GENERAL | NSTRUCTI ONS FOR EARLY TREATMENT OF

SUBCUTANEQUSLY | MPLANTED XENOGRAFTS (72 PROTOCOL)

ANI MALS:
Propagati on:
Testing:

Wei ght :

Sex:

Sour ce:

EXPERI MENT S| ZE:

At hymi ¢ random bred (NCr-nu) nice
At hymi ¢ random Bred (NCr-nu) nice

M ce shoul d have a mini mrum wei ght of 18 g for males and 17 ¢
for fenales.

One sex is used for all test and control animals in one
experi ment.

One source, if feasible, for all animals in one experinment.
Exceptions to be noted in coments.

General Testing: 6-10 aninmals per test group dependi ng upon tunmor system

Control Group: A

m ni mum of 20 control animals nust used.

TUMOR TRANSFER FOR PROPAGATI ON AND TESTI NG

Fragnment :

Site:

TEST REOUI REMENTS:

Prepare a 30 ng (acceptable range 20-40 ng) fragnent from
300-1000 ng sc donor tunor without ulcerations.

I mplant 30 ng fragnment sc into axillary region with puncture
i n inguinal region.

Random zati on:

First Treatnent:

Deat hs:

Treat nents:

Mce will be random zed by body wei ght rather than by tunor
wei ght since tunors may not be detectable at the tinme drug
treatment is initiated. This will random ze any effect of

hi gher body wei ghts on the tunor take rate across the exper-
i mental groups.

Measure tunors (if detectable) to nearest 1.0 nm Record
tumor neasurenents (nm and ani mals weights (g) for individ-
ual mce (Weigh Day 1). Unless specified otherw se, treat-
ment will be Q4D X 3 starting Day 3 post-inplantation. This
treatment may be adjusted for individual tunor systenms and
conmpounds (See Table 1).

Record deaths daily.
Admi ni ster test agent based on the individual body weights on

the specified days of treatnment by the specified treatnent
route.



Toxicity:

Early Sacrifice:

Eval uati on Day:

Record individual aninmal weights on the tunor neasurenent
days. If mce have a 20% or greater |loss in body weight not
associated with tunor grow h, the dose should be considered
toxic. Tunor neasurenents should be perforned 2X weekly.

I f individual tunmors approach 5 g or nore, the mce should
be sacrificed and tunor dinmensions and ani nal wei ghts re-
cor ded.

At least 14 days after the last treatnment, unless tunor
growth requires earlier sacrifice, end and eval uate experi -
ment. Record individual tunmor neasurenents and ani nal

wei ght s.

EVALUATI ON OF ACTI VITY:

The foll owi ng paraneters will be recorded/cal cul at ed:

- nunber of tunor-free animals
- nunber of drug-rel ated deaths
- nunmber of no takes

- optimal T/ C%

- %r-Cl C

- medi an days to achieve a defined tunmor wei ght

- net | og cell

ki |



TABLE |

Tunmor acceptable for Early Subcutaneous Treatnent Protocol (72 Protocol)

the early treatnent protoco

TUMOR RATI NG TREATMENT SCHEDULE MEASUREMENTS/ EEEK
(Treatnment start day)
LUNG
NCI - H460 B gdx5(2) 2
NCI - H23 B g4dx3( 3) 2
DMS- 273 B gdx5(2) 2
NCI - H322M G g4dx3(4) 2
EKVX G g4dx3(3) 2
NCI - H522 G gdx5( 3) 2
RENAL
CAK1-1 B gdx5(2) 2
RXF- 393 B gdx5(2) 2
A498 G g4dx3(3) 2
SN121C G g4dx3(4) 2
RXF- 631 G g4dx3(3) 2
COLON
HCT- 116 B gdx5(2) 2
SW 620 B gdx5( 3) 2
HCT- 15 B gdx5(5) 2
KM 12 B g4dx3( 3) 2
HT29 G g7dx3(3) 1
HCC- 2998 G g4dx3(3) 2
KM2 QL2 G g4dx3(3) 2
COLO- 205 G g4dx3(2) 2
DLD- 1 G q4dx3(4) 2
MEL ANOVA
LOX | WI B gdx5(2) 2
SK- MEL- 28 B gqdx5(3) 2
UACC- 62 G g4dx3(4) 2
UACC- 257 G g7dx3(3) 1
ML4 G g7dx3(4) 1
OVARI AN
OVCAR- 5 B g4dx3(6) 2
SK- OV- 3 B g4dx3( 6) 2
CNS
SNB- 75 B g4dx3(6) 2
SF- 295 B gdx5(2) 2
U251 G q4dx3(4) 2
PROSTATE
PC-3 B gdx5(2) 2
LNCAP B qdx5(2) 2
Rat i ng: B - best of available sc lines for early treatnent G - good lines for use in



TUMOR

CL72

JA72

JC72

JP72

PERTINENT DETAILS FOR “72° XENOGRAFT PROTOCOLS ON CHART

PROPAGATION:

PROPAGATION:

PROPAGATION:

PROPAGATION:

DETAILS

Donor tumor weight is from 500-800 mg (gpproximady 1014 days after
implant). Inoculate in axillary region with incison in inguind region. Weigh
both animas and tumors on daging day and on termination of experiment.
Terminate experiment on day 20.

Donor tumor weight is from 200-500 mg (approximately 20-28 days after
implant). Inoculate in axillary region with incigon in inguind region. Weigh
both animas and tumors on daging day and on termination of experiment.
Staging Day is ca Day 20 to 28. Terminate experiment on Staging Day + 16.
Donor tumor weight is from 200-500 mg (approximately 18-25 days after
implant). Inoculae in axillay region with indgon in inguind region. Weigh
both animas and tumors on daging day and on termination of experiment.
Staging Day is ca Day 18 to 25. Terminate experiment on Staging Day + 12.
Donor tumor weight is from 200-500 mg (gpproximately day 9-13 days after
implant). Inoculae in axillay region with indgon in inguind region. Weigh
both animas and tumors on saging day and on termination of experiment.
Staging Day is ca Day 9 to 13. Terminate experiment on Staging Day + 12.




