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ITH BN Tz,

AYEERE 3-8 R i2-F+7 g (3-Hydroxy-2-naphthoic acid) Di&
BB O ONZH D AT 28 I3 7.

Higik ¢ 5 27 = 2-Naphthol) (&> Titke b U 7Bk 5O
Nasayi X’m”ﬁ}ﬁ“ﬁ@i@@ RRERBR TR LS STV 5.

Bk TdhH A7 &% L2 (Naphthalene), a-F7F 7 I (o
-Naphtylamine) ii(,HLn’\iHB"l ROV ARERBR B, 17 b
4- A VR B b U 7 A (1-Naphthol-4-sulfonic acid sodium salt) {3H0E %

WA EIFZRE R A L U'CHL 2 B - e B 5l T MEE)
DEEN S -T2,

£ 72, BB RO MNPCE HEBUARE, BIZR 2R MERP O PCE I RT —
2 OEFEN (Appendix 8) TH Y, oM BRIZ+H072MIGE R LTz
Zehh, REBROEEREG T CREaN LTS,

PLEORBERENS, ARBEEGTIZBWT 3- FadioF7 hofig

D= 7 AT B/ MEOFERME, ThbbReaAOERE 2V LEERE
BT 7P NE D EHIE LT
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Figure 1. Dose-effect relationship for 3-Hydroxy-2-naphthoic acid obtained
in the micronucleus assay[male mice receiving two doses]
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Table 1. Mortality in the dose-finding study with 3-Hydroxy-2-naphthoic acid Exp. No. 7817 {(115-182)
[male mice receiving two doses]

_ZZ-

Compound Dose Animal  Time after the administration =~ == Mortality
(mg/kg) {D-No. 0h 1h 23.5 h 24 v 25 h 48 h
Test substance 240 1101 live live live live live live 0/ 3
1102 live live live live live live
1103 live live live live live live
343 1201 live live live live live live 0 / 3
1202 live live live live live live
1203 live live live live live five
430 1301 live five live live live live 0/ 3
1302 live live live live live live
1303 live live live live live live
700 1401 live live live live live live 1/ 3
1402 live live live live dead
1403 live live live live live live

*  just after the second dose
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Table 2. Mortality in the dose-finding study with 3-Hydroxy-2-naphthoic acid Exp. No. 7817 (115-182)
[female mice receiving two doses]

Compound Dose Animal - ~ Time after the administration Mortality
{mg/kg) {D-No. 0h 1h 23.5 h 24 h* 25 h 48 h
Test substance 240 2101 live five live live live live 0/ 3
2102 live live live live live live
2103 live live five live live live
343 2201 live live live live live live 0/ 3
2202 live five live live iive live
2203 live live live live live live
490 2301 live live live live live live 0/ 3
2302 live live live live live live
2303 live live live live live live
, 700 2401 live live live live live live 0/ 3
o 2402 live live live live live tive
w

2403 live live live live live live

* 1 just after the second dose
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Table 3. Micronucieus assay with 3-Hydroxy-2-naphthoic acid Exp. No. 7817 (115-182)
[male mice receiving two doses]

Number Frequency Range of Ratio of
Compound Dose of of MNPCE [%] MNPCE/2000PCE PGE [%]
(mg/kg) animals {Mean = S.D.) (Min - Max) (Mean = $.D.)
0.5 w/vh ¥C a) 0 5 0.18 £ 0.04 3- 5 534 x 7.1
Test substance 125 5 0.26 = 011 3- 8 56.6 = 10.4
250 5 0.28 =+ 010 4- g 5.1+ 9.4
500 5 019 £ 011 1~ 6 58.4 = 9.9
MMC b) 0.5 5 0.97 &£ 0.12 % 16 - 22 460 = 7.7
H
3\; Significant difference from control : Kastenbaum and Bowman #p <0.025

a): Negative control (0.5 w/v% Methylceliulose solution)
b): Positive control (Mitemycin C)




_SZ-

An-pyo Center

12573 Page 1

Exp.. No. 7817 (115-182)

