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Purpose: Tumor-microenvironment interactions are important determinants of drug
resistance in colorectal cancer (CRC). We, therefore, set out to understand how
interactions between genetically characterized CRC cells and stromal fibroblasts might
influence response to molecularly targeted inhibitors.

Techniques: Sensitivity to PI3K/AKT/mTOR pathway inhibitors of CRC cell lines, with
known genetic background, was investigated under different culture conditions [serum-
free medium, fibroblasts’ conditioned medium (CM), direct co-culture]. Molecular pathway
activation was monitored using Western Blot analysis. Immunoprecipitation was used to
detect specific mTOR complex activation. Immunofluorescence was used to analyze
cellular PTEN distribution, while different mutant PTEN plasmids were used to map the
observed function to specific PTEN protein domains.

Results: Exposure to fibroblast-CM resulted in increased growth-inhibitory response to
double PI3K/mTOR inhibitors in PTEN-competent CRC cell lines harboring KRAS and
PI3K mutations. Such functional effect was attributable to fibroblast-CM induced
paradoxical PI3K/mTORC1 pathway activation, occurring in the presence of a
functional PTEN protein. At a molecular level, fibroblast-CM induced C-tail
phosphorylation and cytoplasmic redistribution of the PTEN protein, thereby impairing
its lipid phosphatase function and favored the formation of active, RAPTOR-containing,
mTORC1 complexes. However, PTEN’s lipid phosphatase function appeared to be
dispensable, while complex protein-protein interactions, also involving PTEN/mTOR co-
localization and subcellular distribution, were crucial for both mTORC1 activation and
sensitivity to double PI3K/mTOR inhibitors.
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Data Interpretation:Microenvironmental cues, in particular soluble factors produced by stromal
fibroblasts, profoundly influence PI3K pathway signaling and functional response to specific
inhibitors in CRC cells, depending on their mutational background and PTEN status.
Keywords: PTEN, PI3K signaling, CRC, soluble factors, fibroblasts
INTRODUCTION

Colorectal cancer (CRC) represents the third most common
malignancy worldwide (1). Despite progress in the molecular
subtyping of CRC and the implementation of molecularly
targeted and immunotherapy agents, metastatic disease remains
largely incurable. While the epidermal growth factor (EGF) and
vascular endothelial growth factor (VEGF) pathways have been
successfully targeted for therapeutic purposes in advancedCRC, the
prognostic and therapeutic role of other crucial signaling cascades
frequentlyaltered inCRC, suchas thephosphatidylinositol3-kinase
(PI3K) pathway, remain elusive (2).

PI3K signaling regulates many oncogenic capabilities, such as
protein translation, cytoskeleton remodeling, cell proliferation, and
angiogenesis. PI3K phosphorylates PtdIns(4,5)P2 (PIP2) into
PtdIns(3,4,5)P3 (PIP3), which acts as the second messenger for
the AKT and PDK1 kinases; organization of different mTOR-
containing complexes (mTORC1 and 2) signals to further
effectors, such as p70S6K1 and 4E-binding protein (4E-BP1)
downstream of the mTORC1 complex, to enable activation of the
translational and transcriptionalmachinery. The tumor suppressor
phosphatase and tensin homolog (PTEN) is the major factor
restraining PI3K pathway activity and counteracting its pro-
tumoral function. Collectively, aberrations of the PI3K pathway,
including loss of function at the PTEN locus and its epigenetic
silencing, occur in a substantial proportion of CRC cases (2).
Accordingly, therapeutic inhibition of PI3K and mTOR has
shown antitumor activity in preclinical models (3); however,
available clinical trials with dual PI3K/mTOR inhibitors (such as
PF-05212384, hereafter referred to as gedatolisib - Geda) do not
recapitulate thesefindings (4, 5), suggesting the existenceof inter- or
intra-pathway feedback loops mediating therapeutic resistance.
Moreover, the local inflammatory cytokine milieu and other
microenvironmental factors (such as composition of the gut
microbiome) may crucially interact with the genetic background
of CRC and modulate its sensitivity/resistance to pathway
inhibition, albeitwithyetpoorlydefinedmolecularmechanisms (2).

