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T 1.5% & RBHEOUEEETH S 5% L 10%:KEN 5, BRIEOHELEETH S 5%k
¥R LT, 723, HEFHAERED 24 BRJARED 156 pg/mL RO 78.1 pg/mL Tid. SR
HAREBIHG = 2o =72 TOX EHIE LN, TAIXENAEN 27.3 R 14.0% %R
L. ZHEUTORE 285 TARERENR HEROMMARD bk,

£40EBIE b b IR R OB BBRIC 51T 5 A B RE O MRS« BIER U
HOHEEENICHY . T-RBBROWRIE (Attached Data 5) & FMETH o7 L i
LRBITEYNCER SN LB B,
3) MR |

LAEKORE (B onREX, SRNEAREORBIEELTIY 625 pg/mL ¢
TOX, 313 pg/mL T 1.5%. 156 pg/mL T 3.5%. 78.1 ug/mL T 4.0% & % 39.1 pg/ml, ¢
15% & RIEDUERBETHS b%RBThol, Fi. FRBERLIZBVTI, 313
pg/mL CTOX. 156 pg/mlL T 1.0%. 78.1 pg/mL T 0.5%. 39.1 pg/mL T 3.5%K % 19.5
ug/mL T 0% & BEDHEEETHS 5BRBTh o/, &b, EHEARIED 24 B
B2 T3 313 pg/mL. 156 pg/mL X TR 78.1 ug/mL T TOX, 39.1 ug/mL T0%K ¥ 19.5 pg/mL
T 1.0% & BRUEDHEERTHS 5%RETHol, 7o, 48 BRILE T, 39.1 pg/mL
T 0.5%. 19.5 pg/mL T 0.5%. 9.77 pg/mL T 1.0%, 4.88 pg/mL T 0.5% Kt 2.44 pg/mL
T 0% & BIEOHEEETH D 5%RMTH T, |

FALIBIE L b IR BRI T AR EAMNRY (REE) OHBERIE B0
EEENICH D, E-RRIEROHEME (Attached Data 5) & FHETH o T &hEHRE
BRI EEEShEEZ N, '

HERHER
2% Fig. 2-5. 2-6, Table 25, 2-6. 35, 3:6 IR L7,
1) HBRPOHELEBKTROEEMRORE
WBENBBFOMBOREBLESAMAZEHMBE T CTREL . BEMBHE BT 5 L.
HRUHTEEALIZ BV TIE 205 pg/mL BTt 256 pg/mL Tix#A>Z, 320 pg/mL, 400 pg/mL
RO 500 pg/mL T MIBOREFEMENRED bz, ERBESEIICBWTIE 14.8
pg/mL K T8 22.2 pg/mL Ci3fhiz, 33.3 pg/mL BT} 50 pg/mL Ti3 40 B0 FidERt
HRED b, BRI IERROAROBETIE, REEELICBWTIRLARET.
FERMTEM(LIZ B8V Tik 33.3 pg/mL LLEOAETRBELDRY iz, AIRIC L DR
YWREOWTHOBETIE, IR LRI 2T,
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2) WER¥
S RE OHRR (TA) X, RBETEM(L TIE 500 pg/mL Tix TOX, 400 ug/mL T 5.0%.
320 pg/mL T 5.5%. 256 pg/mL T 2.5% % U8 205 pg/mL T 3.5% L BBHOHEELETH
B 5%ELE 10%KHN 5. RECHEEETHS 5%RBER Lk, Ti, FERBERILIC
BV Tl, 50 pg/mL T 6.0%. 33.3 pg/mL T 10.5%. 22.2 ug/mL T 12.5%. 14.8 ug/mL
T 7.5%. 9.88 pg/mL T 1.0% &1 6.58 pg/mL T 15%% ., BECHERETHD 10%LL
LG, BECHEEETHS S%RBERLE, ,
EAEIE L b IR OB R BRI 51T B R S RE O UBEILE « BIER OB
YEDHIERERNICHY . E-BEBEROERM (Attached Data 5) LREThH-Z &
LRBITEIICER AN L EX bR,
3) HHRE
SEO R () DB RIT, ABHEHE(E T 500 pg/mL © TOX, 400 pg/mL T 1.0%.
320 pg/mL T 2.0%. 256 pg/mL T 2.0% K U 205 pg/mL T 0.5% & BEDHEEETH S
5% CTdh o7, T FERBIEELIZCBWV T, 50 pg/mL T 1.0%, 33.3 pg/mL T0.5%.
22.2 pg/ml T0.5%. 14.8 pg/ml T 0%. 9.88 pg/mL T 0% % 6.58 pg/mL T 0% L&
HOHELETHS 5%KMTH oI,
FAEIE L b ICRERBEIC BT ARG AMIORE (S5 OHERIIE X EEOH
EREAICH D, FRRMERONRIE (Attached Data 5) &R Th ol 2 L LRE
I RIS L X DI,
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5 R

