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Description . Tretazicar B iEAL o A BON D AEIR A, %W LU DNA-DNA B [0 221 K B2 i
Tretazicar # )0 i#idH; NADP)H: BREAMLILJERNE 1 (NQO1) HIL 4-fEL iy 4-Fet .
Cell Line Type Value Description
Growth inhibition of aerobic chinese hamster ovary
CHO-AAS 1Cso 560 uM
fibroblast AAS cell line using an exposure time of 18 hours
Aerobic cytotoxicity was assessed in a growth inhibition
CHO-AA8 ICso 563 uM assay using log phase cultures of the chinese hamster ovary
fibroblast line AAS8
Growth inhibitory potency against NTR-Transfected
EMT6 1Cso 0.098 uM (nitroreductase) mouse mammary cell line known as
EMT6-NTRpuro cell line
Antiproliferative activity against mouse EMT6 NTRpuro
EMT6 ICso 0.098 uM
cells after 18 hrs
Inhibitory activity against EMT6 (mouse mammary
EMT6 ICso 71 M
carcinoma) murine cell line
Antiproliferative activity against mouse wild type EMT6
EMT6 1Cso 83 uM
NTR-ve cells after 18 hrs
Mammary
710000 Cytotoxicity in non-NTR-expressing mouse mammary
carcinoma ICso
nM carcinoma cell line (EMT6).
cell line
Cellular Effect
Ovarian
174000 Cytotoxicity in non-NTR-expressing human ovarian
cancer cell ICso
nM carcinoma cell line (SKOV).
line
Cytotoxicity against human PC3 cells assessed as reduction
in cell viability measured after 48 hrs in presence of
PC-3 ICso 1.792 nM
Staphylococcus saprophyticus nitroreductase and NADH by
SRB assay
Cytotoxicity against human PC3 cells expressing
Staphylococcus saprophyticus nitroreductase NtrB assessed
PC-3 ICso 1.792 nM
as reduction in cell viability in presence of NADH as
cofactor after 48 hrs by SRB assay
Cytotoxicity against NQO2 expressing human RT112 cells
RT-112 ICso 0.15 uM
in presence of NRH cofactor by MTT assay
Cytotoxicity against NQO2 expressing human RT112 cells
RT-112 1Cso 88.75 uM
by MTT assay
Growth inhibitory potency against NTR-Transfected
SK-OV-3 ICso 0.64 uM (nitroreductase) human ovarian cell line known as

SKOV3-NTR neo cell line
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0.76 uM

1.01 uM
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2 uM

4.7 uM

4.7 uM

52 M

52 uM

625 uM

> 1000

uM

> 1000

uM

> 625 uM

> 790 uM

158 uM

395 uM

11.7 yM

0.036 uM

In vitro for cytotoxicity against SKOV-3 cells in the
presence of 1 mM NADH co-factor

In vitro for cytotoxicity against SKOV-3 cells in the
presence of 1 mM NADH co-factor and 1 ug/mL Escherichia
coli B nitroreductase (NTR)

Inhibitory activity against SKOV3 (human ovarian
carcinoma) cell line in human

In vitro for cytotoxicity against SKOV-3 cells in the absence
of co-factor

Antiproliferative activity against NTR expressing human
SKOV3 cells after 18 hrs

Inhibitory activity against SKOV3 (human ovarian
carcinoma) cell line with Escherichia coli nitroreductase
combination after 18 hours drug exposure

Antiproliferative activity against NTR expressing human
SKOV3 cells infected with 100 pfu/cell retrovirus after 18
hrs

Inhibitory activity against SKOV3 (human ovarian
carcinoma) cell line infected at lower infection rate of 10
pfu/cell with Escherichia coli nitroreductase combination
after 18 hours drug exposure

Antiproliferative activity against NTR expressing human
SKOV3 cells infected with 10 pfu/cell retrovirus after 18 hrs
Antiproliferative activity against human SKOV3 cells
infected with 10 pfu/cell retrovirus after 18 hrs

Inhibitory activity against SKOV3 (human ovarian
carcinoma) cell line without Escherichia coli nitroreductase
combination after 18 hours drug exposure

Antiproliferative activity against human SKOV3 cells
infected with 100 pfu/cell retrovirus after 18 hrs

Inhibitory activity against SKOV3 (human ovarian
carcinoma) cell line without Escherichia coli nitroreductase
combination after 18 hours drug exposure

Antiproliferative activity against human SKOV3 cells after
18 hrs

Cytotoxicity in T78-1 (NR-negative) cell lines

In vitro cytotoxicity against Chinese hamster V79-derived
cell line T78-1 transfected with Escherichia coli B
nitroreductase (NTR)