In this context, the role ofPTENas a potential prognostic and/or
predictive biomarker in CRC remains debated, not only in terms of
response to established therapeutic approaches, such EGF receptor
(EGFR) and/orVEGF receptor blockade (6, 7), but also in reference
to experimental PI3K pathway inhibition. Indeed, a recent phase I/
II study combining themTORC1 inhibitor everolimus (Eve) with a
standard mFOLFOX6/bevacizumab regimen showed promising
activity in metastatic CRC, particularly in patients whose tumors
lacked PTEN expression (8).

In this study, we investigated whether the presence of stromal
fibroblasts may modulate sensitivity of molecularly characterized
CRC cell lines to PI3K signaling inhibitors. Quite surprisingly, we
in.org 2
observed that exposure to fibroblast-derived conditioned medium
(CM) increases signaling through the PI3K/mTORC1 pathway
paradoxically in PTEN-competent CRC cells, thereby sensitizing
them to the growth inhibitory effect of the double PI3K/mTOR
inhibitor, Geda. From a molecular standpoint, fibroblast-CM
induces PTEN C-tail phosphorylation and its cytoplasmic
redistribution, resulting in impaired lipid phosphatase activity;
however, paradoxical PI3K/mTORC1 activation and sensitization
to Geda appear to be mediated by PTEN’s protein-protein
interaction, rather than lipid phosphatase activity and ability to
co-localize with mTOR at the plasma membrane.
MATERIALS AND METHODS

Cell Cultures
X-MAN™ HCT116 Parental (RRID : CVCL_HD91) and
HCT116 PTEN-/- (RRID : CVCL_HD92) cells were generated
by Horizon from homozygous knock-out of PTEN by deleting
exon 5 which encodes the active site of the protein in the CRC
cell line HCT116 (Horizon Discovery www.horizondiscovery.
com) (9). Isogenic cell lines HCT116, HK2–6, and HKE-3 were
performed by Shirasawa’s group by KRAS specific targeting
technique (10, 11). LS180, HT29, RKO, and SW480 cell lines
were kindly provided by Dr. Federica Di Nicolantonio as
previously described (11). Human foreskin fibroblasts (HFF),
green fluorescent protein (GFP)-labeled fibroblasts, and BJ cell
lines were kindly provided byDr.Maurizio Fanciulli. CRC cell lines
were routinely maintained in RPMI 1640 medium (Euroclone,
Milan, Italy) supplementedwith 10% inactivated fetal bovine serum
(FBS) (Gibco, Life Technologies, California, USA), whereas HFF
and BJ were routinely maintained in DMEM medium
supplemented with 15% inactivated FBS. All the growth media
were added with 2 mM L-glutamine (Gibco, Life Technologies,
California, USA) and antibiotics (Penicinillin/Streptomycin)
(Gibco, Life Technologies, California, USA); cells were grown in a
humidified atmosphere with 5% CO2 at 37°C.

Normal fibroblasts (NF) were isolated from normal colon
tissue, derived from patients surgically treated at Regina Elena
Cancer Institute. The study was reviewed and approved by the
ethics committee of the Regina Elena National Cancer Institute.
Normal colon tissue was digested by 0.35% Collagenase type I
(Gibco, Life Technologies, California, USA); DMEM medium
supplemented with 15% inactivated FBS was added with 2X
Antibiotic Antimycotic Solution (Sigma Aldrich, St. Louis, USA).
Isolated fibroblasts were routinely maintained in DMEM
medium supplemented with 15% inactivated FBS, added with 2
mM L-glutamine (Gibco, Life Technologies, California, USA)
and antibiotics (Penicinillin/Streptomycin) (Gibco, Life
June 2022 | Volume 12 | Article 862806
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Technologies, California, USA); cells were grown in a humidified
atmosphere with 5% CO2 at 37°C.

Based on previous experience of our group (11), HFF-CMwas
obtained under standardized culture conditions: 1x106 cells were
seeded and after 24 h, cells were washed with PBS 1X and
medium was replaced by serum-free medium (wo FBS); CM was
collected after 72 h. Serum-free conditions were chosen based on
the notion that production of soluble factors is tightly dependent
on the type of growth media used; moreover, serum-free
conditions are also necessary to characterize the pattern of
expression of soluble factors released by fibroblasts (see below,
paragraph 2.10), using specific ELISA and membrane-based
arrays, since FBS contains basal levels of cyto/chemokines that
could interfere with the detection of mediator(s) involved in the
observed CM effects (12, 13).

