
1

Figure legends for supplementary figures

Suppl. Figure 1. XIAP knockdown sensitizes pancreatic carcinoma cells for TRAIL-

induced apoptosis.

A, PancTu1 (left panel) and PaTuII (right panel) cells infected with control or XIAP shRNA

(clone 9 for PancTu1 cells, clone 12 for PaTuII cells) were treated with indicated

concentrations of TRAIL for 48h. Apoptosis was determined by Annexin-V staining.

B and C, PancTu1 and PaTuII cells infected with control or XIAP shRNA (clone 10 for

PancTu1 cells, clone 4 for PaTuII cells) were treated with TRAIL (B) or chemotherapeutic

drugs (C). In B, clonogenic survival was assessed by crystal violet staining (left panel:

PancTu1, right panel: PaTuII). In C, cell viability was determined at 72h by MTT assay and is

expressed as percentage of untreated controls (upper panel: PancTu1; lower panel: PaTuII).

In A and C, mean + SEM of three independent experiments performed in triplicate are shown;

*, P<0.01 comparing XIAP shRNA to control shRNA. In B, a representative experiment of

three independent experiments is shown.

Suppl. Figure 2. Survivin knockdown sensitizes pancreatic carcinoma cells for TRAIL-

induced apoptosis.

Parental PancTu1 (left panel) and PaTuII (right panel) cells were transiently transfected with

survivin (surv.) or control siRNA (co). In upper panels, expression of survivin was

determined by Western blotting. A representative experiment of three independent

experiments is shown. In lower panels, apoptosis was determined by FACS analysis of DNA

fragmentation of propidium iodide stained nuclei. Mean + SEM of three independent

experiments performed in triplicate are shown; *, P<0.01, **, P<0.001 comparing survivin

siRNA to control siRNA.
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Suppl. Figure 3. XIAP knockdown sensitizes pancreatic carcinoma cells for TRAIL-

induced apoptosis in a caspase-dependent manner.

PancTu1 (A) and PaTuII (B) pancreatic carcinoma cells infected with control shRNA or XIAP

shRNA were treated with 10 ng/ml TRAIL for 48h in the presence or absence of 25 �M

zVAD.fmk. Apoptosis was determined by Annexin-V staining. Mean + SEM of three

independent experiments performed in triplicate are shown; *, P<0.01.

Suppl. Figure 4. Assessment of TRAIL toxicity in a xenograft mouse model of pancreatic

carcinoma.

PancTu1 cells infected with control or XIAP shRNA were subcutaneously inoculated at left

and right dorsal site, respectively, of mice. Treatment started one week after tumor cell

inoculation by daily i.p. injection of 20, 50 or 125 μg TRAIL or buffer for 10 days, mice were

sacrificed on day 29.

In A, body weight of mice treated with indicated TRAIL concentrations or buffer was

monitored weekly.

In B, blood cell counts (RBC, red blood count; WBC, white blood count; platelets) of mice

treated with 125 μg TRAIL or buffer were determined at the end of the experiment.

In C, liver enzymes of mice treated with 125 μg TRAIL or buffer were determined at the end

of TRAIL treatment.
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Materials and Methods for supplementary data

Determination of clonogenic survival

For clonogenic assay, cells were seeded as single cells (0.05 x 10
5
cells/cm

2
) for 24h, treated

with TRAIL for 24h before medium was exchanged and recovered for additional 6-10 days

before staining with 0.75% crystal violet, 50% ethanol, 0.25% NaCl and 1.57%

formaldehyde.

Transfection

For RNAi-mediated knockdown of survivin, cells were transiently transfected twice with 0.06

nmol survivin Stealth
TM
or control RNAi (Invitrogen) using TransMessenger

TM
(Qiagen).

Blood analysis of mice

Blood counts and liver enzymes were determined by cytometry using Sysmex XE2100

hematology analyzer (Sysmex Deutschland GmbH, Norderstedt, Germany) and by

photometry using Dimension RXL Max analyzer (Dade Behring GmbH, Marburg, Germany),

respectively, according to manufacturers´ instructions.


