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STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on the basis of its falling
within the scope of FIFRA Section 10 (d) (1) (A}, (B), or {C).

Company: Virox Technologies

Company Agent: Sally Haves

Agent For Virox Technologies
Title

;machlmﬂm Date: ch‘fZDL/DL(-‘

! ¥ " Signature
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GOOD LABORATORY PRACTICE STATEMENT
The study referenced in this report was conducted in compliance with U.S. Environmental Protection
Agency Good Laberatory Practice (GLFP) regulations set forth in 40 CFR Part 160.

The studies not performed by or under the direction of ATS Labs are exempt from this Good Laboratory
Practice Statement and include: characterization and stability of the compound(s).

Submitter: ao—&‘:&'t'\P Date:_ 209 {11)!04*

Sally Hayes, Agent for Viirox Technologies

Sponsor: Date:_f A3—oY4
Rhory‘ja Jones, Age |rox Technologles
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QUALITY ASSURANCE UNIT SUMMARY

Study. Quantitative Tuberculocidal Suspension Method

The objective of the Quality Assurance Unit is to monitor the conduct and reporting of non-clinical
laboratory studies. These studies have been performed under Good Laboratory Practice regulations (40
CFR Part 160) and in accordance to standard operating procedures and standard protocols. The Quality
Assurance Unit maintains copies of study protocols 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.

Critical Phase March 30, 2004 March 30, 2004
May 20, 2004
Draft Report May 20, 2004 May 20, 2004
Final Report July 19, 2004 July 19, 2004 July 20, 2004

The findings of these inspections have been reported to management and the Study Director.

Date_(2/20/0Y

=

Quality Assurance Auditor: %rﬁdb& %%W/ﬂ/
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STUDY REPORT

GENERAL STUDY INFORMATION

Study Title:
Project Number:
Protocol Number:

Sponsor:

Sponsor
Representative;

Test Facility:

Quantitative Tuberculocidal Suspension Method

AQ2040
SRC27022404.QTB
Virox Technologies

6705 Mill Creek Road Unit 4
Mississauga, Ontario LONSM4

Scientific & Regulatory Consultants, Inc.

102 1/2 South Chauncey Street
Columbia City, IN 46725-2308

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

TEST SUBSTANCE IDENTITY

Test Substance Name: ACCEL TB

Lot/Batch(s}:

Lot 2-3646-REG-US and Lot 3-3647-REG-US

Test Substance Characterization
Test substance characterization as to content, stability, efc., (40 CFR, Part 160, Subpart F [160.103]) is
the responsibility of the Sponsor.

STUDY DATES

Date Sample Received: March 11, 2004

Study Initiation Date:

March 15, 2004

Experimental Start Date: March 30, 2004
Experimental End Date: April 15, 2004
Study Completion Date: July 20, 2004

OBJECTIVE

The objective of this study was to determine the tuberculocidal effectiveness of a disinfectant following a
modification of the EPA Guidelines for the Quantitative Tuberculocidal Procedure.

2h L
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SUMMARY OF RESULTS

Test Substance: ACCEL TB (Lot 2-3G646-REG-US and Lot 3-3647-REG-US)
Dilution: Ready to use (RTU)

Test Crganism: Mycobacterium bovis - BCG (OT 451C150)

Exposure Time: 5 minutes, 10 minutes, 15 minutes and 20 minutes

Exposure Temperature: 20+1°C

Organic Soil L.oad: 5% fetal bovine serum

Efficacy Result: Two lots of ACCEL TB demonstrated efficacy against Mycobacferium bovis —
BCG at 5, 10, 15 and 20 minutes as required by the U.S. EPA for disinfectant
label claims.

STUDY MATERIALS

Test System/Growth Media

Mycobacterium bovis - BCG 451C150 7HS Broth with Tween 80 35-37°C, aerobic

The microorganism used in this study was obtained from Organon Teknika Corporation, Durham, NC.

Recovery Medium: - Middlebrock 7H11 Agar Plates

Neutralizer: Letheen Broth with 1.0% Sodium Thiosulfate
Reagents
Organic Soil Load Description: 5% fetal bovine serum (added to the organism suspension)

TEST METHOD

Preparation of Test Substance
The test substance was ready to use (RTU), as received from the Sponsor. The test substance was
used undiluted and appeared homogeneous on day of test.

Preparation of Standardized Inoculum

One loopful of the control stock organism was transferred to Middlebrook 7H9 broth with Tween 80 and
incubated at 35-37°C on a shaker until turbid (7-15 days). This suspension was then used fo make a
~10% inoculation into 7H8 broth with Tween 80 and incubated under identical conditions. On the day of
testing this fresh suspension was homogenized using a tissue grinder and held in a 2 + 2°C water bath.

1285 Corporate Center Drive, Suite 110 « Eagan, MN 55121  877.287.8378 « 651.379.5510 « Fax: 651.379.5549
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Inoculation of Test

One tube containing 9.0 mL of test substance was equilibrated to testing temperature (19.0°C). One mL
of the inoculum was added to the test substance and mixed. At time intervals specified by Sponsor (5,
10, 15 and 20 minutes), 1.0 mL aliquots of the test suspension were removed and added to 9.0 mL of
neutralizer and mixed thoroughly. This represents the 10™ dilution.