BRWEIL, REARERROSHFIAEE - ERBIEMLICH T, 195 pg/ml THIEE
BEATHMBEOHER (TA) SBEET LA, EELEED 24 RELEE U 48 BRELE
DRA—ARITBV T, TA RZATNEBERURIEY R L, RRUEICHT 5 RBEMOE
B E b IR R O IR RSN B EAIEED b b of, i, ERELEERE
fFEAERE L B, 19.5 pg/mL A ORBIZ BV TR AREFEIZIBRD OBV EDD TA
DEMATD b, BBELR L, ZhbORBENLRAMICHET S & . ARRWEOL
EABERERRMEIEBETH Y. BVEEREOBRELET 5 bOLHESME, —F.
LAEEORE (EHE) OHBEEORMIWTLOABEICBNTLRD AR T,

28, BERERIC BT AREAORERE ¥ ET MR CREARIRE EKE) o
HBBREIZ, WTHhOLIEEIZBWTS 5% KM TH o7, £, BHETRYWEO CP HHWIE
MMC %208 L7-HRTIE, REEBERFORELREESBOLNE, BT, 2Ky —L
B B R A AR A OHIBERE I LV 22 < | SEANR PORBRIEORE LR
B ohRPoT, ZTRALDIEhD, RETEIICERSN LD EEZLRE,

DEERERRICEVT, ENEABEORBIEEL TIERED, ERBIESEL CRBHT
DEEFBONIN, WIhOBE bIERE 2 AT 2 MIOMEE (TA) 12 REKFHH
AASERSD b A2 T Fe HRERBER % £ L e,

FOR-E. RERRBRORIEIILICIL T, 2 AR TR T L7 K TA B0 ARIKTES
RHIISERD b, REKRERRORBIENR(L L FGARENE L NERERER Sk,
—%. RBRRBROFERMEMICIN T, RAKRERRCBIELT LEEO AR TRER
BEH LS, ERE T TA EORREEOZENNRD bk s, BRECILARKEY
RHIITERD b, D20 EIERD Lo, DEOBEMSLHENTS L, AERWED
REEBERGBREIBIETH Y, REKBEREOBRELF TS LOLHESRE, —
F. RAESHORE (F5%) OHEBEOHEMIIVFROLERICBNTHRHbhA-
. HERBICHT BBENBRTI. RASBEREOEERBRSEDLNL, Fi. B
HERBRICBT B REAKOBEREYET SRR CLAKKMRE (k) OHERIIE~
BECHEEERICHY . &6 IKRREROERIELFETH o7, o> TREILELICENR
SNEbLOEEXBIE,

U EDOERNL, 2, 3, 4, 4T rSe FuFi Ry J 7= 0, ZRREAETIIBANT
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Table 1-1 Cell-growth ratio in CHL/IU cells treated with 2,3,4,4"-tetrahydroxybenzophenone
[short-term treatment:+S9 mix]

Cell-growth inhibition test

Stﬁdy type| Treatment and | Cell-growth ratio Observation °
S9 | time | Concentration | Plate | Mean | Condition Color of Precipitates
mix: (hr) (ug/mL) 1and 2 (%) of cells ¥ medium @ /Crystals ?
100 ® = - =
O(NC) 100 100 — — —
83 — — —
19.5 53 83 — — —
83 = = =
39.1 33 83 — — —
100 - — —
) 78.1 %3 92 — — —
) ) 66 - + Light-yellow —
+ 1618 b 156 83 75 + Light-yellow —
3 66 + ‘Orange -
é 313 66 66 + Orange -~
33 + Light-brown —
625 33 33 + Light-brown —
33 g) Brown —
1250 33 33 ) Brown —
133 b) 8 Brown +
2500 116 125 g) Brown +
Concentration of 50% cell-growth inhibition:  464.278 pg/mL
NC : Negative Control(dimethylsulfoxide)

a)
b)
c)
d)

The plate in the negative control group was regarded as a 100% growth.
The mean showed as a growth ratio against the negative control value.
Observation of plate at the end of treatment ,
— : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.

