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Tables and Figure
Table 1 Effects of diammonium hydrogen 2-hydroxypropane-1,2,3-
tricarboxylate on growth rate of CHL/IU with or without metabolic
activation (preliminary test) (SROS358)- +++ v+ v v v m s rrvnsaesuneaeiennn. 99
Figure 1 Effects of diammonium hydrogen 2-hydroxypropane-1,2,3-
tricarboxylate on growth rate of CHL/IU with or without metabolic
activation (preliminary test) (SROS358)- =+« « ==+« v v n s remnssreen e 23
Table 2 Effects of diammonium hydrogen 2-hydroxypropane-1,2,3-
tricarboxylate on growth rate of CHL/IU with or without metabolic
activation (chromosomal aberration test) (SRO5358) -+« - v v v vervmeeceveeeee e 24
Table 3-1 Results of the chromosomal aberration test of diammonium hydrogen
2-hydroxypropane-1,2,3-tricarboxylate (6 hours treatment without
metabolic activation) (SROS358) + + + =+ + v s s e rereetien ettt 25
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Results of the chromosomal aberration test of diammonium hydrogen
2-hydroxypropane-1,2,3- tricarboxylate (6 hours treatment with
metabolic activation) (SRO5358) « -+« ==+« s rrvmseeen e
Results of the chromosomal aberration test of diammonium hydrogen
2-hydroxypropanc-1,2,3- tricarboxylatc (24 hours trcatment without
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Diammonium hydrogen 2-hydroxypropane-1, 2, 3- tricarboxylate ® in vitro \Z¥i} % 4ef4,
KR EFRMDOEH L, F v A =— ALK —Rii AR (CHL/TU) 2 W TRRE L7z, 7R
. AR EAAEEORENEMIC X B RWEE I L OREREM(IC L 535478 & UNT Ef L
ED 24-0 h BT L D560 3 REITERM L 7=,

TR GRUNESEFEANTHIER : 8. 83~2260 pg/mL) OfE R, ERFRLEEORBNEELIZ & D
WG E R L OREHEEAGIC X 256 TIITMIREIE~DREIT L bR o 7o, Bk AEED
24-0 h Wz X 5356 Tld 50% & 8 2 2 AR tEFEIMHI A58 Hiv, £ O TCs il 1738 pg/ml
Tholz, BWHRIE O HBEII S VR o 1o, R B IEIZ X D548 pH OILTF AN, &%
B & b WLEBRAAIE O 565 pg/mL LL_E o> F Bt L UVILBRHE T REQD 2260 pg/ml ol B ORI S,

AR (L EARFERED) TlX, PHRROBRICE D&, £R41& 8 10 oM AE YR EE D 2260
pe/ml FEEARE U, EREMAHEEORINEHEIZ L HA2WIEER L ORBEEIC L 55
BT TR 2 TIERT SE7-51 3 lEE, dpeilHiAED 24-0 h AAHIZ X 5356 TR T AL
2 CIRF SH-HEIZ [Cs EifHEDHEAEMA T3t 5 HBEERE Lz, £OME, Pl
R L OB RE O MBS R RO RBRG LI £ 5722\ 56 GEAT A & : 565,
1130 3 L TR 2260 pg/ml) | FEFFILEEDRBTEMIZ L 53575 (565, 1130 38 LT 2260 pg/mL)
72 b ONCEFHALIRIED 24-0 h A L 5854 (283, 565, 1130 3L T8 1695 pg/ml) DV NTALD
AEIZBWTS 5% R ThHol, 2B, HBRMEOHHITBE ST, #BRWELIIZ LS
e WK pH ~ DB Tl L IZIZREORR Th - 72,

BB AR I35 1T B B R OMBERE O HBLRIZAR RINI SO TR M E 2R L, AR

BRDN B R LT\ 2 MR ST,

lbkdz &, diammonium hydrogen 2-hydroxypropane—1, 2, 3— tricarboxylate /%, &%

RREFC RO TIEAEOSEEMIIS LR AEREF R LA LRy 2l Lz,
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Diammonium hydrogen 2-hydroxypropane—1, 2, 3— tricarboxylate @ in vitro (23T 54t

EREFEEOFEERFTT 2 HAT, F v A =— AL AKX —Hid ML (CHL/IU) 2 v 5

WERWE
22y
CAS No.