For recombinant protein experiments, 1000 pg/mL of
interleukin (IL)-8, IL-6 and monocyte chemoattractant protein
(MCP)-1 were added in DMEM wo FBS. Recombinant human
IL-8, IL-6, and MCP-1 were purchased from R&D Systems
(R&DSystems, MN, USA).

For cell counting, Thoma chamber was used. All cell lines
tested negative for mycoplasma contamination.

Drug Treatments and Cell
Proliferation Assay
Trametinib (GSK1120212, Tram) was kindly provided by
GlaxoSmithKline (Brentford, Middlesex, UK). Alpelisib
(BYL719, Alp), dactolisib (BEZ235, Dact), and Geda
(PF05212384) were purchased from Selleck Chemicals
(Huston, TX, USA). MK-2206 (MK) was kindly provided by
Merck and Co. (Kenilworth, NJ, USA). Alp, Geda, MK, and
Tram were dissolved in DMSO as a 1 mM (Geda, MK and Tram)
and 5mM (Alp) stock solution, dact was dissolved in DMF as a
1mM. All the drugs were stored at -20°C (Alp, Dact, MK, and
Tram) or -80°C (Geda). Eve (RAD001) was kindly provided from
Novartis Pharma (Basel, Switzerland) and was dissolved in 100%
ethanol as a 10 mM stock solution and stored at -20°C.

The final concentration of drugs was obtained by dilution
with culture medium.

Effects on cell growth after 72 h of different treatments were
monitored by Crystal Violet assay, as previously described (10).

Direct Co-Cultures
X-MAN™ HCT116 Parental and HCT116 PTEN-/- cells and HFF
cells were seeded alone or with a 1:1 ratio in 35 mm plates (Falcon
BD, Oxford, UK) in RPMI 1640 (Euroclone, Milan, Italy)
supplemented with 10% inactivated FBS (Gibco, Life
Technologies, California, USA), as previously described. After 24
h, culturemediawere replacedwith serum-freeDMEM(Euroclone,
Milan, Italy) containing different drug concentrations alone or in
combination. After 72 h of treatment, cells were suspended in ice-
cold RPMI 1640 (Euroclone, Milan, Italy) supplemented with 10%
inactivated FBS (Gibco, Life Technologies, California, USA). The
total amountof cellswas countedusing theThomachamberand the
percentage of CRC andHFF cells were analyzed by flow cytometry
analysis that allows to differentiate between HFF cellular
Frontiers in Oncology | www.frontiersin.org 3
populations, fluorescently labeled in comparison to unlabeled X-
MAN™ isogenic HCT116 cells.

Plasmid and Transfection Experiments
X-MAN™ HCT116 Parental cell line was transfected with either
GFP-PTEN C124S or GFP-Q399STOP plasmids, which encode
for mutant PTEN C124S and PTEN Q399STOP proteins,
respectively (14). Stable transfection of plasmids was
performed using Lipofectamine 2000 (Invitrogen, Carlsbad,
CA, USA) according to the manufacturer’s instructions.

RNA Analysis
Total RNA was prepared from cells using the RNA extraction kit,
RNeasy Mini Kit (Qiagen, Hilden, Germany) as per the
manufacturer’s instructions. Of total RNA, 1 mg was converted
into single-strand cDNA using Superscript II (Invitrogen,
Carlsbad, CA, USA) as per the manufacturer’s instructions.
Quantitative real-time PCR (RT-qPCR) was performed with
Fast SYBR®Green quantitative PCR kit (Applied Biosystems,
Foster City, CA, USA) for RPL19 (Forward primer sequence: 5′-
CGGAAGGGCAGGCACAT-3′ and Reverse primer sequence
5′-GGCGCAAAATCCTCATTCTC-3′) and PIK3CD (Forward
primer sequence: 5′-CCCACATGAAGAGGAACTGAGAT-3′
and Reverse primer sequence 3′- GGTTGGCAGGCTCA
GTGACT-5′). Expression of PIK3CD was then normalized
with RPL19.