++ : There was discontinuity among apploximately half of the surviving cells.
— : No changes of color

— : Absence of precipitates/crystals

+ : Presence of precipitates
Condition of cells could not be observed due to severe precipitate of the test article.
These values are unreliable since adherence of precipitation at the bottom of the plastic plate
inhibited accurate measurement of the cell density.
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 Table 1-2 Cell- growth ratio in CHL/IU cells treated with 2,3,4,4"-tetrahydroxybenzophenone

[short-term treatment:-S9 mix]

Cell-growth inhibition test

Study type| Treatment and | Cell-growth ratio Observation ¢
S9 : time | Concentration | Plate Mean ™| Condition Color of Precipitates
mix i (hr) (ug/mL) 1and 2 (%) of cells ¢ medium © /Crystals ?
100 ¥ - — -
0(NC) 53 100 — — —
66 - - -
19.5 ee 72 — - -
66 + - —
39.1 o 72 - — -
- 66 ++ Light-yellow -
78.1 66 72 ++ Light-yellow -
: —f-': 50 ++ Orange -
-~ {618 'g 156 50 55 vy Orange —
- 33 ‘ +++ Orange .
E:g.. 313 16 . 27 +++ Orange —
16 +++ Light—brown —
625 16 17 4+ Light—brown —
16 ey Brown -
1250 16 17 +++ Brown -
50 o ++H Brown +
2500 50 55 o Brown "

Concentration of 50% cell-growth inhibition:  184.036 ug/mL

NC
a)
b)
c)
d)

: Negative Control{dimethylsulfoxide)

The plate in the negative control group was regarded as a 100% growth.

The mean showed as a growth ratio against the negative control value.

Observation of plate at the end of treatment :

— : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells. _

++ : There was discontinuity among apploximately half of the surviving cells.

+++ : There was discontinuity among most of the surviving cells.

e)

g

— : No changes of color

— : Absence of precipitates/crystals

+ : Presence of precipitates

These values are unreliable since adherence of precipitation at the bottom of the plastic plate
inhibited accurate measurement of the cell density.
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Table 1-3 Cell-growth ratio in CHL/IU cells treated with 2,3,4,4'-tetrahydroxybenzophenone

[continuous treatment: 24hr]

Cell-growth inhibition test

Study type| Treatment and | Cell-growth ratio Observation ¢
S9 | time | Concentration | Plate | Mean ”| Condition Color of Precipitates
mix (hr) (ug/mlL) 1 and 2 (%) of cells ¥ medium © /Crystals ?
WO [T 100 = - T =
195 ;i 71 - - =
39.1 g; 64 . - =
B S ———
— i Lg 156 g; 57 - 82252 -
e i i
P e -
e R -—
o A [
Concentration of 50% cell-growth inhibition:  205.955 pg/mL
NC : Negative Control(dimethylsulfoxide) |

a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
¢) Observation of plate at the end of treatment )
d) — : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among apploximately half of the surviving cells.
+++ : There was discontinuity among most of the surviving cells.
e) — : No changes of color
) — : Absence of precipitates/crystals
+ : Presence of precipitates
g) These values are unreliable since adherence of precipitation at the bottom of the plastic plate

inhibited accurate measurement of the cell density.
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Table 1-4 Cell-growth ratio in CHL/IU cells treated with 2,3,4,4"-tetrahydroxybenzophenone

[continuous treatment: 48hr]}

Cell-growth inhibition test

Study type| Treatment and | Cell-growth ratio Observation ©
S9 i time | Concentration | Plate | Mean ®| Condition Color of Precipitates
mix (hr) (ug/mL) 1 and 2 (%) of cells ¥ medium © /Crystals ?
100 @ — — -
O(NC) 9 100 — — —
53 . + — -
19.5 53 55 " — —
46 + — —
39.1 o 48 - —= —
38 + Light-yellow -
78.1 38 40 ¥ Light—yellow =
% 30 ++ ’brange -
B 48 £ 156 30 31 ++ Orange -
g 23 ++ Orange -
é 313 23 24 +++ Orange —
23 +4++ Light—brown -
625 23 24 +++ Light—-brown —
30 +++ Brown -
1250 30 31 T Brown —
99 ) R Brown +
2500 8d 95 o Brown "
Concentration of 50% cell-growth inhibition: 33.500 pg/mL
NC : Negative Control(dimethylsulfoxide)

a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
c) Qbservation of plate at the end of treatment

d -

+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among apploximately half of the surviving cells.