MR X OU5E

: 3012-65-5

[V ERVEE AN TR - - (2)-1318, (1)-391

AP (gD

Zr
ST &E

WL AROPEE

. (NHy) ,CeHgO7

O OH
O o

o o

- CgH14N207
1 226,19
SRR #EORERL E LI AR R

B& 2L

WA 100C Qi) Y
REBEE 1.8(vs air) V
HERME; 7oL

Aial ;1857 (dec.) (1it) "
SRR TR L

KK, L

B 1.48

SRENERM 5 0. 1%LAT

pH : 4.6~5.2(B%aq at25C)

: Diammonium hydrogen 2-hydroxypropane—1, 2, 3— tricarboxylate
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VEMEREE ; K (00 g/L), =& J— V(A ., =—7 1V (RE)
U Chemical Book A »&—X v %y MEHR

=

iy : 100. 0% (Appendix 1)

R DL FrE KOV ORFE : smEFEY ; 0. 01%, LM (C1) ;5 ppm LA T, 0 AR (PO,) ;
5 ppm LA, e (SO4) 5 0. 005%LA R, F- F U 7.4 (Na) ; 0.02%
T, V75K ;0.01%LLTF, #1(Cu) ; 2 ppm LLT, #ish (Zn) ;
2 ppm ELF, 7 (Pb) 5 2 ppm LAF, #k(Fe) ; 5 ppom LT, L9
FIRHE (CoHa04 & LT) ;0. 01%LL T AATREE (CHe0s & L0 ;0.01%

PL
ATF&E 0.5 kg (BEEAER & HLi@)
HEME D EERIR T HIT . FRWERYEIT S TR S HT B w R ) B R (L

WARHE U5 E (Appendix 2) # AR L7, FORER., B EIL
EESHIRIPZZE TH -2 L BRI,

RATS T  BIARIT=RE £ O BRI R

RIFSRM: DEERAL Ok, RET RN ; 2~87C)

TRAF AR 1 2006 4 8 H 10 H (52 A) ~2006 45 11 B 6 H (BAKSEHH)

R b CERICENL TR, BR, v RI7EEFAL, WAERLITR, K

BlXORA NN I L TEE -7,
R EDOME - WREREBIER I, BAEEHRYE S T EMESH O 7= ORIy E 12
HeFE A~ LT,

R E O

BB E VKIS D720, DRERFERAK (2> bES 5188, MRt KRR
T3 & AW TR b ONCAHAR L L,

TR Tl 22. 6 mg/mL FHEGRZFHE L. 22. 6 mg/mL T DA 2 DEPERIRIC L
W 11.3, 5.65, 2.83, 1.41, 0.706, 0.353, 0.177 LT 0. 0883 mg/mL FREK Z AL L 7=,

AR TIE 22. 6 mg/ml FPAUE AR | 22. 6 mg/mL PRGN S AL 2 DBEFERRIZ LD
11.3,5.65 3 X T 2. 83 mg/ml. sRMH &, F 7=, 22. 6 mg/mL FHEUE A & EHERHIR L 16. 95 mg/mL
BELS L A B
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FIRHE O ZEMECIE, TR L ORRBR & b0, R RR o B HERIZB N T
A & ORUGHE (A, BB BT IERbNehoT,

BERYVE IR, TR ERE L O ERR & ICFRE 1.2 FRREDAIMICER L7,

FRUT Y U — 2 RUOFNTIO, FHEICEE L I~ A7 BLORREEH L, WEIE72i
A, FZidd L OEICaN e VW E Dl LTl » 7o, FERiifikis, BE 3 57201z,
FEFBEIEY & LRI L7,

3. katbxtRmE

B HRE & LT, $BRMEORMER CH 5 BARR TR AAK (7 v &5 5188,
RSN REETIS) 2 ko EEM L,

4. EtERRSME

RETEHEALIZ E B RWEEDEMEGRIME L LT, v b~ A o C (1 v MES 448AD],
il FISHIRR 2008 T2 10 A, WHFnBesE KA 2R L7z, A bvA v Cit, AR
FIRTHRF L, BARZERGEFHAAK (2 v &5 5088, MMASHREHIETE) #HWT5
XON10 ug/ml OEEICHB LU, A LZE~YA bvA > Cid, VBHICHRYA hvA v
YCE2mg(MMHEALTHY, HROEICIEL ngUMl) % 1 mg & LTHRE LT,

RBNEHALIEIC X DL EDOGMERRME & LT, XY el [ry MBS KIM1182,
IR 2009 42 8 A (ALY 5 &) FEHME TERASHI 2 Lz, NV al B
EL BEABATT C~8C) TIRIE L, PAFALALRF Y (2 y MES SL045, HEADHER
ALFEREFEAT) 2 AT 1 mg/ml OREEICHRBL L7, i, ALV Y [l L O E
11101, 0% Th o7,

BEAEEf FEAY E DTN I 20°C LA T Tt oRfE L, 8% 2 » A LIAICEBRICRER
U7z (EHRISAR S 1 45, ORI 0. 6 FFRILIRICEER L. #hEh 7 L —
FAOWRIZKT L 1 vol % DEIGTHINLT,