Appendix. 1 Body weight in the dose-finding study with 3-Hydroxy-2-naphthoic acid
Imale mice receiving two doses]
Body weight of each period (&)
Compound Dose Animal Gain a)
(mg/ke) 1D-No. Received Allocated Dead Sacrificed (2
Test substance 240 1101 22.9 26.2 26.5 0.3
1102 23.1 25:9 25:7 =0.2
1103 7244 21.4 27.9 0.5
Mean = 8D 2354 08 265+ 08 26,7+ 14 0.2 % 04
343 1201 21.8 26:1 24.8 1.3
1202 23.0 25.1 24.1 -1.0
1203 234 26.7 267 0.0
Mean = S0 227 % 08 262 %05 254 & 10 0.8+ 01
490 1301 23.8 271.2 265 0.7
1302 227 26.0 24.7 =13
1303 221 25.8 24.5 =1.3
Mean £ 8.0 220 % 0.9 263 % 0.8 257 % 100 1+ 03
700 1401 23.7 26,7 7253 =14
1402 216 25.5 24.1
1403 231 26.5 253 =1:2
Mean £ S.D. 228 % 11 262 % 0.6 25.3 = 0.0 o3 0

a) - Gain=sacrificed—allccated
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Appendix. 2. Body ‘weight in ‘the dose-finding study with 3-Hydroxy-Z-naphthoic acid Exp - No. 7817 (115-182)
[female mice receiving two doses]

Body weight of each period {(g)

Compound Dose Animal Gain a)
{mg/ke) {D-No. Received Allocated Sacrificed &)
Test substance 240 2101 17.6 19.9 19.5 0.4
2102 19.3 21.6 21. 4 ~0,2
2103 18.7 20.1 19.8 ~0.2
Mean = 5.D. 185 % 09 2053 .09 7203 % 10 “0.3.x 01
343 2201 18.4 19.6 18.5 =11
2202 206 219 22.0 01
2203 18:1 19:9 20.7 0.8
Mean =+ S0 19.0 1.4 205 .+ 1.3 2004 .+ 1.8 e U B B B
490 2301 18.3 20.4 122 ~8.2
2302 19.6 213 198 =15
2303 18.5 19.4 19.7 0.3
Mean + 8. D. 188+ 07 204+ 1.0 17.2 % 4.4 -3.1 % 4.5
700 2401 i8.3 214 19. 4 =1.7
2402 20.8 22.0 207 =1.3
2403 18:8 19.4 18:6 0.8
Mean + 5.D. 193+ 1.3 2008+ 1.3 196 1.1 =13+ 0.5

a). - ‘Gain=sacrificed—allocated
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Appendix 3. Clinical observations in the dose-finding study with 3-Hydroxy-2-naphthoic acid Exp. No. 7817(115-182)
fmale mice receiving two doses]

Compound Dose Animat Time after the Ist administration

(mg/kg) 1D-No. 0Oh 1h 23.5 h 24 K* 25 h 48 h
Test substance 240 1101 normal normal normal normal normal normal
1102 normal normal normal normat normal normaf
1103 normal normal normal normal normal normal
343 1201 normal normal normal normal norma! normal
1202 normal normal normal normal normal normal
1203 normal normal normal normal normal normal
430 1301 normal normal normal P normal normal
1302 normal normal normal P normal normal
1303 normal normal normal normal normal normal
i 700 1401 14 normal normal P P normal

i,’ 1402 P normal normal P dead
! 1403 P normal normal P normal normal
P Prone position

* . just after the second dose
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Appendix 4. Clinical observations in the dose-finding study with 3-Hydroxy-2-naphthoic acid Exp. No. 7817(115-182)
[female mice receiving two doses]

Compound Dose Animal Time after the 1st administration
{mg/kg) 1D-No. 0h ih 23.5 h 24 h* 25 h 48 h
Test substance 240 2101 normal normal normal normal normal normat
2102 normal normal normal normal normal normal
2103 normal norma! normal normal normal normal
343 2201 normal normal normal normal normal normal
2202 normal normal normal normal normal normal
2203 normal normal normal normal normal normal
430 2301 norma! normal normal P normal notrmal
2302 normal normal normal P normal norma!
2303 normat normal normal P normal normal
! 700 2401 P P.DLA normal P nermal norma
g 2402 normal normal normal P normal normal
' 2403 P normai normal P normal normal
| P . Prone position

