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TEST FOR ADEQUACY OF THE NEUTRALIZER
OBJECTIVE

To determine an appropriate antimicrobial neutralizer system for use in a Health Care
Personnel Handwash study, HTR Study No. 03-122085-106.

TEST ARTICLES

The test articles, HTR Code A and HTR Code B were received by Hill Top Research,
Inc. on July 9, 2003, for use in this study. Test article, HTR Code C, was purchased
by Hill Top Research, Inc. on March 6, 2003.

HTR
CODE SPONSOR CODE DESCRIPTION
A Test Formulation: 3554-194 clear to slightly cloudy liquid
B Test Formulation: 3554-196 clear to slightly cloudy liquid
C Hibiclens®, Lot 4652F, Aqua plastic bottle with white cap,
Exp.: 01/2004 containing liquid
PROCEDURE

The procedure used to determine the efficacy of the neutralizer system was Standard
Test Method for Evaluation of Inactivators of Antimicrobial Agents ASTM Standard
E1054-2, “Neutralization Assay with Recovery on Solid Medium”.

Prior to washing with the test articles, subjects performed a conditioning wash using
Johnson and Johnson head to toe according to the protocol directions. The subjects
then washed their hands eleven times, three using HTR Code A and three using HTR
Code B, and three using HTR Code C according to the protocol directions. The
subjects’ hands were sampled after treatment 1, using stripping fluid with neutralizer'
according to the protocol directions and samples were discarded. Following the
sampling after treatment 1, the subjects’ hands were rinsed with tap water and dried.
The subjects also dried after treatments 2 through 10 with at least five minutes
elapsing between treatments. One hand of each subject was sampled after the 1 1%

treatment using stripping fluid with neutralizer and the other hand was sampled using
stripping fluid without neutralizer’.
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30 PROCEDURE (CONT.)

TEST A

TEST B

TEST C

TEST D

Test for Neutralizer Effectiveness

Aliquots from the subjects’ stripping fluid containing neutralizer were
removed as follows and used to test the adequacy of the neutralizer: a 10.0
mL aliquot of the stripping fluid with neutralizer was removed and placed
in a sterile tube. An additional 1.0 mL aliquot of the stripping fluid

with neutrahzer was added to a tube containing 9.0 mL of dilution fluid
with neutralizer.

A 0.1 mL aliquot of diluted broth culture of Staphylococcus aureus ATCC
6538 was added to each of the prepared tubes. The diluted culture was a

24 + 4 hour Trypt1c Soy Broth4 culture of S. aureus ATCC 6538 serially
diluted to 10 in 0.9% saline’.

In addition a replicate set of test article HTR Code C tubes was challenged
with Serratia marcescens ATCC 14756. A 0.1 mL aliquot of diluted S.

marcescens ATCC 14756 was added to each of the prepared tubes of test
article HTR Code C. The diluted culture was a 24 + 4 hour Tryptic Soy
Broth* culture of S. marcescens ATCC 14756 serially diluted to 10%in
0.9% saline’.

After mixing, a 1.0 mL aliquot from each inoculated tube was surface
plated immediately and agam at 30 minutes by distributing the 1.0 mL
across three Tryptic Soy Agar® plates in duplicate. The plates were
incubated at 25 + 2°C for 48 * 4 hours. After incubation, the numbers of
colony forming units resembling the challenge organisms were
enumerated.

Neutralizer Toxicity Control
A neutralizer toxicity control tube was prepared containing 10.0 mL
stripping fluid with neutralizer.

Test Organism Viability
A test organism viability control (numbers control) tube was prepared
containing 10.0 mL 0.9% saline.

Test Material Control
This control is required to demonstrate that the neutralizer actually did
neutralize the activity of an antimicrobial agent.

A 10.0 mL aliquot of stripping fluid without neutralizer was removed from
each subject’s glove and placed in a tube.
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PROCEDURE (CONT.)

The control tubes for B. Neutralizer Toxicity Control, C. Test Organism Viability and
D. Test Material Control were inoculated, plated, incubated, and enumerated in the
same manner as the tubes prepared for A. Test for Neutralizer Effectiveness.

RESULTS

Table 1A shows the plate counts obtained for the challenge with S. aureus ATCC 6538
and Table 1B for the challenge with S. marcescens ATCC 14756.