5. HER

AR L LT, 2005 £ 5 A 17 HICK AARBSRER S L 0 kMU 14 TAF LTz CHL/TU
B U7, CHL/IU X, MEMEDOF AT v A =— X NKAZ Ok L, Rk (e—
F) 1% 25 A (2n=22) . REANIERIOBEEIEIL 13.6 BRI TH B, AT, HFEEHE, #RIck
T D ROROLEN, REREADBEORS S L UBMOERTWE T 5t
ZRUCER L, E7o, Htatiiia & MRS HASRTE L 7o g W CaotEisic L <

A AT FTATF =y 7 E2{T, BETHDLZ L EMER LT,
M OEAFIZEE L TIE, 10 vol% VA F I RARFY REEiegd VT 1X108
cells/ml MIMFRIFRZFARIL, 1 L 997 7T LTS O &FWiRGH L Ttk S

,11,
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1. WIRRZBNIZHEGE LT, fEE%IT. 75 emiig 75 A 2% HV T 5. 0%C00z, 37. 0°ClT
RE LTz C0oA o F 2 X—H — (MCO-175, Z{EFMHARASH) NTHR L, 3 £7/-034 AEI
WA T o7, BRBR T, AR 17 (PRABR) 5 5 T 21 (REAER) O 4 A L 7=,

B

A — 7V MEM §5t A LN OFIG TIRG LA LT,

A — 27V MEM £5HE (Code 05902, = hE’5 50851211 33 LT 50860211, HKHZERRA S
#1)9.4 ¢  OARRFHESHAK (2 v bFE 5L88 LU 6C97, HASHARERETE) 12w
L, EB6ICT7 =/ — by Ry bEG PKF3307, FIEHER TSt 6 mg 2N,
BREEILELE, A= N L—TRE%R, BEETHAL, BEBEAHAOREBKFET NI T
A GRIERSRR. = v RS 609F15646, PARML AR tE) R T pHT. 2~T7. 1 IZFH% L, A
MWERE L7z L-7 & I iR GAEEREfR. -7 V4 2> 0 vy b3S BWRG134, FefidET
FMRASH) & 0.292 g/L &b X O UTz, S HII4BRKME (2 > M 1299355,
GIBCO) % B fiHBL B 0D 10%I2 70 B K 5 12 A7z, 7o, FIRVEMTE L 56°C T 30 s> fHFEMEIL.
L7 L7z,

S9 mix

SImix {X1F v a—v ARSI VEEAL (7 v FES CAN-547,2006 45 8 H 11 AHE) |
—80°CLL M CHUERIF L7 b 0% BER XV 3 » HLAN (BEFIARR : 8iE% 6 » H) ISR L
7o

S9 mix X, 7=/ VL EF— LB LG, -0V T TR OEENR S CREEHE L
Sle:SD %7 » b (K, 78ER) OFRES X2 —FLOPFHARL7ZS91.05nli2, 27577 Z—=3
v 7 R 2.45 nl ZMA, REOHRITHER SN LD TH D,

S9 mix 1 mL PO

S9 (F v a—< BRRSHR RAA-54T, SO TEAEE 0.3 nl
25. 98 mg/mL)
MgCl, (Fryt i T3kl 4tk SDNO075) 5 pmol /0.1 mL
KC1 (FoYemtie L3RR A% WAE3815) 33 umol /0.1 mL
G—6-P CH U = o Z VR T3S AR 115601) 5 pmol /0.1 ml.
NADP AU = Z VR TR R 045601) 4 pmol /0.1 mL
HEPES #E#R (BN 4ER{ AL 2F9ERT  FX115) 4 pmol /0.2 mL
ARHEK 0.1 mL

,12,
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8. HREBRFIE
(1) PARmER G A En i 35R)
1) PBR#E

SR LA O RBNE LI K S0 WEE B I ORBHEEIC L 235672 6 QN
RBHIED 24-0 h B X B BB 3 RINZHOWTENM L7z,

PR E O fcrm &3, 10 mM FH SR EE (HRERIE 043 F = 226. 19) 0 2260 pg/mL & L,
AT 2 TIRT &5 9 A £(2260, 1130, 565, 283, 141, 70.6, 35.3, 17.7 B LW
8.83 pg/mL) DFRERIEAZFHKE L1z, T, FR5E It B2 3% E L,

HIECOZ 2HMOT L — P EEH L, &7V — MTITRRNF 52 L,

2) FRLORERE

ELAR 60 mm OEFE 7' L— MM, FRFEEREORFNEMIZ L B2 WS I O
BIED 24-0 h ALEIZ K H3BE T2 0. 4% 10* cells/mL, ERFRIMERIEDRBNEMEIZ L %
B TIL0.6X10% cel ls/ml OMRIENFR &2 ZHFh 5 nl %ML, 5.0%C0,, 37.0C
R L72 COp A v F 2 = F —INTHR L2,