DLA © Decrease in locomotor activity
* . just after the second dose
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Appendix 5. Frequency of MNPCE -in mice treated with 3-Hydroxy-2-naphthoic acid Exp. No. 7817 (115-182)
[male mice receiving two doses]
Compound Dose Animal Animal Animal Animal Animal
{mg/kg) 1D=No. 1D-No. i1D-No. 1D-No. {D-No.
0.5 w/vh NC a) 0 3001 3002 3003 3004 3005
WNPCE (%) 0.15 0.15 0,20 0.15 0.25
[PCE%] {56.8] [ 47.0] [ 45.8] [ 62 8] [ 54.5]
Test substance 125 3101 3102 3103 3104 3105
MNPCE (%) 0.35 0:20 0.20 0.40 0.15
[PCE%] [ 59.8] [72.2] [ 55 2] [ 51. 4] [ 44 4]
’ B
(-4
\,D 250 3202 3203 3204 3205 3206
MNPCE (%) 0.45 0.20 0.25 0.20 0.30
[PCEY] [ 65.8] [ 43.2] [ 62.2] [ 55.8] [ 48.4]
500 3301 3302 3303 3304 3305
RNPCE. (%) 0.30 0.05 0,28 0.25 0.10
[PCE%] [ 47.4] 164 6] [ 45.8] [ 71.0] [58.2]
MG by 0.5 3401 3402 3403 3404 3405
MNPGE (%) 1.00 0.90 1.05 0.80 1.10
[PGE%] [58:2] { 43.6] [38.2] [ 48.2] [ 41.8}

a) . Negative control (0.5 w/v% Methylcellulose solution)
b): Positive control (Mitomycin €
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Appendix 6. Body weight in the micronucleus assay with 3-Hydroxy-2-naphthoic acid Exp. No. 7817 (115-182)
[male mice receiving two dosesl

Body weight of each period (g)

Compound Dose Animal Gain b)
(mg/kg) {D-No. Received Allocated Dead Sacrificed (g)
0.5 w/vh ¥C a) 0 3001 23.8 26.6 26.1 -0.5
3002 23.3 26. 1 25.5 0.6
3003 22.2 26.2 24.5 -1.7
3004 24.5 21.17 21.0 -0.7
3005 23.5 28.4 26.2 -2.2
3006 23.4 25.4 24.6 -0.8
Mean = S.D. 235+ 0.8 26.7 = 1.1 5.7+ 1.0 -1+ 07
Test substance 125 3101 25.5 28.5 21.3 -1.2
3102 23.5 25.9 251 -0.8
3103 23.7 26.5 i -0.4
3104 23.5 26.1 25.8 -0.3
3105 22.3 252 25.0 -0.2
3106 23.5 27.8 26.8 -1.0
Mean + S.D. 237+ 1.0 267 £ 1.2 260 x 09 0.7 04
250 3201 23.3 26.0 25.2
3202 23.2 27.8 26. 1 -1.7
3203 25,2 26.5 0.5
3204 22.4 253 25.1 -0.2
3205 24.0 27 4 21.5 0.1
3206 23.0 259 25.4 -0.5
Mean = S.D. 235+ L0 265+ 10 262 = 1.0 -0.4 = 0.8

a). Negative control (0.5 w/v% Methylcellulose solution)
b} : Gain=Sacrificed-Allocated
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Appendix 6. -continued Exp. No. 7817 (115-182)

Body weight of each period (g)

Gompound Dose Animal Gain b)
(mg/kg) iD-No. Received Allocated Dead Sacrificed {g)
Test substance 500 3301 22.9 25.4 24.5 -0.9
3302 22.3 25.5 241 -1.4
3303 24.6 27.1 26.8 0.3
3304 23.6 21.0 25.2 -1.8
3305 251 28.2 26.9 -1.3
3306 23.9 26.0 26.2 0.2
Bean = S.D. 27+ 1.0 265+ 1.1 25.6 £ 1.2 -0.9 + 0.7
; ]
w
T‘ MC ¢) 0.5 3401 23.0 24.9 245 -0.4
‘ 3402 23.2 25 6 256 0.0
! 3403 26.2 . 26.9 -0.4
3404 23.8 271 25.6 -1.5
3405 24.7 28.3 21.5 -0.8
3406 23.7 25.7 25.2 -0.5
Mean + S.D. 241 x 1.2 265 + 1.3 25.9 =+ 1.1 0.6 £ 05

