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In vivo anti-tumor activity studies.  Xenograft tumors were established in 8-10 

week old female SCID mice (Charles River Laboratories, Wilmington, MA) following 

injection of 5x106 MDA-MB-435 cells in HBSS into the right mammary fat pad.  

Animals with tumors reaching a mean volume of 150-200 mm3 with no more than 10% 

variation between groups, were randomized into the following groups of 10:  vehicle 

(captisol) alone, 5 mg/kg CPT-11, 10 mg/kg CHIR-124, 20 mg/kg CHIR-124, 5 mg/kg 

CPT-11 plus 10 mg/kg CHIR-124 or 5 mg/kg CPT-11 plus 20 mg/kg CHIR-124.  

Treatment was initiated on the day after randomization (day 1).  CPT-11 was 

administered intraperitoneally daily (qd) x5 on days 1-5, while CHIR-124 was given 

orally qd x 6 on days 2-7 in captisol.  Animals in the combination groups were dosed 

with CHIR-124 4 h after CPT-11 treatment on days 2-5.  Tumor volume and body weight 

were measured, and health observations made twice a week.  Animals were cared for 

according to NIH guidelines in an AALAC accredited facility.  A two-tailed Student’s t-

test was used to evaluate the differences between group mean tumor volumes (p value of 

< 0.05 was considered significant). Percent tumor growth inhibition was defined as % 

T/C where T = the treatment group mean and C = the control group mean.  In a similar 

study, tumors were harvested from mice sacrificed on day 4 of dosing in the vehicle, 5 

mg/kg CPT-11, 20 mg/kg CHIR-124 and 5 mg/kg CPT-11 plus 20 mg/kg CHIR-124 

combination group, and examined for apoptosis by TUNEL staining according to the 

manufacturer’s instructions (Boehringer Mannheim, Germany).  Percent apoptosis was 

determined by scoring the number of TUNEL-positive cells over the total cell number in 

a representative section made from 3-4 tumor explants, each prepared from a different 



animal in the same treatment group. A minimum of 1250 cells were counted from each 

treatment group.   Immunofluorescence labeling for phospho-H3 was performed on tumor 

sections on an automated processor (Ventana Medical Systems, Tucson, AZ).  Four µm 

paraffin-embedded sections were blocked with 10% normal goat serum and 2% BSA for 

30 min. Incubation with the phospho-histone H3 primary antibody (1:200; Upstate, 

Charlottesville, VA) was carried for 2 h at room temperature followed by 60 min 

incubation with biotinylated anti-rabbit secondary antibody (1:200, Vector Laboratories, 

Burlingame, CA) and Alexa Fluor® 488-conjugated streptavidin (1:200; Molecular 

Probes-Invitrogen, Carlsbad, CA); counterstaining was performed using DAPI.  Mitotic 

index was determined by averaging the number of phospho-H3 labeled cells in four 

randomly selected low-powered fields (100 x magnification) in tumor sections prepared 

from 3-4 animals in the same treatment group.  Differences between groups were 

compared using Student’s t-test. 

 

 