Treatment of Inoculated Test _

The population of survivors was determined by making serial dilutions of the neutralized suspension in
saline dilution blanks (10™ through 107). Ten mL of sterile saline was transferred into a 0.45um filter
membrane apparatus. Five (5) mL of the 107 dilition and 1 mL of the 102, 10°, and 107 dilutions were
added to the sterile saline in separate membrane apparatuses and gently mixed. Each mixture was
fitered through the apparatus using a vacuum pump immediately following exposure. Each filter
membrane was washed by adding 50 mL of sterile saline to the filter unit/pump apparatus.

Incubation and observation

Each filter membrane was removed aseptically from the filter unit and placed on the surface of a 7H11
agar plate. Plates were incubated at 35-37°C for 16 days in plastic bags. The survivors were determined
and expressed as colony forming units per 10 mL of test mixture. The test mixture is defined as 9 mL test
substance plus 1 mL organism suspension.

STUDY CONTROLS

Purity Control

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

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

Neutralizer Sterility Control
A representative sample of neutralizer was incubated and observed. The acceptance criterion for this
study control is lack of growth.

Subculture Medium Sterility Control
A representative agar plate was incubated and observed. The acceptance criterion for this study control .
is lack of growth.

Initial Suspension Population Control

The prepared test organism suspension was serially diluted and plated using standard microbiological
techniques. Following incubation, the organism plates were observed to enumerate the concentration
of the test organism inoculated into the test substance at the time of testing. There is no acceptance
criterion for this study control.

Static Control

A static control was included to establish the effectiveness of the neutralizer. Nine-tenths (0.9) mL of
test substance was added to 9.0 mL of neutralizer equilibrated to exposure temperature and mixed.
One-tenth (0.1) mL of the inoculum was added to this solution and was treated identically to the test
procedure. This procedure was repeated using sterile saline (saline blank control) in place of the
aforementioned compounds and data was compared to the static control. The acceptance criterion for
this study control requires the static control and corresponding population control results to be within 1.0
Log.
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Toxicity Control

A toxicity control was included to demonstrate the neutralizer's lack of toxic effect on the tesi
organisms at concentrations employed in this methed. One tenth (0.1} mL of inoculum plus 0.9 mL
diluent was added to nine mkL of the neutralizer and mixed. The toxicity control was processed as the
test substance. The acceptance criteria for this study control requires the toxicity neutralization control
and corresponding population contro results to be within 1.0 Log.

Neutralizer System Control

A neutralizer system control was included to demonstrate the effectiveness of the neutralizer in
conjunction with the washing procedure in neutralizing the test substance. Nine-tenths (0.9) mL of the
test substance was added to 9.0 mL neutralizer and 0.1 mL of sterile growth medium and mixed. This
solution was filtered and washed as the 107 dilution. The filter was inoculated with approximately 100
CFU and evacuated and plated. The accepiance criteria for this study control requires the filtration
neutralization control and corresponding population control results to be within 1.0 Log.

STUDY ACCEPTANCE CRITERIA

Test Substance Performance Criteria

If required, survival curves are constructed to determine the tuberculocidal activity of the test agent. Data
is plotted on semi-log axis as 8/8, vs. time. S, is calculated by determining the viable count of the test
organism culture for each replication, and S is the viable count at each time point for each replication.
Each ratio for time points is averaged to generate data for a survival curve.

(S Survival curves are the average of at least four separate studies in order for upper 95% confidence limits
' to be determined for each point on the curve. The value for each upper 95% confidence limit is
calculated by mulliplying the standard deviation by 1.86. The minimum time that can be claimed for
efficacy is determined by finding the point at which the average survival curve intersecis the S/5; line on
the graph which indicates the probability of one survivor.

This time also can be found by inspection of raw tabular data, locating the time at which an average of
one arganism or fewer is found. If inspection of the raw data is sufficient in determining the kill time a
survival curve is not consiructed. [f the data show at least four log,q kill of the starting population but the
survivar curve does not intersect the one survivor S/S, line on graph, the minimum time that can be
claimed is determined by extrapolating the upper 95% confidence limit curve to the one survivor line,
using the last two poinis on the 95% confidence limit curve as a basis for the extrapolation. This
extrapolation is considered valid only if the last data point demonstrates at least 99.99% (4 log) Kill.

The time established for TB efficacy claims should be in five minute increments. Where a zero survivor
point or a 95% confidence limit intercept leads to a time other than that falling on a five minute increment,
the claim is established by increasing the time up to the next higher five minute increment (e.g., If 22
minutes were a one survivor line intercept, the claim time would be 25 minutes. If an average zero point
were found at 20 minutes, the claim time would be 20 minutes.)

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

Protocol Amendment:
This protocol is amended for the following reason:

To rectify the incorrect test substance expiration date listed in the protocol, the protocol is
amended to change the expiration date from March 9, 2005 to March 8, 2005.

Protocol Deviations:
No protocol deviations occurred during this study.