Western Blot Analysis
Whole cell extracts were obtained by SDS lysis buffer, containing
20 mM TrisHCl (pH 7.4) and 2% SDS, with 1X phosphatase and
protease inhibitors (Thermo Fisher Scientific, Rochester, NY,
USA). Protein quantification, separation, and detection were
assessed as previously described (11). Membranes were probed
with the primary and secondary antibodies reported in
Supplementary Materials.

Immunoprecipitation
Chip-Grade Protein A/G Magnetic Beads (Thermo Fisher
Scientific, Rochester, NY, USA) were incubated with 2 mg of
FRAP (Santa Cruz Biotechnology, Santa Cruz, CA) overnight at
4°C. Precleared beads were then incubated overnight at 4°C with
1 mg of protein. The immunoprecipitates were collected and after
two washes in CHAPS buffer (containing 5 mM EDTA, 0.3%
CHAPS, 50 mM Tris HCl (pH 7.4), 150 mM NaCl, 10 mM
MgCl2, 1mM KCl, and 1X phosphatase and protease inhibitors
(ThermoFisher Scientific, Rochester, NY, USA)) re-suspended in
35 µl of the same buffer and 1X Ladder buffer. The immune
complexes and 20 mg of protein total cell extract were analyzed
by Western blot analysis as described above.

Immunofluorescence
5x104 cells were seeded on 22x22 mm coverslips pretreated with
2% type A from porcine skin gelatin (Sigma Aldrich, St. Louis,
USA); after 24 h, culture media were replaced by wo FBS DMEM
(Euroclone, Milan, Italy) or HFF CM containing the indicated
concentration of drug. After 24 h from treatments, cells were
fixed in 4% formaldehyde in 1X PBS for 10 min, permeabilized in
June 2022 | Volume 12 | Article 862806
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1X PBS containing 0.5% Triton X-100 for 5 min at room
temperature. Coverslips were incubated with primary and
secondary antibodies as previously described (11). The used
antibodies are reported in Supplementary Materials. Images
were taken using Leica DMi8 microscopy (Leica, Solms,
Germany) and Zeiss LSM 880 Confocal Microscope (Carl
Zeiss, Oberkochen, Germany) equipped with ×63 lenses and
operated by Zen 09 black software (Carl Zeiss).

Subcellular Protein Extraction
5x106 HCT116 Parental cells were seeded into 100 mm dishes
(Greiner bio-one, Kremsmünster, Austria) in RPMI 1640
(Euroclone, Milan, Italy) and after 24 h from plating cell
culture media were replaced by wo FBS DMEM (Euroclone,
Milan, Italy) or HFF CM containing the indicated concentration
of drug. After 24 h from treatment, cells were processed
according to the manufacturer’s instructions of the Subcellular
Protein Fractionation Kit (Thermo Fisher Scientific, Rochester,
NY, USA). Membrane and cytoplasmic extract were analyzed by
using Western blot assay.

Detection and Analysis of Soluble
Factor Production
3x105 HFF, BJ, and NF cells were plated into 60 mm dishes
(Falcon BD, Oxford, UK). After 24 h from the plating, the culture
medium was replaced by wo FBS DMEM, and after 48 h from the
plating media were collected and cells were counted. Cells culture
media were analyzed by Human Angiogenesis Antibody Array
(R&DSystems, MN, USA) according to the manufacturer’s
protocol. Cell culture media were also analyzed by IL-8 and
IL-6 (Enzo Life Sciences, Farmingdale, NY, USA), and MCP-1
(R&DSystems, MN, USA) specific ELISA assay, according to the
manufacturer’s protocol. Absorbance was read at 450 nm. IL-8,
IL-6, and MCP1 expression were represented as pg/mL and then
related to the control assuming as to 100%.

PTEN Activity ELISA Assay
6x106 HCT116 Parental cells were seeded into 100 mm dishes
(Greiner bio-one, Kremsmünster, Austria) in RPMI 1640
(Euroclone, Milan, Italy) and after 24 h from plating cell
culture media were replaced by wo FBS DMEM (Euroclone,
Milan, Italy) or HFF CM containing the indicated concentration
of drug. After 24 h from treatment, cells were processed
according to the manufacturer’s instructions of the PTEN
activity ELISA assay (Echelon Biosciences Inc., Salt Lake City,
UT, USA). Absorbance was read at 450 nm. PTEN phosphatase
activity was represented as PIP2 concentration (pmol/mL) and
then related to the control assuming as to 100%.