3) FERFRABEDRINEEIIC K 62 0WES

MR 3 B, 7 L— OB ARE L, B58IK 2. 7ol 128 L CRRIEZ 300
pL OEIE THBRT =7 W TRAG L. ZORAK 3 ol 27 L— MIRINL 6 KRR L
7z, 6 BEERGAKIC, 7 L— PO E %R LT X B LM 7 U —® Dulbecco DU >
BRAREE TR 2 PRV, BT/ okt 5 ml &2 0% C W 18 BRissEE Uiz,

4) FRERAEEOMRENE I L 5 5E

RO 3 FHIC, 7L— FOEEK AR L L, S9 mix 0.5 mL 38 KOS 2.2 nL
DOIEFIHI R LaRIE % 300 uLb OFIG TRRT = —7 W TRE L (89 OREIRELN 5
vol%) ., FDRAE 3l 277 L — MIHEMI L 6 BEE;3 Lz, 6 RRaRgIc, 71—k

NO#ZERZE LT Ca¥ B LT Mg 7 U —d Dulbecco DV » BAAEME K THIEABEV ., BhE
7pREHE 5 mL 00X TR 18 RERRSE L7,
5) BEEHALBHIED 24-0 hiLEIZ L A EE

M fERERE 3 B BIZ, 7L — hORSRIEZIRE L, BE2IE 4. 5 ol (26 L CRURIE 2 500
uL OEIGTHERT = — 7N TIRAE L, TORAMWS nL 27 L— MIPMLE, FiZ, 24
HpfssaE L7z,

6) RBE DO DFEDOHERR
ARBRIRIC L DAL D BRI & TIREIC, BRI E DT DR # 4 B MR L7z,

,13,
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7) WBRWEIZ X DEPRRoHA~ DO RIEOA EOMHER

RERE T X 2 IR OBRAREE & 38 TS, $RIRE OB DR EE OHME Lo, H&EIR
BIZEAEDEED HIARVIEEITIL R E I K DRI ol ~DO I O LT L
2o HPARIREOZEALD D HTZHE IR, pl BRI GREFERE S THERR D pH
R LT,

8) HIAREEFER OO HIE F L TY 50 % AR BEFEA IR BE (1Cs) DB H,

FEETH, 7L— MHOERREL T ¥ BL UM 7 U —d Dulbecco DV ke
BHE THIFE A TR, 10% < U 2GR L0~15 SBIEE L7, 0.1 w/v%Z U A H LN
A ALy FTHI10~15 SO REAEIT o 1o, Retafh, AEKEZ AN AATT L — b %
B L CREL X BT, MHBEO T L — & 100% & LT, %7 L — b OMBHETHE 2 g
2 M B 0 72 26 8 (MONOCELLATER I, BRVFHIARER A 4t) CHIE L7z, Mg s
50%LA T TIERT L7235Ba10id, AELZEE L7ZEIREHEIC XD 50% M IS s
(ICsp) ZHH LTz,

(2) B (PR RER)
1) FRERIE

FAFBR ORI ED & | BURFHESLIE D RBNEMLIZ L B 22WigE s L O GGk
12 & DA CIEAMBRBEEMENII A SR T2 2 Eavh, 2260 pg/ml AL L, 2L
NONEE 2 TR N &7 3 HEARE Lz, @ A RIZBU T 50%LL L oo MR s aEm ] 3
O B EFLERED 24-0 h AIRIC L HHEE Tk, 2260 pg/ml ZHRmHAEE L, LA
N2 TR T SHIZHEID, I EICEVHETH 2 mHE 2 HEO TR EZ A 725
bHELHRE LT,

BE P BREE 4 B < B BRI ISR E O MBI~ DR R T D2 DOV T T A b
FE2BCEIMA T AROTV— M2 L, BT 2 o7 v — M2l Lz, &
7 b— MZZEE S VIR L,

2) HRLOTETE
8. #MBRAFIE, (D PIH#BR, 2) MILOREHE & kDG L TR L7z,
3) JERFEAABREDHRBTEME I L &R WES
8. BERAVE, () THaBR, 3) AR RTBRE O RFNEHEIZ X B RWES L Ffk oIk
T LT,

,14,
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1) ERFESLERE DO REHEMAIZ X 25D

