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PRODUCT IDENTITY
BSTI 1:16 Disinfectant Spray
NoviGuard RTU Spray

" May 16, 2001 ~ 24 Hour

N
May 18, 2001 - 72 Hour
May 23, 2001 ~ 7 Day
May 30, 2001 - 14 Day
May 30, 2001 ~ Repeat 24 Hour
June 13, 2001 - 28 Day

BioShield Technoiogies, Inc.

This study was not performed under
EPA Good Laboratory Practice Regulations
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Jest Sysiem Growth Hvieds

Pseudamonas aeruginosa ATCC# 15442 - Tryptic Soy Broth - Incubate at 35-37°C
~The microorganism used in this study was obtained from the American Type Culture
Collection, Manassas, Virginia.

Recovery Media
Neutralizing Subculture Medium: Letheen Broth
Agar Plate Medium: Trypticase Soy Broth

Test Method

Carriers:

Approximately 75 x 25 mm glags slides were placed in glass 250 m! beakers and
sterilized at 121°C for 15 minutes. Individual sterile plastic petri dishes were matted with
filter paper. Four stenile glass slides were transferred into cach of the matred petri dishes.

Medication:

The carriers were allowed to equilibrate to ambient tempersture prior to medication.
Each carrier was then treated at 4-6™ from the carrier. The surface was sprayed for three
seconds at which point the carriers were completely wet. The carries were allowed to air
dry under a fume hood until sclution was completely evaporated.

Holding Periods:
These carriers will be held for periods of 24 hows, 72 hours, 7 days, 14 days, and 28
days.

Preparation of Test Organism:

A 24 hour broth culture of P. aeruginosa was prepared. Two ml of this culture was
applied to the surface of two TSA plates and incubated at 37 °C for 44-48 howrs. 3 ml of
sterile 0.9% saline solution was applicd to cach plate. Thig solution was recovered and
vortex mixed until uniformly turbid. A 1:50 dilution was made in sterile 0.9% galine

solution.

Carrier contamingtion:

After the specified holding time, 0.01 mi (or 10ul) of the test organism suspension was
added to the designated glass coupon at staggered intervals and spread evenly over
surface. The test organism was allowed to contact the product residue for a fifleen
minute exposun: time at ambient temperature.

Subculture:

Following the fificen minute exposure period, each carrier was transfemred at identical
swaggered intervals to 40 ml of letheen broth and vortex mixed for one minute. The
number of survivors from each carrier was determined by standard pour plate method
done on the above letheen broth in the casc of the treated carmiers, The control carriers
were serially diluted in 0.9% sterile saline solution and pour plated.
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All subculture plstes and tubes were incubated for 48 hours at 37 °C. Following
incubation, the subculture plates and tubes were visually examined for growth, The
colomes present on each plate were counted and recorded and the number of colony
forming units, or CFU, present on cach carrier or into each suspension was calculated.

Neutralization Confirmation:

No ncutralization confirmation was performed in this experiment, as it is known that
letheen broth neutralized BSTI products. In addition, letheen broth was demonstrated to
neutralize the NoviGuard product by ViroMed laboratories.

Study Acceptance Criteria:
The EPA requires the results to show a bacterial reduc
paralie] control.
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Calculations:
The colonies present on each plate werc counted and recovered and the number of CFU

present oo each carrier or in each suspension was calculated.

% reduction = [(A-B)/A] x 100

where:
A ™ CFU/carrier average of the number of survivors on the control camers
B = CFU/camrier average of the number of survivors on the test carviers

Results
salitative Growth Results (48 Hours from instiation)
[ _Sample 24 Howr 72 How 7 Day 14 Day 28 Day |
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Quantitative Results:
‘Carrier# 24 Hour 72 Hour 7 Day 14 Day 28 Day
1 i 1.81x10° 6.00x10° | 1.333x10° | 4.00x10° 1.87x10° .
2 1.46x10° 4.00x10" | 6.67x10° 433x10° 2.93x1¢°
3 1.47x10° 4.67x10" 1.00x10° 2.13x10° 2.00x10°
Avemge | 114xi0° | 489107 [ 1.00x10° 349x10° | 227107
NoviGuard Carrier i
Carrier # 24 Hour 72 Hour 7 Day 14 Day 28 Day
t <1 <1 «1 <3 <]
2 <I <1 <1 <1 2.67x10°
3 <i <1 <1 <] 1.47x10°
_ Average <] <] <] <1 <5.79x%10
Calculatod Reduction Values:
NeaviGusrd
Time Control Carrier |  Treated Carrier % Reduction
24 hours 1.14x10° <} ‘-;999999%
72 hours 4..9!!0. <] m'm
7 days 9.99x10" <] >99 99909
14 days 3.49x10° <1 >99.9999%
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Qualitative Results _
Sample 24 Hour
Control + 4 b
BSTI Sroa
NoviGuard i
_ Quantitative Results
Carrier # Contro] BSTI | NoviGuard
{ 2.53x10° <1 <1
2 34710 <1 <1
3 2.00x10° <} <1
Average 20710’ <1 <l
Caloulsted reduction values
NoviGuard Catriers |
Time Control Carrier | NoviGuard Treated % Reduction
24 hours 2.07xi0° <l 99.5999%
Conclusion;

Under the conditions of this study, NoviGuard performed at or above EPA standards at
24 hours, 72 hours, 7 days, 14 days, and 28 ’ T