Statistical Analysis
Results are expressed as average of three independent
experiments. Results with two-tailed p values <0.05 were
judged to be statistically significant. The dose of drug that
causes 50% of cell growth inhibition (IC50) was calculated
according to the Chou-Talalay method using the Calcusyn
software (Biosoft, Cambridge, United Kingdom). The same
software was used for deriving combination indexes (CI): the
Frontiers in Oncology | www.frontiersin.org 4
average CI at the ED50, ED75, and ED90 <1 indicates synergism,
= 1 indicates additivity, and >1 indicates antagonism,
respectively. Statistical analysis for co-localization was
conducted using GraphPad Prism (RRID : SCR_002798)
(www.graphpad.com).
RESULTS

Exposure to Fibroblast-CM Sensitizes
PTEN-Competent CRC Cells to Double
PI3K/mTOR Inhibition
We evaluated the role of PTEN status and microenvironmental
interactions in the modulation of CRC response to single or
combined MAPK/PI3K inhibition. The X-MAN™ isogenic
HCT116 cell lines [HCT116 Parental (PTEN-competent) and
HCT116 PTEN-/- (PTEN-loss)] were treated with increasing
concentrations of the MEK inhibitor Tram, the PI3K/mTOR
double inhibitor Geda, or their combination (Tram+Geda, 1:1
fixed dose-ratio) for 72 h under different culture conditions:
serum-free medium (wo FBS), fibroblast-CM (CM HFF), or
direct CRC/fibroblast co-culture (co-co), using GFP-tagged
immortalized skin fibroblast (HFF). Pathway inhibitors (alone
or in combination) displayed little, if any, growth inhibitory
activity on isolated HFF fibroblasts (data not shown).

In CRC cells, sensitivity to the growth-inhibitory activity of
Tram significantly decreased in the absence of a functional PTEN
(HCT116 PTEN-/- cells), regardless of cell culture conditions
(Supplementary Figure S1 and Table 1). Conversely, exposure
to fibroblast-CM specifically sensitized PTEN-competent
(HCT116 Parental), but not PTEN-loss (HCT116 PTEN-/-)
CRC cells to Geda [48% reduction in the IC50 in HCT116
Parental cells under CM HFF, as compared with wo FBS,
conditions (Table 1), p-value <0.05 at all the tested doses
(Figure 1A left panels)]; direct co-co had no effect on
sensitivity to Geda, regardless of PTEN status (Figure 1A right
panels and Table 1). As we previously reported (9),
pharmacological interactions between Tram and Geda were
highly synergistic in PTEN-loss and antagonistic in PTEN-
competent cells, under isolated cell culture (wo FBS)
conditions (Figure 1B left panels, Supplementary Figure S2A
and Table 1). Exposure to HFF CM and direct co-co turned the
interaction between Tram and Geda into highly synergistic in the
HCT116 Parental cell line (CI: 0.01 and 0.0007, respectively),
whereas only direct cel l- to-cel l contact influenced
pharmacological interactions in HCT116 PTEN-/- cells,
reverting synergism (CI: 0.99) and reducing (albeit not
significantly) the growth inhibitory response to combined
treatment (Figure 1B right panels, Supplementary Figure S2B
and Table 1).

We focused on the observed sensitization to the growth-
inhibitory effects of PI3K/mTOR inhibition under exposure to
fibroblast-CM. First, the same functional sensitization effects
observed with HFF CM were obtained using CM from another
immortalized normal foreskin fibroblast cell line (BJ) and from
primary fibroblasts isolated by normal colon tissue
June 2022 | Volume 12 | Article 862806

http://www.graphpad.com
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles


Conciatori et al. PTEN-Dependent Paradoxical PI3K Activity
A

B

FIGURE 1 | PTEN expression and microenvironmental interactions affect the response to molecular targeted inhibition in isogenic CRC cell lines. HCT116 Parental
and HCT116 PTEN-/- cell lines were treated with increased doses (dose range 0.1-1000 nM) of Geda or Geda and Tram combination (1:1) (A, B, respectively) in
serum-free condition, fibroblast HFF derived CM (left panels) or direct CRC/GFP-tagged HFF co-culture (right panels). Cell viability for wo FBS and HFF-CM was
assessed by Crystal Violet assay after 72 h of treatment. For HFF co-culture cells were counted after 72 h of treatment and the number of GFP positive and negative
cells were calculated using cytofluorimetric analysis. Results are expressed as percentage of growth inhibition relative to untreated control and represent the average
± SEM of three independent experiments. Asterisks indicate statistically significant differences (p-value < 0.05 by 2-tailed Student’s t test) for the comparison
between treatment under wo FBS and HFF-CM or co-co conditions.
TABLE 1 | Response of HCT116 Parental and HCT116 PTEN-/- cells to targeted inhibitors under different conditions of growth.

