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BV6 is an antagonist of c-IAP1 and XIAP, members of the inhibitors of apoptosis (IAP)
family.

IAP

Treatment of HCC193 cells with 1T uM BV6 for 24 hours causes a significant survival curve
shift in HCC193 cells relative to DMSO-treated cells, with a DER=1.38 (p<0.05). BV6 (2 and
5 uM) significantly represses BrdU incorporation in ectopic and eutopic (disease-free
and myomas) ESCs. An ~30% decrease of BrdU incorporation is observed in both groups
after treatment with 5 yM BV6. Administration of 1 pM BV6 to HCC193 cells induces
complete depletion of clAP1 levels at 1 hour post-treatment, while a decrease in XIAP
levels is not seen until 24 hours following addition of drug. Similarly, 5 uM BV6 fully
depletes c-1AP1 at 1 hour and begin to reduce XIAP at 24 hours in H460 cells. In parallel
findings, c-1AP1 levels are decreased in response to a small dose of 0.25 uM BV6 in both
cell lines, whereas trace amounts of XIAP are still present at 5 uM BV6. HCC193 cells
demonstrates noticeable cleaved caspase-3 levels beginning 12 hours post-incubation
with 1 pM BV6, and cleaved caspase-3 levels continued to increase in a time-dependent
manner over 48 hours.

Murine c-1AP-1, c-IAP-2 and XIAP expressions are clearly observed in the cytoplasm of
both epithelial and stromal cells of implants, whereas Survivin is mainly expressed in
the nuclei BV6 treatment for 4 weeks attenuated the intensity of IAPs expression. After
immunohistochemical staining, cytokeratin and vimentin are positively stained, whereas
calretinin is negative. After BV6 treatment for 4 weeks, the total number of lesions (4.6
versus 2.8/mouse), the average weight (78.1 versus 32.0 mg/mouse) and the surface
area (44.5 versus 24.6 mm2/mouse) of lesions are significantly less than in the controls.
In the endometrial gland epithelia or stroma, the percentage of Ki67-positive cells
decreases after BV6 treatment.

BV6 is prepared in DMSO and stored, and then diluted with appropriate medium before
use. H460 and HCC193 cell lines are cultured in RPMI-1640 supplemented with 10% fetal
bovine serum and 1% penicillin/streptomycin. Cell viability is measured using the
CellTiter 96 Aqueous Non-Radioactive Cell Proliferation Assay kit. 5000 cells/well are
seeded into 96-well plates in triplicate. Following adhesion of cells to the wells,
increasing concentrations of BV6 are added into different wells. Control groups are
exposed to the same concentration of DMSO. The final concentrations of 333 pg/mL MTS
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Cell Research

Animal Research

and 25 pM PMS are added to each well 24 hours later. After two hours incubation at 37°C
in humidified 5% CO2, plates are read at the absorbance of 490 nm on a microplate
reader. Relative cell viability of an individual sample is calculated by normalizing their
absorbance to that of the corresponding control. IC50 values are calculated using Prism
5.01. For the TNFa neutralizing antibody assay, cells are exposed to 1 and 5 pM BV6 with
or without 10 pg/mL Infliximab and the assay is performed 24 hours later. Plates are
read at the absorbance of 490 nm on a microplate reader.

BV6 is prepared in DMSO and diluted with saline or PBS. Female mice (6 weeks of age,
BALB/c) are used. All 24 mice are ovariectomized through a 1 cm longitudinal skin
incision then injected s.c. with estradiol valerate (0.5 ug/mouse/week) once per week
for 6 weeks until the experimental endometriosis induction. Two weeks after
ovariectomy, the uteri of an additional eight donor mice (n=8) are removed en bloc after
euthanasia and cleaned of excess tissue in sterile saline. Each uterus is cut to include
the uterine horns in each half with a linear incision longitudinally and minced (0.5 mm in
diameter) with dissecting scissors. The ovariectomized recipient mice (n=16) are
anesthetized using pentobarbital sodium. A 0.5 cm subabdominal midline incision is
made. Each recipient receives half of the donor uterus (1:2 donor uterus to host ratio)
minced and added to 500 pl saline, and injected into the peritoneal cavity, and the
peritoneum is sutured. Injected uterine tissue weighed ~50 mg per mouse. For the next 4
weeks, recipient mice are treated with a single i.p. injection of BV6 (n=8; 10 mg/kg) or
vehicle (n=8; 1% DMSO0) twice weekly.

Solubility Information

Solubility

In vivo Formulation

Preparing Stock Solutions

TmM
5mM
10 mM
50 mM

DMSO: 55 mg/mL (45.62 mM),Sonication is recommended.
(<1 mg/mlrefers to the product slightly soluble or insoluble)

10% DMS0+40% PEG300+5% Tween 80+45% Saline: 2 mg/mL (1.66 mM),Sonication is

recommended.

Please add the solvents sequentially, clarifying the solution as much as possible before adding the next one.
Dissolve by heating and/or sonication if necessary. Working solution is recommended to be prepared and
used immediately. The formulation provided above is for reference purposes only. In vivo formulations may
vary and should be modified based on specific experimental conditions.

1mg 5mg 10mg
0.8295 mL 4.1474 mL 8.2948 mL
0.1659 mL 0.8295 mL 1.659 mL
0.0829 mL 0.4147 mL 0.8295 mL
0.0166 mL 0.0829 mL 0.1659 mL

Please select the appropriate solvent to prepare the stock solution, according to the solubility of the product in
different solvents. Please use it as soon as possible.

Note: The dilution table applies only to solid products. For liquid products, please calculate the stock solution based
on the stated concentration and/or density.
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