4+
e) —

H -

+ : Presence of precipitates
g) These values are unreliable since adherence of precipitation at the bottom of the plastic plate
inhibited accurate measurement of the cell density.
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: There was discontinuity among most of the surviving cells.
: No changes of color
: Absence of precipitates/crystals

: Most of the cells were attached to the surface of plates and their shape was normal.
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Table 2-1 Cell-growth ratio in CHL/IU cells treated with 2,3,4,4'-tetrahydroxybenzophenone
[short-term treatment:+S9 mix] '

Chromosome aberration test

| Study type| Treatment and | Cell-growth ratio Observation ¢ :
S9 | time | Concentration | Plate i Mean ”| Condition Color of Precipitates
mix ; (hr) (ug/mL) 1and 2 (%) of cells @ medium © ICrystals ?
oNC) 133 ' 100 — — —
39.1 |53 83 = = -
g | 1 = 83 = - =
S I S e———
IR S ——
| e
PC = 83 = e =

NC : Negative Control{dimethylsulfoxide)
PC : Positive Control(cyclophosphamide, 14pg/mL)
a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
c) Observation of plate at the end of treatment
d — : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among apploximately half of the surviving cells.
+++ : There was discontinuity among most of the surviving cells.
e) — : No changes of color
£ — : Absence of precipitates/crystals

-104-



M-1198

Table 2-2 Cell-growth ratio in CHL/IU cells treated with 2,3,4,4'-tetrahydroxybenzophenone
[short-term treatment:-S9 mix)

Chromosome aberration test

Study type| Treatment and { Cell-growth ratio Observation ©
S9 : time | Concentration | Plate i Mean ®| Condition Color of Precipitates
mixi (hr) |  (ug/ml) 1 and 3 (%) of cells ¢ medium © [Crystals °
0(NC) igg 100 — — —
19.5 gg 80 ' — — —
g | 991 = 70 : - -
| T e e
e S e
3 g %0 = Oranss =
PC o 80 - = =

NC : Negative Control(dimethylsulfoxide)
PC : Positive Control{(mitomycin C, 0.05ug/mL)
a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
¢) Observation of plate at the end of treatment
d) — : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among apploximately half of the surviving cells.
+t++ : There was discontinuity among most of the surviving cells.
e} — : No changes of color
f) — : Absence of precipitates/crystals
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Table 2-3 Ceﬂ-growth ratio in CHL/TU cells treated with 2,3,4,4'-tetrahydroxybenzophenone
[continuous treatment: 24hr]

Chromosome aberration test

Study type| Treatment and | Cell-growth ratio Observation
S9 i time | Concentration | Plate | Mean ?| Condition Color of Precipitates
mix (hr) : (pg/mL) 1 and 321 (%) of cells ¥ medium ®© /Crystals °’
0(NC) igg 100 — — —
19.5 ;g 79 - — —
g | 8 gg 59 u — =
NPIR Iy e ——
e e
S B
P T I e - -

NC : Negative Control(dimethylsulfoxide)
PC : Positive Control{mitomycin C, 0.05ug/mL)
a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
¢) Observation of plate at the end of treatment
d) — : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among apploximately halif of the surviving cells.
- +++ : There was discontinuity among most of the surviving cells.
e) — : No changes of color _
f) — . Absence of precipitates/crystals
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Table 2-4 Cell-growth ratio in CHL/IU cells treated with 2,3,4,4'-tetrahydroxybenzophenone
‘ [continuous treatment: 48hr]

Chromosome aberration test

Study type| Treatment and | Cell-growth ratio Observation ¢

S9 i time | Concentration | Plate | Mean ®| Condition Color of Precipitates
mix: (hr) (ug/mL) 1and 2 (%) of cells ¥ medium © /Crystals ?

o(NC) igg 1 100 — — -

244 [0 100 = — —

E 4.88 gg 89 - / - S

— | 48 g 9.77 gg 89 — — . —

= i 195 7 6 : — —

39.1 e - = =

PC gg 89 = S -

NC : Negative Control(dimethylsulfoxide)
PC : Positive Control{mitomycin C, 0.05pg/mL)
a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
¢) Observation of plate at the end of treatment
d) — : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among apploximately half of the surviving cells.
e) — : No changes of color
) — .: Absence of precipitates/crystals
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