8. BB, () PiEHER, ) ERRABEORINEMEIZ L 554 & ARk FIETHE
i L7,

5) WEFALPHIED 24-0 hiLEiZ L A EE

8. BR L, (1) TRRSR, 5)BEALBIIED 24-0 h ABIZ X B EE LIAED HiETE
L7z,

6) HRERME DT O AT D FERE
8. RBITIE, (L) TIRER. 6) B E O H O EOHERE & MR O L CHEHME L7z,
T HEBMEIZ X DRI~ D B DA B DR

8. MBaITIE, () PHRARR, 1WBRMEIC L HEEE pH ~ORBEOFMOWE & ALk

DT HER L=,
8) HEAHESE=R D HIE

8. MEaFE, () TR, 8) MNEHAIRDOAE R K U 50% AR HSH SR EE (1Cs50) O

I EEEED FIETEM LT, TCsolIEI Lo Te,
9) YeEUEEARDIERL

EEK T O 2 FEATNC, &7 0 — MIRERE 0.2 pg/ml Ot My S
1335046, GIBCO) ZHN A 7=, BRa8#& VHERIZ, 7L — FNOHKZ T @B ITFIL L
7 L— % 0.02% EDTA—0.25% b~ U =73 > (0.5M EDTA : 2w h3& 7 1118913, GIBCO,
2.5% RV vy bR 1301997, GIBCO) CHLER L CHERR % A ¥, A oh /oM
PAETR & [F]_E O [EL L C 1000 rpm C 5 4yl O L=, BiE&EBEL, 0.075
mol/L Mafk A U A (= ME&E 403F1156, BAMbFAHRAEH) Mz, oMo e~y
T4 7 EARD IR L2 B ER TR 30 SrIAE UM A A L S8 7, kL=
TIEER(A X J—) : Bffig=3: 1, A% /—/L: v hEE 801W1028, BIH(L MRS
. BEEE : = NE5 EWGT255, FOLMIBET 3k 202 THilE 4 [FE L7=#. 1000
rpm T 5 3 O BEL T RIERRE L, FLWAL ) TEREKRE A 7=, MlnoEE
EZ 3P VIR LI, MR E XA T A4 R T2 BEIZIET L, —&U EAREEBEIE
Voo BT L—MED | 2HOGBRIERLERL T,

BATA RiE. 2%F LV (F LW« vy MEFS SR04, Ftslisk TEMASL, «
VAL BEERAEENR (pHT. 2) 1y R AB36, BRESHE=2E kY R L) T 20 Sl
Bt L, KEBIORZOHE, A=Y /7 —0 vy &S 0501201, BB LRI MK
A2tt) TEA Lz,

,15,
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10) BBMEAROBIE
BEABZEOHNCEHEDOE T L — MIOE 1 ROEAZRBRL TT 74 FMeLi,
B E L LT, EREHAABEORENEEIC L 6 WIEE R TURENEERIZ X 55

ATITRBAREDOS 3 A%, Bl HED 24-0 h AAHIZ L 554 TIIHEARDEIZ ]

EnkmMErEmAEL T2 A MEERIRL 2, T2bh, ERMAsEORBTEEL
2L BRWIEER LOSEREMALIC X B 5E6 Tk 565, 1130 3 K10 2260 pug/ml @ 3 &
Z . ERHULEED 24-0 h LPRIZ 3 B 35-A T 283, 565, 1130 3L U8 1695 pg/ml @ 4
BEAER LT,

A fE 2R 1000 £ DBEMEE (BX50, AV 2R TS T, L H 20 100 O
SERF IR A BIL L. LT OB o TYAERE OHITE 21T o 7o, HIEREIZ DN T
1252 ROGMAEE L OLOEBIENSRE Lz,

O & B4 (structural aberration)

- Qe Sy pRUIKT (ctb: chromatid break)

Qe yRDE - & 0 LI ARNE sy (B ) T, REfGEh /> 23 Ge ) 4
O ETHDEE. H 2D WVITUE R A YA RkOREE B2 b Tn b
Ba o RO L CHNE L7z,

- Qufn [5RZZHR (ctet chromatid cxchange)

Yeta 3R 2 3 FTLL_ E OGN A BIZARH REARUR) LTWA D%
Peta oy AR L U CHIE LT,

» YLt fRYJET (csb: chromosome break)

7 DY SR D[R UL OIS A U TV B AT, etiylir & LT
FIE Uz, QIR ORIERRE, et RO HE U 7,

- Ye{O (R A5 Ha (cse: chromosome exchange)

7 DY SR DA UALE TR UG IS AN A U TV DA, ik
Rl UTHIE LT,

« T O (others)

FOMOREERE L LT, WA {t (fragmentation) 3% 5, — D0 4yZiH)
BDIZL A ERTORAEIZEERX v v 7IBN, ZPHORENEEN
TWZRWEEICET A b LTHIE L 72,