Trametinib (IC50 nM) Gedatolisib (IC50 nM) Combo (CI) Trametinib (IC50 nM) Gedatolisib (IC50 nM) Combo (CI)

wo FBS CM HFF
HCT116 Parental 0.02 4.2x103 50 0.02 2.2x103 0.01
HCT116 PTEN-/- 14x103 >1x106 0.006 10x103 >1x106 0.003

Trametinib (IC50 nM) Gedatolisib (IC50 nM) Combo (CI) Trametinib (IC50 nM) Gedatolisib (IC50 nM) Combo (CI)

wo FBS co-co with HFF
HCT116 Parental 0.68 0.4x103 1.2 1.03 0.08x103 0.0007
HCT116 PTEN-/- 24.4 0.37x103 0.07 6.35 0.32x103 0.99
Frontiers in Oncology |
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(Supplementary Figures S3A, B). Moreover, another double
PI3K/mTOR inhibitor (Dact) exerted functional effects similar to
those observed with Geda (Supplementary Figure S4A and
Supplementary Table S1). Single-step inhibition along the
PI3K cascade was not sufficient to obtain such functional
effects: indeed, response to specific inhibitors targeting PI3K,
AKT, or mTOR individually (Alp, MK, and Eve, respectively)
was not modulated by exposure to fibroblast-CM in either
isogenic cell line (Supplementary Figures S4B–D and
Supplementary Table S1). These results confirm that exposure
to normal fibroblast-CM specifically sensitizes PTEN-competent
CRC cells to double PI3K/mTOR inhibition.

Additional Genetic Determinants of
Fibroblast-CM Mediated Sensitization to
PI3K/mTOR Inhibition in CRC
We next explored the effect of fibroblast-CM in modulating
functional response to Geda in four PTEN-competent CRC cell
lines (LS180, HT29, RKO, and SW480), characterized by
different genetic background (KRAS-mut/PIK3CA-mut, KRAS-
wt/PIK3CA-wt, KRAS-wt/PIK3CA-mut, and KRAS-mut/
PIK3CA-wt, respectively) (Figures 2A, B). Each cell line was
exposed to increasing concentrations of Geda (0.1-1000 nM)
under wo FBS or HFF CM conditions for 72 h. Similar to
HCT116 Parental cells, only LS180 (PIK3CA-mut/KRAS-mut/
PTEN-competent) cells displayed a statistically significant
difference in their response to Geda according to culture
conditions (p-value < 0.05 for the lowest concentrations of
Geda; Figures 2A, B). Conversely, in the KRAS-wt/PIK3CA-
mut RKO cell line exposure to fibroblast-CM induced significant
resistance to Geda at the highest concentrations. No significant
differences were observed in the HT29 and SW480 cell
lines (Figure 2A).
Frontiers in Oncology | www.frontiersin.org 6
Since HCT116 cells are known to express high levels of the
p110d PI3K isoform (15), we also evaluated whether the pattern
of p110d PI3K expression correlated with functional response to
Geda in the presence or absence of HFF-CM. As shown in
Supplementary Figure S4E, p110d PI3K (PIK3CD) expression
by RT-qPCR was highest in HCT116 Parental and SW480 cells
when compared in a panel of five cell lines, and did not correlate
with HFF-CM induced functional sensitization to Geda-
mediated growth inhibition.

We next investigated the response of isogenic KRAS HCT116
cell lines (parental HCT116 - heterozygous KRAS-mut, HK2-6 -
homozygous KRAS-mut, and HKE-3 cell lines - homozygous
KRAS-wt, respectively) to Geda under different culture
conditions. As shown in Figure 2C, the most pronounced
fibroblast-CM dependent functional sensitization to Geda was
observed in the homozygous KRAS-mut isogenic cell line HK2-6.
Overall, these results suggest that, in addition to the expression of
a functional PTEN protein, the mutational status of both KRAS
and PIK3CA plays a role in the observed functional sensitization
to double PI3K/mTOR inhibition induced by fibroblast-CM in
CRC cells.