CONCLUSIONS

The neutralizer system is considered effective if Test A recovery population is
statistically different from the test organisms viability population (Test C) and if the
Test D recovery population is statistically less than the test organism viability
population (Test C).

The ASTM Method indicates that if the difference between two comparative means is
<0.2 log;o then the variability of the data is smaller than what is required to detect a
minimal difference detectable by the prescribed statistical test.

As the log; differences between comparatives means A vs. C,B vs. C,and D vs. C
were in all cases < 0.2 logy it can be concluded that there was no significant
difference between the comparative means, because the variability was small and the

difference between the comparative means was less than the minimal difference to be
detected.

In this study the neutralizer system adequately neutralized the test products and the
neutralizer system was found to be non-toxic.

The data analysis is presented in Table 2A for the challenge with S. aureus ATCC
6538 and Table 2B for the challenge with S. marcescens ATCC 14756.
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REFERENCES

1. Stripping Fluid with Neutralizer
The stripping fluid with neutralizer used for sampling contained 0.4 g KH,POq4, 10.1 g
Na;HPOy, 3.0 g Lecithin, 10.0g Tween 80, and 1.0 g Triton X-100 in one liter purified
water. The pH was adjusted to 7.8 & 0.1 prior to dispensing into water dilution bottles,
or other suitable containers, to yield a final volume of 75 + 1.0 mL after autoclaving at
121°C.

2. Stripping Fluid without Neutralizer
The stripping fluid with neutralizer used for sampling contained 0.4 g KH>POy,, 10.1 g
Na,HPOQ,, and 1.0 g Triton X-100 in one liter purified water. The pH was adjusted to
7.8 + 0.1 prior to dispensing into water dilution bottles, or other suitable containers, to
yield a final volume of 75 + 1.0 mL after autoclaving at 121°C.

3. Dilution Fluid: Butterfield’s Phosphate Buffer Water with Neutralizer
The dilution fluid contained 1.25 mI. AOAC Phosphate Buffer Stock*, 10.0 g Tween

80, and 3.0 g Lecithin in one liter purified water. The pH was adjusted to 7.2 £ 0.2

prior to dispensing into tubes, to yield a final volume 0f 9.0 = 0.1 mL after autoclaving
at 121°C.

4. Tryptic Soy Broth
The broth consisted of 30.0 g Tryptic Soy Broth powder in one liter purified water.
The pH was 7.3 £ 0.2. The media was dispensed into tubes and sterilized by
autoclaving at 121°C.

5. 0.9% Saline '
The saline contained 9.0 g NaCl in one liter purified water. The material was

dispensed into tubes to yield a final volume of 9.0 + 0.1 mL after autoclaving at .
121°C.

6. Tryptic Soy Agar
The plating medium contained 40.0 g Tryptic Soy Agar powder in one liter purified
water. The pH was 7.3 + 0.2. The media was autoclaved at 121°C. After autoclaving
and tempering, the media was aseptically dispensed into sterile Petri dishes,
approximately 18 - 20 mL per plate.

*The AOAC Phosphate Buffer Stock contained 34.0 g KH,PO, in one liter purified
water. The pH was adjusted to 7.2 + 0.1 prior to dispensing into bottles, to yield a
final volume of approximately 100 mL after autoclaving at 121°C.

Note: Recipes which are given as liter volumes may be prepared in greater or
lesser volumes. o
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+ ASTM METHOD E1054-02