@* ¥ v 7 (gap)
Lt (R 2 VTR EBE BICAE U IR AR S (AR B bR nED
53) T IR E S OWEAYAEDIR L D IRNEEICF vy » 7L LTHE Lz,

,16,
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Q%Y FNT (numerical aberration)
» R5EA (boly: polyploid)
Yefa g (26 2) BMEM L. =K, EFREIC R b DR ERIKE LT
HE L7z,
» Z At (others)
Z OO EEFE & U TN S 5, N L7 Qe n 5B 37 1F
T A T L HE IS (end: endoreduplication) & H7E L, UK
EIXRRB LEHE LTz,
11) BIERROEE B
7 L— NI TR OMI S E Rk, RERBEEICEOAFEEZREE Lz, iz, #iE
BB LU RE O total IOWT, ZNENLDOHERE (%) ZKD7=, HBEE(%) X,
Blgz U7- Mgk (O AP IR O Ik 2 BB O 50 E THEI LT,
OfEERAITHONT
- cth: Be@ 3 {AUET A & ORI
- cter Yef I AZTHL A & ORI
- csbt GL@ KRBT A & OREfa %K
- cser BLR(RZRHR A & ORI
* others: T DMOEEERF % b Ok
* total i B NOHERERE % b O iadk
@FX v v FIZHoNT
s gap: ¥ ¥ v 7 &b oML
@B RH = HONT
- poly: fEEADMIaE
* others: ZDMOFMIRN 2 & O
- total: fil & ADEHIFRT % & OMELL

9. B RO
HEIE R E I3 R O total DHBLER (%) 23 10%LL B & 720 [ Z o BRI HEEK
TEERB BN DS, HBHUVNE 5%LL F & AR DHERIC SOV THEERRIC L ) RS A S
D% aE e, EALIAN AR E U, BEFTFREIRAW R o T,
Do fiEl GRENELOD 20% I Z R A3FRD HIDIED) 1L, WO RSN T H REHINED 5% LA
EoOHBUIAR SN T2 e OEH Lo T,

,17,



1.

SR0O5358

TR
RBREE DS E A Table 1352 (8 Figure 110, WML OB I I CMEIRIR pll ~D %
BOFER % Table 11287,

R RLERE O RBNEMALIZ & 52 WG L ORENEM LI X 256 Cik, MlaETE~
DEBI I LN - T, EFALELED 24-0 h UFRIC L B350 Tl 565 pg/mL L EDOHET
HORE BEFEHN ] 23380 Hiv, AR E B 2260 pg/mL (2351 D HIRRBETEIIH]IL 50% &8 %
BHDTHY, ICsfHIE 1738 pg/ul T o7,

BB O, WTH ORI GBI SN h o T,

R E AL ] K53 ol DAR T2, %3R5 & I HEBAGKF D 565 pg/mL LA LD
21 L UMLEE TRED 2260 pg/ml OB TEE I,

AR
AFRBR OMREETE R, SR O HHE L ONRIR pH ~OFBORER A Table 2 (2, 3t
AR R EFHIEDAMA B4 Table 3-1~3-3 1T,

Guta (R ELATEEFEME & [RIRFIZETAN L7237 T A D BRI I81T 2 My~ OB BORFHI B
T, ARSI EORBENEMALIC X & 2 WIEG R JUORENEME(LIC K 2355 CITiasgsn~
DI II B T, BEERED 24-0 h AAFIZ X B3EE T, 1130 pg/nl YLD
B CHIARBETEINHI GRS Hiv, MR AED 2260 pg/ml. Tld 50% OAMAEHETELIH 2358
bz,

WERE O HITOTIDORIN BB SR o T,

PR EAIRIC L HREEWE pH ~DIR T2, K RIS CAFLBA MR CId 565 pg/mL LA
EO & X OWERE TRFCIE 1695 pe/mL L EDO A EDH 51 % 2260 pg/ml O E THIZE X
iz,

EAROmERT B LOBMET OILBIERIT, ERHAEEOARBNEEIC L 6 R0GE
(FFAMFH & : 565, 1130 33 X T 2260 pg/ml) . MEFRFMAABE O RFNEMALIZ X 5546 (565, 1130

,18,
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3 LN 2260 pg/ml) 72 & DN HLEALERE D 24-0 h ALBRIZ & %354 (283, 565, 1130 36 L TF 1695
pg/ml) DWFTNOHEIZEBNTE 5% A\ TH o7,

Ebset BREE O YL IR OREE R E O BBERIZR TORBRAINCEB T 5% AT, —FH. B
PESTRRIF O YL AR O E RE O MBS, ERAFRIEORBNEIEIZ L BG40
46. 0%, EIRFFLERIEDEHTEMALIC K 550728 36, 0% L ONEFLIRIED 24-0 h AFRIC
EDGE D 46.5% & WV FTHUICBNT S 10% 582 2EW RN b/, M fEiEs
L OBFERTIBE & i, iR RE O HBET, 2 CRBER O 57 —# (Appendix
3) D LRB X FROEFGAATH - 7,
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SR0O5358