b) . Gain=Sacrificed-Allocated
¢). Positive control (Mitomycin C)
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Appendix 7. Clinical observations in the micronucleus assay with 3-Hydroxy-2-naphthoic acid Exp. No. 7817(115-182)
[mate mice receiving two doses]
Compotund Dose Animai Time after the 1st administration *
(mg/kg) {D-No. 0h 1h 22 h 24 h* 25 h 48 h
0.5 w/v% MG a) 0 3001 normal normal normal normal normal
3002 normal normal normaf normal normal
3003 norma ! normal normal normal normal
{ 3004 normal normal normal normal normal
3005 normal normal normal normal normal
3006 normal normal normal normal normal
Test substance 125 3101 normal normal normal normal normal
3102 normal normal normal normal normal
3103 normal norma | normal normal normal
3104 normat noymal normal normal normal
3105 normal norma ! normal normal normal
3106 normal normal normal norma! normal
i
e 250 3201 normal norma! dead
1 3202 normal normal! normal normal normal
3203 normal normal normal normal normal
3204 norma! normal normal normal normal
3205 normal normat normal normal normal
3206 normal normal normal normal normal
500 3301 normal normal norma! normal normal
3302 normal normal normal normal normal
3303 normal normali normal normaf normal
3304 normal normal P normal normal
3305 normal normal DLA P normal normal
33086 normal normal normal! normal normal
WHC b) 0.5 3401 normal normal normal
: 3402 normal normal normal
; 3403 norma! norma} normal
3404 normal normal normal
3405 normal normal norma
3406 norma! normal normal

DLA : Decrease in locomotor activity

P : Prone position

* . in the positive control group, time after the administration
#x . just after the second dose

a) . Negative control (0.5 w/v% Methylcellulose sotution)

b} : Positive control {(Mitomycin C)
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Appendix 8. Historical control data (micronucleus assay on BDF; mice)

Historical control values of micronucleated polychromatic erythrocytes (MNPCE)

Dose FrequencyoofMNPC E Acceptable range
Group (ma/ke) n [%6]
ERE (Mean % S.D.) Lower  Upper
Negative control 0 100 0.235 £ 0.101 0.00 0.54

Historical control values of ratio of polychromatic erythrocytes (PCE) to total erythrocytes

Ratio of PCE A ccontahle rane,
Group (DQ/S? | . %] Acceptable range
mg/ke (Mean +8.D.) Lower Upper

Negative control 0 100 55.28+7.05 34.1 76.4

Negative control: Including Saline, 0.5% CMC, 0.5% MC, erc.
The above are pooled data from June 20, 2001 to November 20, 2003.

The acceptable range was calculated by the control mit from Mean =+ 3 x S.D.
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Reference data 1 Analysis of contaminants in ALPHA-dri™
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A Nestle” Purina PetCare Company
Checkerboard Square » St. Louis, MO 63164

¥

ANALYSIS REPORT
Yo: BARBARA SCHELL CC: Page 1 of 2
SHEPHERD SPECIALTY PAPERS
PO BOX 64
WATERTOWN, TN 373184
Sample Ne.:  1L0412694-1 Receipt Date: 02/1972004
Report Date: 02/28/2004
ALPHA DRI CERTIFICATION NUMBER 02104
Test Code Agsay / Anulyte Resndt Units Low Lmt  Hi Lt
ARF Arsenic . ’ ._..__...f “““““ .._.
. ’ Arsenic’ <0.200 ppmi ot
BY Bissauth
e Bismiith 2,50 ppm
CHEF Cadminm
Coadmium. - < 0.0500 Ppo
e Lead
Lead - < 0.0500 ppm
MGEF Magnesiviny
Magnesinem 7891 ppm
HGSP Mercury
Mercury < 0.025 ppm
ZNF Zing .
Zinc < 1,00 ppm
ORGP Organophosphate pestieldes
hazinon: < 0:.0200 PP
Disalfoton. - <0.0200 pHm
Ethion . < 0.0200 ppm
Malathion < Q0200 Ppm
Methyl Parathion ~ <0.0200 ppm
Parathion < 0.0200 ppm
Tirimet < 0.0200 ppm

Person responsible for report content:’ Lynn Loud

The test code located next to aach assay is a met

armilk, Director,

hod reference code. . Resulls are for samples submitted only. “This réport shall not

: l_:e reproduced, excepl in iis entirety, without the written permission of NP Analytical Laboratories.