‘M 4
TABLE 1A
- NEUTRALlZATlON RESULTS
6 ATCC (5>E  Neutralization of Product
I ? ’ ' PLATE COUNTS
ASTM (-0 mL sample over 3 plates
TEST* ARTICLE TIME Duplicate | Plate1 Plate 2 Plate 3
HTR Code A -1 immediate| 1 X 1D
: fomL Stripping Fluwd - 2 2 £
A W [ N&wf- 5 30 min ; :]L g .
Neutralized HTR (ode A-2 limmediate 1. L
Bfficacy | lomL  Stpping Flud e ? 52 ﬁ
W[ Neu-
2 [ p 1=
HrY Cde A-3 immediate ; 2 %
'; lomL Stripping TIud = 2 %
o2
)‘ “/I N&u+ min 2 kg %
, I HTR c ode immediate 1 z ~ g
L 'ML mdwlNed‘ o ? [: _47’;
f MmeL )uwl W [ Newt ' 2 3 g
A 2 (ol _ immediate 1 2_
Neut l"r‘nL C A Flud Nl Neot ‘ 2 3 ol
¥ficacy % 30 min 1 1o 3
itk L D:l wd w] Neut . 2 15
HTZ immediate 1 9 3
\mL Iudd |Noi, P12 J‘fﬁ"ﬁ
lueo] vJ ’Nud‘ 2 7 g 1.0X{o'
HTK Code B-1 immediatel 1 22:- 2 ] —
. 2 | 2.0x10°
lomL Shtmngﬂuul V\// 30 min 1 5 i") 10
. 2 %_ 3 2 1.5%I0'
' immediate 1 2 5
A g&%%"ﬁa’gz wid 2 5 i —2 Lo .
Neut Nﬂ 30 min 1 4 _(a
Effieacy | _ W[ Neut. 2 D g 5 L4XI0'
- TP Co g Y immediate| 1 72 4 4 i
| tomL @‘Huld , 2_1 4 3 1-oXlol
30 min _ 1 2. ) G
W] Nw+ 13 5 2 oxo
NA= Not apphoab1e by: INB | 08:07-03 Raw Data Reviewed BY/DaW[
. - Calculations
Calculated By/Date: It NBI 080803 Checked By/Date: f03
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TABLE 1A
) ;letl’&TRﬁ;LIZA'ITION RESULTS
| 5__-}3@_\.! oLoreUS Bureus TCC glggg est Material Contro.
PLATE COUNTS
™ |.omL sample over 3 plates
18T ARTICLE TIME Duplicate Plate1 Plate 2 Plate 3 Avg CFU/mL
HTR Code A-1 immediate 1 7 Pa) JES
19.0m L Stripping Fluid Wlo 2 4 2 i
Nwr?' 'Pp’rﬂ " 30 min 1 o) ] 2 .
— 2 Q iG]
D HTR Cocle A-2 immediate 1 2 O )

Test }lo.0mL Sﬁlpmng—ﬂu(d 2 2 4 _Q .
Material jwlo Nw+ 30 min 1 2_ g = -
Control 2 2. |

HTR Code A-2 immediate 1 3 4. 3
0-omL W 2 Z 2 3
i Stripping Flud Wlo — 1 5 ; —5—
2 4 2 2
HTR Code. B-l immediate 1 [») O 0
10.omL ing Fluel 2 o L
W {o Ngﬁ”m’ " 30 min. 1 % D &)
2 O 0 O
HIR Code B-2 - immediate 1 O O O
D lio.omL Shflppmg'ﬂutd wlo 2 0] @) O

Test | Neut. 30 min 1 [@) o 1
Material 2 ) O (&)

Control | tHR Cade B immediate 1 ) O |
[0-0mL Siﬂmng":\uzd wlo 2 ] @) D.
Neut. 130 min 1 ) O )
2 @) O )
HTR Code. C—! immediate 1 [2) O _ o
10-0mL Stripping Flutd wo : 2 Jo) o /
Neut. 30 min 1 O / (@)
2 10O o 1o
HIR Code C-2  [immediate} - 1 o / (@)
D lisomt Smppmg'Flmd wlo 2 O o is)

Test | ot 30 min 1 0 o N
Material 2 Q 0 o
Control TR (ode C+2 immediate 1 [@) o] @)

lo-omL Smpp)vg’Fluwi wlo 2 @) @) o
Newt. 30 min 1 0. "0 O
2 @) &) O ~1</-0X10°
: C
NA= Not applicable ounted by. JB |08-07:03

Raw Data Reviewed BY/Date; ﬁ%z G4

Celculations
Checked By/Date:

SL4/ 501
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TABLE 1A
NEUTRALIZATION RESULTS .
i m"' Ph viococens aureus BICC /53K Neutralizer Toxicity & Numbers Controf
' PLATE COUNTS
ASTM _1:6-mL sample over 3 plates
TEST ARTICLE TIME Duplicate| Plate1 | Plate2 Plate 3
Voxicity —1 immediate 1 3 5
/. ,fglly Sﬁw‘fﬁ;ﬁmﬂ M/{A et e f _% '145 -
/ DML ot F)
B W/ Newt “ 2 [ 2 b | o
Neutralizer 7— -7 immediate 1 ) 8] %_ T
e oxic =
T VomL Siipang Fied i 2 L
/fh‘v WmL D%-ﬁ 30 min 1 b} 4 i
T)OC/% 3 immediate 1 7
/amz s""’,?’} _F"—';‘.—’/w/ Vet f g : 5/
tren Flucl -
“ 2 2 A q 1210
immediate 1
2
- 130 min 1 i
2
B immediate 1
Neutralizer] L—7 1 _
Toxicity n 1
2.
’ immediate 1.
‘ 2
/ 30 min 1
2
# -/ immediate . 1 5 4 9
. 2 3 7 -7
0.0m L S'a//;ze, e - > T 2
. 2 2
C #_ -2 immediate 1 % él’ 3
Numbers . 2 3 2 2
.Control 10.0mL $3)ine 30 min 1 4- % (o
- 2 4
# - 3 immediate 1 ; b
. 2 -] '
0.0
10-0mL 52/’” € 30 min 1 ‘3 8 %
7 . 2 4 {/ 2
Counted by: INB 08.07:03
NA= Not applicable ) Raw Data Reviewed BY/Date: %Z g4
Calculations
Calculated By/Date: TP{BI DZ'OK JG) Checked By/Date: 5&#[ ¥~8'03
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TABLE 1A
6+' NEUTRALIZATION RESULTS
82%'!%&94:5 3ureus (528 Neutralization of Product
PLATE COUNTS
ASTM 1.0 mL sample over 3 plates
TEST" ARTICLE TIME Duplicate| Platet Plate 2 Plate3 |Avg CFl
HTR Cede Bo-l immediate 1 2 Tﬁ
|-omL Stripping Flucl Wl Newh. |__ 2 | X 3 B.0:
P Q.Omel) Wl W] Neud. |30min 0 z’;
Neufralizer ‘HTZ C ade, fB_ immediate 1 .
[FEY |).omL ShppindFluid W] Neut . 2l L
into . omL“Dtluh;?Hud W Net,  |0™" ; :15:
HTE Code, B-> immediate 1 2
(-omL S-mpr 'FmdwlNeaﬂ' _ 2 ]
intoq-0mL DilkkOAFiuid WlNect: |30min L1 %
HTE Code C-1 immediate 1 2 4- * _.5‘
- 110.0mL oy , : ' 2 2. . ‘
m anppmg'F‘lua( VI{ Neu:f‘ — —rE= % - 3:4
2 [ T te-"] 4
NA HTR C%qfe -2 " ,dw/Neer immediate 12 %3 15 ! 42"
eut 115.0mL Sir u l .
fficacy ‘qu i 30 min 1 7 ‘5; "% ik
2 > >)
HTR.. Code. C-3 immediate 1 2 4 |
2 2 2 |
10-0mL Strigping Fluid wiNeith. b - = 2 L.
2 " T
HTR Code C-| immediate 1 ~ A 33
]f omL Stripp! "Flu(va[Nebd' 2 | 2 Q
|n+a QOmL DilckonFlued w| - |30 min 1 TN b lo
2 2 .
: C‘gﬁ immediate 1 % F7 q
A llomL Flugw| Neut. 2 9 I Io 4.0
Neut pm'b‘l OmL %9 )ﬁwﬂ:luld w| 30 min 1 24 ¥ I~ . -
Efficacy : 2 | 25 K 58 X1
HTQ (w C- immediate 1 7 16 b
Lol Shrigp ’Fucdw[Nw{- 2 G T % KT
- |inko CiOmL “o!l cm‘Fluw( w| [30mn 7 3 b
i Neut _ 2 Z 5 4 .41

JA= Not applicable

Calculated By/Date:

Counted by JTNB 08:07:03

TNBI 0%-08-03

Raw Data Reviewed BY/Date; 2/

"Calculations

Checked By/Da-te: SH )
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| TABLE 1B
NEUTRALIZATION RESULTS
Serratia marcescens ATCC 14750 Neutralization of Product -
| PLATE COUNTS
ASTM 1.omL sample over 3 plates
TEST* ARTICLE TIME Duplicate| Platet Plate 2 Plate 3  |Avg CF!|
HTR Cocle C-1 immediate 1 0 c3 % ..
jomL %i*nppmg F\md "2 Py A o TR ST
' w | Neut. 30 min 1 T4 T4 L
@A 2 Wy 1Y - ey 18X10%
Neutralize TR Code C-2 immediate 1 1 g1 34
Efficacy 110 mL Stripping Flud : 256 €2 G 02
w{ Neut. 30 min 1 6% TXs 26
2 22 73 ¢
HTR Code c- 3 immediate] 1 .Z 2. 53 60
[OmL Sy i 2. 7 76 Jé
W [Neut- PP "3 ud 30 min 1 =/ ‘o N
2 3 69 66
[ HTR Code. C-1 immediate] 1 " 2
o~ - 1-omL Stripping Fluid N]Neu&' - 2 _ 14 jg Ja% '
o fnte 4.0mL %P;uhcm'FluLd w[ Neut. {30 min 1 5% 1 1
2 12 5% 4
A HTR Code C" immediate 1 14 o4 K
Neut N omL Srypang Fluid | Neut , I e
fficacy |into G.omL 'Du? on Fluid w| Neut. |30 min ; ) A %‘1—
| immediate 1 % % i 54
| IOML Sm in 'F\mwlw ' 2 7 55 5
| It G.0m LD whon'F\uld wiNeut. [30min 1 1% 59
1 2 (o 59 15
| immediate| - 1
| 2 ‘
| 30 min 1 : — ,
. 2 / o
- immediatel—r" |
A 2
Neut 30 min 1
Efficacy : 2.
immediate 1
2
] 30 min 1
2
¢ by s - 0%:06:03 -
7™ A= Not applicable ouned by WB‘ ® 08:0 Raw Data Reviewed BY/Date;
I | e i Caleulations_



NA= Not applicable

Counted 87/06463 WS [8’5"03
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TABLE 1B .
NEUTRALIZATION RESULTS ..
‘ M&‘ marcescens ATCC 14751 Neutralizer Toxicity & Numbers Control
PLATE COUNTS
ASTM .mL sample over 3 plates
TEST ARTICLE TIME Duplicate| Plate1 Plate 2 Plate 3 |Avg CFU/n
Toxictty | d l immediate 1 S 02 298 4
1.0mL Shrippirg Fiuwd W| Neut. : 2 48 ! £7 3.2x10%
into 4omL g?luy%on?luw w/[Neat{ 30 min 1 A 20 i/
B 2 | gL 62 % - 11.8x0%
Neutralizer Toxiciiu —2 . immediate| 1 5 ) o
Toxicity l.omgy; gy Flucd w] Neat 2 63 25 /03 2.0X10%
m{'oQ-OmL Egamon'ﬂwd W’ 30 min 1 E/& SY SR
Neut. 2 53 ) 62 1-Lxjo*
Toncty-3 . immediate 1 e3 55 XA
oL Stripping Fiutd W] Neut. 2 Y] ¢3 70
o A.0mL Dilichon Flud 30 min 1 b2 65 b7
w| Neut 2 | Se 63 $3 1.Bxjo%
immediate 1
2
30 min 1
2 .
B immediate 1 /-‘ ’
Neutralizer |2
Toxicity N |1 |
2.
immediate 1 L h
2 ]
) 30 min 1
/ 2
- [immediate 1 12 (7 o6 1IN
0.0mL Sal, 2 Fﬁ-r 71 6 50 L4xi0*
OmL daline 30 min 1 22 {2 g2
2 of | S¢ 60 2.0)0*
C *-2 immediate 1. 6% -2/ 63 :
Numbers . ' 2 So oy 2 14x10*
Controt | 10-0ML Saline 30 min 1 od ST én i
2 b 52_5 Ry \ 450>
'HF‘ ) immediate 1 &5 55 . e3
. 2 2l 69 o {L§YID%
lo.0mL Salme 30 min 1 72 58 ﬁ
2 37 [ $8 1 4x10%
EQwns 8-6-03

s

Raw Data Reviewed BY/Date;

Calculations
Clicuhoud Dy/Dals. -

54\1‘3.