Growth inhibition of aerobic chinese hamster ovary
fibroblast UV4 cells using an exposure time of 18 hours
Inhibitory activity against V79 (chinese hamster fibroblast)

cell line with Escherichia coli nitroreductase combination
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ICso
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1Cso

0.036 uM

0.26 M

0.26 M

0.31 uM

031 uM

183 uM

254 uM

254 UM

374 uM

374 uM

374000

nM

543 uM

953 uM

> 100 uM

> 100 uM

0.57 uM

>250 uM

1.14 uM

after 72 hours drug exposure

Antiproliferative activity against NTR expressing chinese
hamster V79 cells after 72 hrs

Growth inhibitory potency against NTR-Transfected
(nitroreductase) chinese hamster fibroblast known as
V79-NTRpuro cell line

Antiproliferative activity against chinese hamster V79
NTRpuro cells after 18 hrs

Inhibitory activity against V79 (chinese hamster fibroblast)
cell line with Escherichia coli nitroreductase combination
after 1 hour drug exposure

Antiproliferative activity against NTR expressing chinese
hamster V79 cells after 1 hr

Therapeutic index, ratio of IC50 for chinese hamster V79
cells to IC50 for Trypanosoma brucei BSF

Inhibitory activity against V79 (chinese hamster fibroblast)
cell line without Escherichia coli nitroreductase combination
after 72 hours drug exposure

Antiproliferative activity against chinese hamster V79 cells
after 72 hrs

Inhibitory activity against V79 (Chinese hamster fibroblast)
cell line in chinese hamster

Antiproliferative activity against chinese hamster wild-type
V79 NTR-ve cells after 18 hrs

Cytotoxicity in non-NTR-expressing Chinese hamster
fibroblast (V79).

Cytotoxicity against chinese hamster V79 cells after 6 days
by Alamar blue assay

Therapeutic index, ratio of IC50 for chinese hamster V79
cells to IC50 for Trypanosoma cruzi

Inhibitory activity against V79 (chinese hamster fibroblast)
cell line without Escherichia coli nitroreductase combination
after 1 hour drug exposure

Antiproliferative activity against chinese hamster V79 cells
after 1 hr

Antitrypanosomal activity against Trypanosoma cruzi clone
Cl-Brener infected in african green monkey Vero cells
assessed as growth inhibition after 3 days by luciferase
reporter gene assay

Cytotoxicity against african green monkey Vero cells after 6
days by Alamar blue assay

Antiproliferative activity against human WiDr NTRneo cells

after 18 hrs
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Inhibitory activity against WiDr (human colon carcinoma)
WiDr 1Cso 54 uM
cell line in human
Antiproliferative activity against human wild type WiDr
WiDr 1Cso 54.5 yM
NTR-ve cells after 18 hrs
Cytotoxicity in non-NTR-expressing human colon
WiDr ICso 54000 nM
carcinoma cell line (WiDr).
In vitro cytotoxicity against man colon carcinoma line WiDr
WiDr 1Cso 565.4 uM cell lines transfected with Escherichia coli B nitroreductase
(NTR)
Growth inhibitory potency against NTR-Transfected
WiDr-NTR 1Cso 1.14 uM (nitroreductase) human colon cell line known as

WiDr-NTRneo cell line

Tretazicar (CB 1954) (0.1-1000 & M; 3 K) Xl iidi i 31 AB22 (AB22-nr) 4 B A HUK
£, 1C50 4 3 uMI[3].

In Vitro SERWAN L T DNA ZZERTE 2 BT Walker 4 195 DT BiZ A (NAD@)H it & A
(&) AZZWIAT EEAL, ITTIEJR Tretazicar [ 4-fHE . 12 RIITP=H) 2 U RELEAL T 5-4%
TR fe- 1- B -4- SR FE-2- T B (4] -
Tretazicar (CB 1954) (80 mg/kg: IS, 55 2 KM 9 R) Al EEREAFIEE[3].
Animal Model: Female BALB/c mice (AB22-nr, SKOV3 human ovarian tumour
xenograft)[3]
In Vivo Dosage: 80 mg/kg
Administration: i.p. on days 2 and 9
Result: The median survival of the AB22-nr was 49 days. Resulted in a
significant increase in survival.
o S %60
Solvent&Solubility DMSO H A : 125 mg/mL (495.68 mM; 8 7 BhA; WIBH) DMSO X 7= 5 iVE fR A B % 5

R, S AR ) DMSO)

Solvent Mass
1mg 5mg 10 mg
Concentration
Preparing 1 mM 3.9654 mL 19.8271 mL 39.6542 mL
Stock Solutions 5 mM 0.7931 mL 3.9654 mL 7.9308 mL
10 mM 0.3965 mL 1.9827 mL 3.9654 mL

SRR = S TE AR [ A 77 o VAR R PR I I VA RIS B 480 — LG HUOBTI, WA, ik
S VR R R 7 it 2R K

ik & T A7 75 SRR . -80°C, 6 months; -20°C, 1 month. -80°C f477RT, #7E 6 ANH P, -20°C
PRy, AL 1A A .

