamic Sal Load (Foinl Bavina Serum)

O Mo mmmﬂuumﬁ:wm
O Orthess;

= Pprietory woreolion —
M5 Coporoie Corrher Cvvs, S 195 o fagom, MR ST - G770 0TS « 851 TFPA6I0 » Fouc &0 J77. 550
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TEST SUBSTANCE SHIFMENT STATLES
© Has buen wed in one or mare previous studies al ATS Labe .
O Has baer shioped %o ATE Labs (bul has not been used in 8 pravious study).

Disdas ahvippnd o ATS Labs: Senl via cvomight salvery? O Yau NG
O M be shepped fo ATS Labs

Date of soqrched reosipd ol ATS Labs;
O Sender (f olher than Sponsork,

COMPLIANCE
Surhy to ba performad urder EPA Good Leboraiary Praclics recrilations (40 CFR Parl 160 &nd . sooordance o

standard operaling procRdims
Bl Yen

0 Hia (Mon-GLF Sy

PROTOCOL MODIFICATIONS

I:r'fn.ppmwnwhim:mdﬁ:ulm
O Approved with modificriion - Supplemenial informalicn Fom Allecked - DOYe: CiHa

e

AP T
SPONSOR:
HAME: _ Brian Kalomanks TITLE: LEQ -

ate 21 MARCH ZOOTF

hmmmm,mwmmﬂhnwmmmmwwmm
proioogl (mbove) uriasa pthar indivicuals ane spactically nolhorized in weilihg fo netahe sludy mfmmalion

Oither fndividirals aurifsarned fo recsle inforriion rgantding s study. 0 e Atached

Loby 10 D Marrien Seoox'S

ATE LABS:

HAME E'If]j_g_q E‘t EEQEE
Do

SIGHATURE; Dlle DATE: lfrﬂllﬂﬁllﬁ?
Dlinschar

HEIE Sorparobs Fiedke e, S 110 & Eogorn, MHANED = B77 JHTEO0N « &30 ITFASHD « Foun 48 J7F 20T
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