For.additional in(am\aﬁnﬁ, contact Customer Setvices at 800-423-6832 or 314-982-1310.

The ained in this is being

in Crz00a02281910004 1

error, please nolity NPAL end destroy the document.

. if you have récelved this document In

The symbol “ < o1 the words *less thas® signities hal oo dnalyte was measured 3¢ ot above the stated lower liiil of quantilation ol the procedwe under the conditions employed. - The use of ke

symbpl * <" or the wergs “less Ian" do=s no! im :
amotint gregler han the staled lovsl; Samples submilied lo NP Anglylical
Siabitity permile. Requesls lorextendee siorage mis! be:made fo N

ly that Iraces of the anaiyls wese present. The symbol ™ > ™ or the lerm “realet 1han” si

z! p nifies $hol the analvie was Selermined 1o be present i
gbnlalloms for testing are retained Io; @ minimum of iy gae? oays alter the:3nalysis repont IS issuad when sample

prioe 1001 4t the time of sample submission.
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A Nestle' Puring PetCare Company

Checkerboard Square = St Louis, MO 63164

ABORATOR]
iample No.t. LO432694-1 Recelved: 0271872004 Page 2of 2
: Reporteds. - B2/28/2004
ALPHA DRI CERTIFICATION NUMBER 02104
Test Code Assayd Anslyte Result Units Toow Lant " B Lt
IRGP Organophasphate pesticides
Thiodan 00200 M
Trithion = '<:0:0200 ppm
sre Organochlorine pest. & PCR's
Heptachlor Epoxide- - <0.0200 Ppm
Heptachlor < 0.,0200, ppm
DDE . <0,0200 Pom
Lindane: < 0.0200 ppia
¥ Endrin <0.0200 pom
Mirex, < 0.0200 ppm
Alpha-BHC' "< 0.0200 ppm
DeéRa-BHC <0.0200 i ppm ¥
Aldrin: < 0.0200 pm
Dieldrin -2 <0,0200 ppm
DOT 10 <0,0200 ppm
Chlordane. " '<0,0200 ppm
Methoxychlor. = -<.0,0200 ppm
Beta-BHC "< 0,0200 ppm
HCR . <0.0200 ppin
PCB <0:150 PP
AFTC Aflatoxin sergen
Aflntoxing <5.00 e

Parson responsible for report coment: Lynn Loudermitk, Director.

The test code focated next to each assay is 3 method reference code. Results are for samples submitted onfy. This report shall not
be reproduced, except in its entirely, without the written permission of NP Analytical Laboratories.

For additiona information. conlact Customer Services at 800-423-6832 or 314-982-1310.

The information ined in this 1 is being
aror, plesse notify NPAL and destroy the document.

“he symibs! * < o the words “Jess than” signities that ns analyle was measued at or above the slaled fows: Hmil ol

d in ot

it you have received this document in

of the procedure under the

CHZ004022819100042

The use of the

Abot <" of the words “less than® does nol inply thal lraces of n:e »an;‘al te wese present. The symbol "> * or the lerm “grealer than® si?nllins ot the anatyle was determined 10 bo present in 7

imouni gresier 1han the stated lexel. Sarples &

i for tesling ace relained 157 2 minimum of thisly (30) days alter ihe analysis repur! is issued when sample
ilahithy permits. Requests tor extended slormge must be made o NP Anaiyiical Laboratories piot fo of al e Hme of sample submission,
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Reference data2  Analysis of contaminants in diet
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$104032325-0018
20044 (ER%1648) 038 26 5
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Reference data 3 Analysis of contaminants in tap water
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