5 5

Diammonium hydrogen 2-hydroxypropane—1, 2, 3— tricarboxylate @ in vitro 23T 54

KR EFRIEOF L F v A =— AL A X —RiH AN (CHL/TU) & W CTRET L7z,

TR R e AEIM ISR ORERICE D& | AR (RAEEFERP) oOf&L LT, £%
Fl&d 10 mM ABSIREED 2260 pg/ml ZxmHEE L7eH 3 H D05 HEEHRE LT,

RRBROAFE, PR ORERE 2 b KN EE OHRBIIERIOWTRLOHED 5%
K THY | fERIFEETH o7, ARFNOFHNRE A =T 10 oM A1 Y I D 2260 pg/ml & %
WITHIREFEIH 3 A DN HETH Y | HakaTHli H &IC Th AR R F RS B dE I ET
fhshzboEL BN,

ot BREELZ 351 A YL RO SE B O BRI A BRIV CHpk 72 B E R L, ARik
BR BN RS E AT LW 2 SR ST,

S

bz &, diammonium hydrogen 2-hydroxypropane—1, 2, 3— tricarboxylate &, ¥4

RREFC B W TIEAEI O EMIITS LR OEREF R A LRV SR Lz,
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Table 1  Effects of diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate on growth rate of

CHL/IU with or without metabolic activation (preliminary test) (SR05358)

Growth rate (% to the control)

S9- SO+ S9-
Group Concentration 6-18 h 6-18 h 24-0h
(ng/mL) (Mean) (Mean) (Mean)
Control* - 100 , 100 160 , 100 100 , 100
(100.0) (100.0) (100.0)
Test substance ” 8.83 93 , 91 99 , 103 100 , 104
( 92.0) (101.0) (102.0)
17.7 104 , 101 100 , 98 97 , 99
(102.5) ( 99.0) ( 98.0)
353 102 , 98 93 , 93 99 , 94
(100.0) ( 93.0) ( 96.5)
70.6 97 , 9% 99 , 98 90 , 96
( 95.5) ( 98.5) ( 93.0)
141 98 , 97 91 , 95 g8 , 92
( 97.5) ( 93.0) ( 90.5)
283 98 , 96 92 , &9 76 , 90
( 97.0) ( 90.5) ( 83.0)
565 97 *, 96* 83 *, 83* 80 *, 78*
( 96.5) ( 83.0) ( 79.0)
1130 90 *, 91* 83 *, 86* 65*, 60*
( 90.5) ( 84.5) ( 62.5)
2260 897, 867 917, 897 417, 441
( 87.5) ( 90.0) ( 42.5)
ICsy (ng/mL) - - 1738

¥ o ®

: Water for injection (Japanese pharmacopoeia)
: Diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate
: Decrease of pH in culture medium at the beginning of treatment

1 : Decrease of pH in culture medium at the beginning and end of treatment

Precipitation was not observed.

The figure in parentheses represents mean value of two plates

- : Blank
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Growth rate (% to the control)

20

40 F

—0—S59-6-18h

——S9+6-18 h

—2—S89-24-0h

0

Figure 1

8.83 17.7 353 70.6 141 283 565 1130 2260

Concentration of diammonium hydrogen 2-hydroxypropane-
1,2,3-tricarboxylate (ug/mL)

Effects of diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate on
growth rate of CHL/IU with or without metabolic activation (preliminary test)
(SR05358)

Each point represents mean value (n=2).
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Table 2 Effects of diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate on growth rate of
CHL/IU with or without metabolic activation (chromosomal aberration test) (SR05358)

Growth rate (% to the control)

S9- SO+ S9-
Group Concentration 6-18 h 6-18 h 24-0h
(ng/mL) (Mean) (Mean) (Mean)
Control* - 100 , 100 100 , 100 100 , 100
(100.0) (100.0) (100.0)
Test substance 283 - - 97 , 94
( 95.5)
565 98 *, 101 * 108 *, 98 * 92 %, 86*
( 99.5) (103.0) ( 89.0)
1130 96 *, 92* 98 *, 97+* 73 %, 73 *
( 94.0) ( 97.5) ( 73.0)
1695 - - 74F, 747
( 74.0)
2260 88", 817 98", 047 507, 50°
( 84.5) ( 96.0) ( 50.0)

a : Water for injection (Japanese pharmacopoeia)

b : Diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate
* : Decrease of pH in culture medium at the beginning oftreatment
1 : Decrease of pH in culture medium at the beginning and end of treatment

Precipitation was not observed.