P P S
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Covnted By/Date: Ts §-6-03
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TABLE 1B
. NEUTRALIZATION RESULTS -
Serratis marcescens Awce 1475,  Test Material Control
| PLATE COUNTS
™ __mL sample over 3 plates .
18T : ARTICLE TIME Duplicate Plate1 Plate 2 P=late 3 Avg CFUir
WTE Code C-| immediate 1 el 273 fj .
10. Stripping Fluld 2 |6y | -
%f:"ﬁwfw "3 30 min 1 25 3/ 25
’ 2 3/ F2 23
D HT@ Code. C-2 immediate 1 72 &9 &3
Test 1i0.0mL Strupping Pud : 2 33 22 b2
Material wlo Neut. 30 min 1 25 29 25
Control 2 2.9 Yo 39
HTR Code. C-3 immediate 1 & 23 3Y
0. wina Fluc 2 27 2L 21
‘w‘i;‘“‘&fdi”m"ﬁ luad 30 min 1 2 5 7
: 2 5 < 7
l immediate 1
. 2
S 30 min 1
: 2
immediate 1
D 2 L
Test N*% 30 min A
Material 2
Control immediate 1
! 2
130 min 1
2
mmediate] 1
2
30 min 1
1. 2 .
immediate 1 /
\ D 2
» Test o
Material 2
Control 1
2
1
-y . 2

Raw Data Reviewed BY/Date! %

Calculations
T Phackad RufNate:

<fiLl %S
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TABLE 2A
Page1or6
ANALYSIS OF NEUTRALIZATION STUDY DATA
Test organism: Staphylococcus aureus ATCC 8538
ASTM Product Replicate | Sample | Number of Survivors
Test Code Time Min | [CFU/mL Log Cfu/ML
A HTR Code A 1 0 3.60E+01 1.5563 Mean n
in 10 mi 2 0 9.00E+00 0.8542 A 1.1797 . 6
Stripping 3 0 7.00E+00 0.8451 C 1.1167 6
fluid wf 1 30 4.40E+01 1.6435 Diff 0.0630
neutralizer 2 30 1.20E+01 1.0792
3 30 1.00E+01 1.0000
B Toxicity 1 0 8.50E+00 0.9294 Mean
2 0 1.10E+01 1.0414 B 1.0752 6
3 0 1.50E+01 1.1761 C 1.1167 6
1 30 1.20E+01 1.0792 Diff -0.0414
2 30 1.40E+01 1.1461
3 30 1.20E+01 1.0792
o] Numbers 1 0 1.80E+01 1.2553
Control 2 0 7.00E+00 0.8451
3 0 1.70E+01 1.2304
1 30 1.30E+01 1.1138
2 30 1.20E+01 1.0792
3 30 1.50E+01 1.1761
D HTR Code A 1 0 6.00E+00 0.7782 Mean :
inf0ml 2 0 4,50E+00 0.6532 D 0.7818 6
Stripping 3 o} 8.50E+00 0.9294 c 1.1167 6
fluid w/o 1 30 3.00E+00 0.4771 Diff -0.3349
neutralizer 2 30 9.50E+00 0.9777
3 30 7.50E+00 0.8751
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ANALYSIS OF NEUTRALIZATION STUDY DATA

TABLE 2A

Final Report

Test organism: Staphylococcus aureus ATCC 6538

ASTM __ |Product Replicate | Sample | Number of Survivors
Test Code Time Min | [CFU/mL Log Cfu/ML
A HTR Code A 1 0 1.60E+01 1.2041
in 1.0 mi 2 0 1.00E+01 1.0000
Stripping Fluid 3 0 6.50E+00 0.8129
w/ neutralizer 1 30 1.40E+01 1.14861
+9.0mL of Diin. 2 30 1.20E+01 1.0792
Fluidw/ neutrali; 3 30 1.00E+01 1.0000
B Toxicity 1 0 8.50E+00 0.8204
2 0 1.10E+01 1.0414
3 0l 1.50E+01 1.1761
1 30 1.20E+01 1.0782
2 30 1.40E+01 : 1.1461
3 30 1.20E+01 1.0792
C Numbers 1 0 1.80E+01 1.2553
Control 2 0 7.00E+00 0.8451
3 0 1.70E+01 1.2304
1 30 1.30E+01 1.4139
2 30 1.20E+01 1.0792
3 30 1.50E+01 1.1761

Page 20f &

Mean n
A 1.0404 6
C 1.1167 6
Diff -0.0763

Mean

B 1.0752 6
C 1.4167 <]
Diff -0.0414
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ANALYSIS OF NEUTRALIZATION STUDY DATA