DATA ANALYSIS

Calculation
Log Reduction = - Logso (Number of survivors/Number of initial population) = - Log S/S,

CFUMQ mL test mixture = (# of CFU) (Dilution Factor) (Volume of Neutralized Solution)
(Voluime Filtered)

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 original 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 amendments/deviation notifications.

All measured data used in formulating the final report.

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

Original signed pratocol.

Certified copy of final study report.

Study-specific SOP deviations made during the study.

en

Noom

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

REFERENCES
1. EPA Data call in documents, EPA Registration Division, June 13, 1986.

2. U.8. Environmental Protection Agency, Registration Division, Office of Pesticide Programs, 1982.
Subseries 91A, 91-2 (g} Public Health Uses. In Pesticide Assessment Guidelines — Subdivision G
(Product Performance).

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

For Control and Neufralization Results, see Tables 1-4

All data measurements/controls including the culture purity, static, organic soil sterility, neutralizer sterility,
subculture medium sterility, toxicity and neutralizer system confirmation controls were within acceptance
criteria.

For Test Results, see Table 5-6.

ANALYSIS

ACCEL TB, Lot 2-3648-REG-US, demonstrated a >6.80 log reduction at a 5 minute exposure, a >6.80
log reduction at 10 minutes, a >6.80 log reduction at 15 minutes, and a >6.80 log reduction at 20
minutes. Inspection of the data indicates ACCEL TB, Lot 2-3646-REG-US, demonstrated greater than
a 4.0 log kill when tested against Mycobacterium bovis - BCG and therefore a survival curve was not
constructed per EPA Guidance (Reference 1).

ACCEL TB, Lot 3-3647-REG-US, demonstrated a >6.80 log reduction at a 5 minute exposure, a >8.80
log reduction at 10 minutes, a >6.80 log reduction at 15 minutes, and a >6.80 log reduction at 20
minutes. Inspection of the data indicates ACCEL TB, Lot 3-3647-REG-US, demonstrated greater than
a 4.0 log kill when tested against Mycobacterium bovis - BCG and therefore a survival curve was not
constructed per EPA Guidance (Reference 1).

STUDY CONCEUSION

Under the conditions of this investigation, ACCEL TB (Lot 2-3646-REG-US and Lot 3-3647-REG-
US), is an effective tuberculocide at 5, 10, 15 and 20 minutes as required by the U.S. EPA for
disinfectant label claims.

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.
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TABLE 1: CONTROL RESULTS

The following results from controls confirmed study validity:

Purity Control Pure
Organic Soil Sterility Control No Growth
Neutralizer Sterility Control No Growth
Subculture Medium Sterility No Growth

TABLE 2: INITIAL SUSPENSION CONTROL RESULTS

(T-:U Mycobacterium

8
bovis - BCG 3/30/04 1.26 x 10

CFU = Colony Forming Unit
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TABLE 3: NEUTRALIZER CONTROL

Substance |

ACCEL TB,

Lot 2-3646- 2.06 x 107 ;}éig
REG-US .
Mycobacterium 6 7 -0.39
bovis - BCG 7.1x10 1.74 x 10 Pass
ACCEL TB, 0.38
Lot 3-3647- 1.70 x 107 Pass
REG-US

TABLE 4: NEUTRALIZER SYSTEM CONTROL

10 98 0.07 Pass
ACCEL TB, -3 1 12

Lot 2-3646- 10-5 0.01 Pass
REG-US 10 108 0.03 Pass

7
Mycobacterium 10 110 116 0.02 Pass

bovis - BCG ’ 107 116 0 Pass
ACCELTB 3
' 10 a6 ]

Lot 3-3647- - _ 0.08 Pass
REG-US 10 82 0.15 Pass
107 76 0.72 Pass

CFU = Colony Forming Unit
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TABLE 5: TEST RESULTS

5 minutes

10

minutes

ACCEL TB,
Lot

2-3646-

REG-
G-Us 15

minutes

20

5 minutes

10

ACCEL TB, | Minutes

Lot

3-3647-

REG-US 15

minutes

20

minutes
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* Method detection limit is < 20 CFU/M10mL
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TABLE 6: CALCULATED RESULTS

5 minutes <20 >1.59 x 107 >6.80

ACCEL TB, 10 minutes <20 >1.59 x 107 >86.80
Lot 2-3646- -

REG-US 15 minutes <20 >1.58 x 10° >6.80

20 minutes <20 >1.59 x 107 >6.80

5 minutes <20 >1.59 x 107 >6.80

ACCEL TB, 10 minutes <20 >1.59 x 107 >6.80
Lot 3-3647- -

REG-US 15 minutes <20 >1.59 x 107 >6.80

20 minutes <20 >1,50 x 107 >6.80

*S = Population at each time point.
**S, = Initial suspension population.
*** Method detection limit is < 20 CFU/10mL

1285 Corporate Center Drive, Suite 110 « Eagan, MN 55121 « 877.287.8378 « 651,379,5510 « Fax: 651.379.5549

gL s2 #

S3IDOTICNHDIL XOod | /\‘WVGO oL ‘QO—OZ—L