The figure in parentheses represents mean value of two plates

- : Blank

7247



Table 3-1 Results of the chromosomal aberration test of diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate (6 hours treatment without metabolic activation)
(SR05358)

. . Structural aberrations Numerical aberrations
Time schedule * Concentration| Growth | Number of

(hours) S9 Group (ng/mL) rate (%) | metaphase
observed ctb cte csb cse | others | total (%) poly | others | total (%)

Judgment ¢

&
et

AQZA

100
Control ° — 100.0 100
200

( 0.5) ( 0.0)

100
565 99.5 100
200
100
6-18 — | Test substance ° 1130 94.0 100
200
100
2260 84.5 100
200

(0.5 ( 0.5)

( 0.0) ( 0.5)

—lO =IO Ol OO =
— O = | OO Ot O = | D =

(0.5 ( 0.0)

—IO|IC QIO OIC|C O|I0|C O

100
Mitomycin C 0.1 100
200 23 71

— p—
—
5w
S
o olo|lo olo|o ool o|lo|le ©
TN
S

OO O OO QIO |C QD0 D | —

N— —|Oo|lC OOl CO|Oo|IC Oo|lo|Ic ©

SO O OO QID|IC CIOo|IC S| O

olo o|lo|lo oo ~|—|— olo|lc ©

OO O OO QIO |O DO D O | D

SO OISO Q=0 =m|= oI ©
|

(=]
\O
N

(46.0) ( 0.0)

ctb, chromatid break  cte, chromatid exchange  csb, chromosome break  cse, chromosome exchange  poly, polyploid
a : Time schedule ; treatment time-recovery time

b : Water for injection (Japanese pharmacopoeia)

¢ : Diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate

d : Judgment was made according to the total (%) of structural aberrations and numerical aberrations; —, negative +, positive
- : Blank



Table 3-2 Results of the chromosomal aberration test of diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate (6 hours treatment with metabolic activation)
(SR05358)

. . Structural aberrations Numerical aberrations
Time schedule * Concentration| Growth | Number of

(hours) S9 Group (ng/mL) rate (%) | metaphase
observed ctb cte csb cse | others | total (%) poly | others | total (%)

Judgment ¢

&
et

‘9Z‘

100
Control ° — 100.0 100
200

(0.0 ( 0.0)

100
565 103.0 100
200
100
6-18 + | Test substance ° 1130 97.5 100
200
100
2260 96.0 100
200

( 2.0) ( 0.0)

(25) ( 0.0)

oo Oo|lw|— N|Oo|IC Ol ©
SO D|LnN WIRIN N[O ©

(0.0 ( 0.0)

100
Benzo[a]pyrene 10 100
200 61

N
N

~N OO DI =R NOIC O
Lo
o

O OO |IC OO OIQ|IC O O

(9]
3
~
=)

OO O OO QIO |C OO0 DO D

N— —|Oo|lC OOl CO|Oo|IC Oolo|Ic ©

OO O OO QD0 OO0 S| O

olo ol o|o|Io ool o|lo|lec ©

OO O OO QIO |O DO |C DO | D

SO O IO QID|IC OO0 S| O
|

—_
N
(=)
~
o

(35.0) ( 0.0)

ctb, chromatid break  cte, chromatid exchange  csb, chromosome break  cse, chromosome exchange  poly, polyploid
a : Time schedule ; treatment time-recovery time

b : Water for injection (Japanese pharmacopoeia)

¢ : Diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate

d : Judgment was made according to the total (%) of structural aberrations and numerical aberrations ; —, negative =+, positive
- : Blank
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Table 3-3 Results of the chromosomal aberration test of diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate (24 hours treatment without metabolic activation)

(SR0O5358)

Time schedule *
(hours)

S9

Group

Concentration
{(ng/mL)

Growth
rate (%)

Number of
metaphase
observed

Structural aberrations

Numerical aberrations

ctb

cte

csb

€8¢

others

total (%)

&
S

poly

others

total (%)

Judgment d

24-0

Control °

100.0

100
100

200

( 0.0)

( 0.0)

Test substance

283

95.5

100
100

200

( 0.5)

( 0.0)

565

89.0

100
100

200

( 0.0)

( 0.0)

1130

73.0

100
100

200

( 0.0)

( 0.0)

1695

74.0

100
100

200

OO OO QIO |0 O |— S| O

OO OIC|C COIQO|IC OO0 OIo|IC O

OO O OO QIO |C OO0 DO D

OO OO oI OO o|lo|lo ©

OO OO OIQO|IC OO COIo|IC O

OO O OO QIO |IC D |—m SOOI ©

( 0.0)

SO OO QD0 CIOo|IC S| O

OO OIO|IO OO0 OO o|lo|loc ©

OO DO DO T O[O DD IS D

SO O IO QID|IC OO0 S| O

( 0.0)

2260

50.0

Toxic

Mitomycin C

0.05

100
100

9
13

39
35

- O

46
47

o

o O

SO

<o O

200

22

74

1

93

(46.5)

—_

0 (0.0

ctb, chromatid break
a: Time schedule ; treatment timerecovery time
b : Water for injection (Japanese pharmacopoeia)

¢ : Diammonium hydrogen 2-hydroxypropane-1,2,3-tricarboxylate
d

: Judgment was made according to the total (%) of structural aberrations and numerical aberrations; —, negative -+, positive

- : Blank

cte, chromatid exchange

csb, chromosome break

cse, chromosome exchange

poly, polyploid
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