TABLE 2A

Test organism: Staphylococcus aureus ATCC 6538

ASTM __ |Product Replicate | Sample | Number of Survivors
Test Code Time Min | {CFU/mL* _lLog Cfu/ML
A HTR Code B 1 0 8.00E+00 0.9031
in10ml 2 0 1.10E+01 1.0414
Stripping 3 0 1.00E+01 1.0000
fluid w/ 1 30 1.50E+01 1.1761
neutralizer 2 30 1.40E+01 1.1461
3 30 9.00E+00 0.9542
B Toxicity 1 0 8.50E+00 0.9294
. Control 2 0 1.10E+01 1.0414
3 0 1.50E+01 1.1761
1 30 1.20E+01 1.0792
2 30 1.40E+01 1.1461
3 30 1.20E+01 1.0792
C Numbers 1 0 1.80E+01 1.2553
Control 2 0 7.00E+00 0.8451
3 0 1.70E+01 1.2304
1 30 1.30E+01 1.1139
2 30 1.20E+01 1.0792
3 30 1.50E+01 1.1761
D HTR Code B 1 0 1.00E+00 0.0000
in10 mi 2 0 1.00E+00 - 0.0000
Stripping 3 0 1.50E+00 0.1761
fluld wlo 1 30 1.00E+00 0.0000
neutralizer 2 30 1.00E+00 0.0000
3 30 2.00E+00 0.3010

*Values <1.0 are entered as 1.0

Page 3 of 6

Mean

Diff

Mean

Diff

Final Report

n
1.0368 6
1.1167 <]
-0.0798
10762 . 6
1.1167 6
-0.0414
0.0795 6
1.1167 6
-1.0372
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ANALYSIS OF NEUTRALIZATION STUDY DATA

TABLE 2A

Test organism: Staphylococcus aureus ATCC 6538

ASTM Product Replicate | Sampie | Number of Survivors
Test Code Time Min | |CFU/mL.__|Log Cfu/ML
A HTR Code B 1 0 8.00E+00 0.9031
in1.0ml 2 0 1.30E+01 1.1138
Stripping Fluid 3 o] 8.00E+00 0.9031
w/ neutralizer 1 30 1.20E+01 1.0792
+9.0mL of Dil, 2 30 1.60E+01 1.2041
Fluidw/ neutrali 3 30 2.00E+01 1.3010
B Toxicity 1 0 8.50E+00 0.9294
2 0 1.10E+01 1.0414
3 0 1.50E+01 1.1761
1 30 1.20E+01 1.0792
2 30 1.40E+01 1.1461
3 30 1.20E+01 1.0792
Cc Numbers 1 0 1.80E+01 1.2553
2 0 7.00E+00 0.8451
3 0 1.70E+01 1.2304
1 30 1.30E+01 1.1138
2 30 1.20E+01 1.0792
3 30 1.50E+01 1.1761

Final Report
Page 4 of 6
Mean n
A 1.0841 6
(o4 1.1167 6
Diff -0.0326
Mean
B 1.0752 6
o4 1.1167 6
Diff -0.0414
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ANALYSIS OF NEUTRALIZATION STUDY DATA

TABLE 2A

Test organism: Sfaphylococcus aureus ATCC 6538

ASTM

Product Replicate | Sample | Number of Survivors
Test Code Time Min | [CFU/mL _|Log Cfu/ML
A HTR Code C 1 0 9.50E+00 0.9777
in 10 ml 2 0 3.80E+01 1.5798
Stripping 3 0 6.50E+00 0.8129
fluid w/ 1 30 1.20E+01 1.0792
neutralizer 2 30 1.60E+01 1.2041
3 30 9.00E+00 0.8542
B Toxicity 1 0 8.50E+00 0.9294
Control 2 0 1.10E+01 1.0414
3 0 1.50E+01 1.1761
1 30 1.20E4+01 1.0792
2 30 1.40E+01 1.1461
3 30 1.20E+01 1.0792
c Numbers 1 0 1.80E+01 1.2553
Control 2 0 7.00E+00 0.8451
3 0 1.70E+01 1.2304
1 30 1.30E+01 1.1139
2 30 1.20E+D1 1.0792
3 30 1.50E+01 1.1761

Final Report
Page5 of 6
Mean n
A 1.1013 6
C 1.1167 6
Diff -0.0153
t-testp-vali  0.9048
Mean
B 1.0752 6
C 1.1167 6
Diff -0.0414
t-test p-vall  0.5689



