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Material and Methods

Tissue MicroArray (TMA) Construction

TMAs were constructed from the tissue block using a Beecher tissue microarray instrument
(Beecher Instruments, Hacken- sack, NJ, USA). Tissue cylinders, with a diameter of 0.6 mm, were
punched from paraffin blocks of tumor or normal matched mucosa in demarcated areas on parallel
haematoxylin and eosin-stained sections. Three separate foci of tumor and normal tissues were
sampled from each block. The separate cores of tissue were deposited into a recipient master
paraffin block. Each of the cores was placed 1 mm apart on the x-axis and 1.5 mm apart on the y-
axis of the master block. In total cores of tumor and control mucosa were constructed in 8
microarrays. Sections 5 thick were cut from the TMA master block and stained with haematoxylin
and eosin. Microarray sections were then reviewed to ensure that the sections from each case were
morphologically similar to those of the corresponding whole tissue section and represented
cancerous or normal epithelial cells. Further sections 5 thick were then cut from each of the master
blocks for immunohistochemical (IHC) analyses. The cores on TMAs containing too little tumor to
allow an exhaustive analysis were not included in the study. Thus, the final numbers assessed were
slightly variable for different markers, as a result of additional losses during block trimming and
immunostaining procedures. Table S2 summarizes the patients’ clinic-pathological characteristics
in relation to each marker investigated.

Cell lines and culture conditions

In this study we used six human colorectal cancer cell lines (HT29, HCT116, RKO, DLD1, SW480,
LoVo) obtained from the American Type Culture Collection (ATCC).

The cells were cultured in growth medium DMEM or RPMI-1640, supplemented with 10% fetal
bovine serum (FBS), 100 U/ uL penicillin, 100 pg/pL streptomycin and 2X L-glutamine at 37°C
and 5% CO2.

DNA Constructs, Reagents, and Transfections

Immortalized, non-tumorigenic human HEK293T cells were cultured in DMEM supplemented with
10% FBS and maintained in a 5% CO2-humidified incubator. Cells were treated with a single dose
(2 ug/ul) of lipopolysaccharide (LPS) (Cayman Chemical), a strong NF«xB activator for 12 and 18
hours, respectively. HEK293T cells were transiently transfected with an expression vector coding
for the super suppressor IKa mutated at Serines 32 and 36 (SS-IKBa), a competitor of the
endogenous IKB molecules to block NFkB activation, or an empty vector as control [1].
Alternatively, the expression vector carrying the HA-tagged-p65 cDNA or the empty plasmid were
transfected into cells exposed or not to LPS (2 ug/ul) for 18 hours [2]. All transfections were carried
out with Lipofectamine 2000 (Invitrogen Corporation), according to the manufacturer’s protocol
and normalized transfection efficiency by CMV-LacZ. After the treatments, cells were harvested
for protein extraction and immunoblot analysis as described below. TNF-a and Troglitazone (TGZ)
reagents were purchased from (Roche Indianapolis, IN) and (Sigma Aldrich), respectively.

CRC cells (HT29 and RKO) were seeded in 24-well or 6-well plates and, once reached 70%
confluence, were treated or not with a single dose of TNF-a (12,5 ng/ml) for 3 and 6 hours, or 10
uM TGZ for 24 and 48 hours respectively. The TGZ was reconstituted in Dimethylsulfoxide
(DMSO) and control cells were incubated with an equivalent volume of DMSO vehicle only. Cells
were harvested for RNA or protein extraction.

Western Blot analysis




Western blot analysis on protein extracts from CRC cell lines, tumor tissues and adjacent normal
mucosa was performed using the procedure previously reported.

Cell lysates were prepared by resuspending cell pellets in lysis buffer (HEPES 50mM, pH 7.5, 150
mMNacCl, Glicerol 1%, Triton X100 1%, 1,5 mM MgCI2, 5SmM EGTA 0.1M), supplemented with a
mixture of protease inhibitors (Roche). After incubating on ice for 20 minutes, supernatants were
isolated by centrifugation at 13,000 rpm for 20 minutes.

The following antibodies were used: anti-AKAP12; anti-DCBLD2; anti-NT5E; anti-SPONI; anti-
HA (SC805) and anti-PPARY (E-8) (Santa Cruz Biotechnology, Inc. Santa Cruz, CA, USA).

RNA extraction and Real-Time RT-PCR analysis

For the expression analysis, of AKAPI2, DCBLD2, NT5E and SPONI, total RNA was isolated with
Trizol (Invitrogen). Concentration of the total RNA was determined using the spectrophotometer
(Genova Plus, Jenway). Reverse transcription-PCR (RT-PCR) was made using Superscript 11
(Invitrogen), lug of total RNA and random hexamer primers (Invitrogen). Quantitative RT-PCR
was performed on 7300 Real-Time PCR System (Applied Biosystems, Foster City, CA, USA) using
SYBR Green PCR Master Mix (Invitrogen),with 10 ng of cDNA as template and the specific
primers as follows [3,4,5,6]:
* AKAPI12: forward primer 5’-GGAGCCCTAAACAGCCAGGA-3’, reverse primer 5’-
CTCCTCCTGCCCATCATCTG-3’, 150 bp
e DCLB2: 5’>-CTCAGCCACTGGTAGGAGGA-3’'m reverse primer 5-
GGCACCTGGTACACCAATTC-3’, 394 bp
e CD73 (NTSE): forward primer 5~ ATTGCAAAGTGGTTCAAAGTCA-3’, reverse primer
5’-ACACTTGGCCAGTAAAATAGGG-3’, 123 bp
* SPONI: forward primer 5°- CTCTTCCTGCAGAGGAGTAGTGTCA -3°, reverse primer
5’- CTGGGACTCAGGCATAGTCACTTC-3", 90 bp.

Cycling conditions were as follows: 2 minutes at 50°C, 2 minutes at 95°C, 15 seconds at 95°C,
annealing temperature of 60 secondsfollowed by 40 cycles with a final of dissociates stage. In all
PCR reactions the genes of interest were normalized against the housekeeping gene
glyceralaldehyde-3-phosphate dehydrogenase (GAPDH) RNA.
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