UL/ B8

ARG I AN 2577 Uk B A N AR T R

AR VAR TT S S6 % B8 In Vitro 77 sURCHIVEE (065 490, FEARVCE I BVE 7
AL 4 R AT R, VI IO T DARSE R R 5 1, S8 2 0RAF s R SER i TR, &
WS BIRT, 4 R

DA VA SR 14 T 4 LU 8 A 7R 7 A TC ) 28 P PR s B PR TR R b e BT L T
TG, W7 LOE I FAE/sE 7 i) 7 A
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VI S

R F RN FER:  10% DMSO  —  40% PEG300 — 5% Tween-80 —  45% Saline
Solubility: > 2.08 mg/mL (8.25 mM); V& A

W EATHAG >2.08 mg/mL GHLRIERED HIEE AR

UL 1mL TAEWCHE], B 100 pL 20.8 mg/mL K DMSO f## N 400 uL PEG300 1, VR4
Y15y, B ERKATIA 50 uL Tween-80, VB AAT; ARG HEAEEMA 450 uL AEBEK EFHE 1
mL,

AEER ALK IR 0.9 g SN, WEMT ddH.0 FHEASE 100 mL, A LA B S 004 B K
s

I -

IR IR R: 10% DMSO  —  90% (20% SBE-B-CD in Saline)

Solubility: >2.08 mg/mL (8.25 mM); 5 VAT

W EATHAG >2.08 mg/mL GHLRIERED IR

PL I mL TAEBCAE], HC 100 uL 20.8 mg/mL [{7EH DMSO fig#& i InE] 900 uL 20% [ SBE-B-CD
AER R KK B, IREA.

2 g SBE-B-CD (B T 5k B-PRIfE) MiRwEA T 10 mL WAEFEE KA, TEBMEREEN.

EZ 3N [1]. Knox RIJ et al. Bioactivation of 5-(aziridin-1-yl)-2,4-dinitrobenzamide (CB 1954) by human NAD(P)H
quinone oxidoreductase 2: a novel co-substrate-mediated antitumor prodrug therapy. Cancer Res. 2000 Aug
1;60(15):4179-86.

[2]. Knox RJ, et al. CB 1954: from the Walker tumor to NQO2 and VDEPT. Curr Pharm Des.
2003;9(26):2091-104.
[3]. Green NK, et al. Immune enhancement of nitroreductase-induced cytotoxicity: studies using a
bicistronicadenovirus vector. Int J Cancer. 2003 Mar 10;104(1):104-12.
[4]. Drabek D, et al. The expression of bacterial nitroreductase in transgenic mice results in specific cell
killing by the prodrug CB1954. Gene Ther. 1997 Feb;4(2):93-100.
(=4 N
TEEAE BRI R -
TEARLHE 7 i LE AN TRV 77 BV 7R A PR 3 PR VA AR TC 1 W — ELFCRRVB VI, R 20 B ORAF, 3B G0 S ST AR RS R 7 i 2R
il # IR R A7 7 AP : -80° C, 6 months; -20° C, 1 month. -80° C f§f#HE, 1H7E 6 NMA WA, 20° CHEFERT, B
1ASA R
ALIEVEF RE 1mg 5mg 10 mg 25 mg
BB
W
1 mM 3.9654 mL 19.8271 mL 39.6542 mL 99.1355 mL
5mM 0.7931 mL 3.9654 mL 7.9308 mL 19.8271 mL
DMSO 10 mM 0.3965 mL 1.9827 mL 3.9654 mL 9.9136 mL
15 mM 0.2644 mL 1.3218 mL 2.6436 mL 6.6090 mL
20 mM 0.1983 mL 0.9914 mL 1.9827 mL 4.9568 mL
25 mM 0.1586 mL 0.7931 mL 1.5862 mL 3.9654 mL
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30 mM 0.1322 mL 0.6609 mL 1.3218 mL 3.3045 mL
40 mM 0.0991 mL 0.4957 mL 0.9914 mL 2.4784 mL
50 mM 0.0793 mL 0.3965 mL 0.7931 mL 1.9827 mL
60 mM 0.0661 mL 0.3305 mL 0.6609 mL 1.6523 mL
80 mM 0.0496 mL 0.2478 mL 0.4957 mL 1.2392 mL
100 mM 0.0397 mL 0.1983 mL 0.3965 mL 0.9914 mL
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