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g)J L}@%,(ﬁ Prior to injection, Fl cells were labeled with a stable fluorescent dye molecule, DiAat 10 n g/mlfor5hat 37
’ 1C. After washing to remove free DiA, cells were trypsinized for inoculation (U0126 experiments) or
transfection (RNAi experiments). Biliary epithelial cells were injected subcutaneously, at the indicated times,
into the tibia of nude mice. In the chemical experiments, 3h after inoculation, mice were treated with U0126
(10.5 mg/kg) daily by intraperitoneal injection. The length and width of each tumor were measured every day
by using a caliper. The following formula was used to calculate tumor volumes ? width2 length/2. Mice were
killed at the end of experiment. Tumors were immediately frozen in liquid nitrogen [5].

‘/H}] H@;%} HEK293 cells were maintained in Dulbecco's modification of Eagle's medium (low glucose) plus 10% foetal

. R bovine serum.Hela cells stably expressing wild type or kinase-dead LKB1 have been described. AMPK activity
was determined by immunoprecipitate kinase assays using anti-AMPK-a1 and -a2 antibodies. Antibodies
recognising AMPK phosphorylated on Thr-172 (anti-pT172), AMPK- a 1 and - a 2 and acetyl-CoA carboxylase-1
(ACC1) phosphorylated on Ser-80[16] were described previously. Quantification of ratios of signals from
phosphorKlated and total protein using these antibodies was performed by dual labelling usinF the LI-COR
Odyssey IR imager as described. Contents of ATP and ADP were determined for cells in 6 cm culture dishes by
quickly pouring off the medium, adding 350 u Lof ice-cold 5% perchloric acid, scraping the cells off with a
plastic scraper, and centrifuging (14 000 - g; 3 min, 4 °C) to remove insoluble material. The perchloric acid was
then extracted from the supernatant and nucleotides analysed by capillary electrophoresis of Ferchloric acid
extracts as described previously. Allincubations of cells were performed in triplicate and results are
expressed as means + SEM[3].
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