HTR Study No. 03-122085-106

ANALYSIS OF NEUTRALIZATION STUDY DATA

TABLE 2A

Test organism; Staphylococcus aureus ATCC 6538

ASTM Product Replicate | Sample | Number of Survivors
1Test Code Time Min } |{CFU/mL ___ |Log Cfu/ML
A HIR Code C 1 of| 1.00E+01 1.0000
in1.0 ml 2 0 4,00E+01 1.6021
Stripping Fluid 3 0 1.90E+01 1.2788
w/ neutralizer 1 30 1.80E+01 1.2041
+9.0mL of Diln. 2 30 5.80E+01 1.7634
Fluidw/ neutrali; 3 30 1.40E+01 1.1461
B Toxicity 1 0 8.50E+00 0.9294
2 0 1.10E+01 1.0414
3 0 1.50E+01 1.1761
1 30 1.20E+01 1.0792
2 30 1.40E+01 1.1461
3 30 1.20E+01 1.0792
(o] Numbers 1 0 1.80E+04 1.2553
2 0 7.00E+00 0.8451
3 0 1.70E+01 1.2304
1 30 1.30E+01 1.1139
2 30 1.20E+01 1.0792
3 30 1.50E+01 1.1761

Page 6 of 6

Mean

Diff

Mean

Diff

1.3324
1.1167
0.2157

Final Report
n
6
6
1.0752 6
1.1167 6

-0.0414



HTR Study No. 03-122085-106 Final Report

TABLE 2B
Page 1or2
ANALYSIS OF NEUTRALIZATION STUDY DATA
Test organism: Serratla marcescens ATCC 14756
ASTM [Product ﬁﬁepncate Sample | [Number of Survivors
Test Code Time Min} |CFU/mL __[Log Cfu/ML
A HTR Code C 1 0 2.10E+02 2.3222} Mean n
in 10 m! 2 0 1.80E+02 2.2553 A 2.2943 6
Stripping 3 0 1.70E+02 2.2304 o 2.2786 6
fluid w/ 1 30 1.80E+02 2.25853 Diff 0.0157
neutralizer 2 30 2.40E+02 2.3802
3 30 2.10E+02 2.3222
B Toxicity 1 0 3.20E+02 2.5051 Mean
2 0 2.00E+02 2.3010 B T 2.2999 6
3 0 1.90E+02 2.2788 C 2.2786 6
1 30 1.80E+02 2.2553 Diff 0.0214
2 30 1.60E+02 2.2041
3 30 1.80E+02 2,2553
C Numbers 1 0 1.90E+02 2.2788
Controf 2 o 1.80E+02 2.2788
3 0 1.80E+02 2.2553
1 30 2.00E+02 2.3010
2 30 1.90E+02 2.2788
3 30 1.90E+02 2.2788
D HTR Code C 1 0 2.00E+02| . 2.3010 Mean
intomt 2 0 1.90E+02 © 22788 D 1.9456 6
Stripping 3 0 8.80E+01 1.9445 C 2.2786 6
fluid wio 1 30 8.40E+01 1.9243 Diff -0.3329
neutralizer 2 30 8.40E+01 1.9243
3 30 2.00E+01 1.3010




HTR Study No. 03-122085-106

ANALYSIS OF NEUTRALIZATION STUDY DATA

TABLE 2B

Test organism: Serratia marcescens ATCC 14756

ASTM

Product Répﬁcate Sample | {Number of Survivors
Tost Code Time Min| ICFU/mL __ |Log Cfu/ML
A HTR Code C 1 oj! 1.80E+02 2.2583
in1.0ml 2 0|| 1.70E+02 2.2304
Stripping Fluid 3 0]t 2.50E+02 2.3979
w/ neutralizer 1 30 1.90E+02 2.2788
+9.0mL of Diin. 2 30}] 2.00E+02 2.3010
Fluidw/ neutralizer 3 30|| 2.00E+02 2.3010
B Toxicity 1 0} 3.20E+02 2.5051
2 0j| 2.00E+02 23010
3 0|1 1.90E+02 2.2788
1 30 1.80E+02 2,2553
2 30{] 1.60E+02 2.2041
3 30 1.80E+02 2.2553
c . Numbers - 1 0]} 1.90E+02 22788
Contral 2 0| 1.90E+02 2.2788
3 0|} 1.80E+02 2.2553
1 30{| 2.00E+02 2.3010
2 30{| 1.90E+02 2.2788
3 30l1 1.90E+02 2.2788

Page 2 of 2

Mean

Diff

Mean

Diff

Final Report

n
2.2841 6
2.2786 6
0.0155
2.299¢ 6
2.2786 6
0.0214