Fibroblast-CM Induces Paradox PI3K
Pathway Activation Which Can be
Reverted by Double PI3K/mTOR Inhibition
in PTEN-Competent CRC Cell Lines
We next investigated whether fibroblast-CM might influence
PTEN expression and function and PI3K pathway activation.
Exposure of HCT116 Parental cells (PTEN-competent) to
fibroblast-CM for 24 h induced PTEN phosphorylation at Ser
380/Thr 382/383, along with relative protein accumulation, and
p70S6K1 phosphorylation at Thr 389, with relative protein
accumulation; under these conditions, double PI3K/mTOR
A

B

C

FIGURE 2 | Fibroblast-CM-dependent sensitivity to Geda occurs only in KRAS-mut/PIK3CA-mut/PTEN-competent CRC cell lines. PTEN-competent LS180, HT29,
RKO and SW480 cell lines and isogenic KRAS HCT116 cell lines (HCT116, HK2-6 and HKE-3) were treated with increasing doses of Geda (range doses 0.1-1000
nM) in serum-free condition and fibroblast HFF-CM (A, C, respectively). Results are expressed as percentage of growth inhibition relative to untreated control and
represent the average ± SEM of three independent experiments. Asterisks indicate statistically significant differences (p-value < 0.05 by 2-tailed Student’s t test) for
the comparison between treatment under wo FBS and HFF CM conditions. (B) Ratio of IC50 of Geda (nM) under CM HFF vs wo FBS condition of growth.
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inhibition by Geda paradoxically induced PTEN and p70S6K

phosphorylation under unstimulated conditions, while
substantially decreasing their phosphorylation induced by
fibroblast-CM (Figure 3A left panel). A similar modulation in
p-PTEN Ser 380/Thr 382/383 and p70S6K1 Thr 389 in response
to both fibroblast-CM exposure and Geda treatment was also
observed in the PTEN-competent LS180 ce l l l ine
(Supplementary Figure S5A) and comparable results were
observed using a different double PI3K/mTOR inhibitor (Dact)
in HCT116 Parental cells (Supplementary Figure S5B).
Conversely, in HCT116 PTEN-/- cells p70S6K1 Thr 389
phosphorylation levels were similar under both unstimulated
and fibroblast-CM stimulated conditions and were consistently
decreased by Geda under either culture condition (Figure 3A
right panel). Modulation in other pathway elements (such as
reduction in p-mTOR Ser 2448, Ser 2481, and Thr 2446, and
total mTOR protein; increase in p-4E-BP1 Thr 37/46 and total
4E-BP1 protein levels) upon exposure to fibroblast-CM was
consistent between PTEN-competent (HCT116 Parental, left
panel) and PTEN-loss (HCT116 PTEN-/-, right panel) isogenic
CRC cells (Supplementary Figure S5C).

Among soluble factors potentially involved in the fibroblast-
CM induced PI3K pathway stimulation in PTEN-competent
CRC cells, IL-8, IL-6, and MCP-1 were the most prominently
produced by all three normal fibroblast cell lines tested (HFF, BJ,
and NF; Supplementary Figure S5D); however, exogenous
addition of recombinant IL-8, IL-6, or MCP-1 (alone or in
combination) was not able to induce p70S6K1 phosphorylation
at Thr 389, despite upregulation of p-PTEN Ser 380/382/383
levels (Supplementary Figure S5E).

To further investigate the mechanisms underlying paradox PI3K
pathway activation in response to fibroblast-CM stimulation in
PTEN-competent cells, we examined mTOR complex formation
Frontiers in Oncology | www.frontiersin.org 7
under different culture conditions. Co-immunoprecipitation
experiments shown in Figure 3B indicated specific binding of
RAPTOR to, and dissociation of, PRAS40 from mTOR under
fibroblast-CM stimulated conditions.

Overall, such evidence indicates that yet unidentified soluble
factors released by normal fibroblasts paradoxically activate the
PI3K axis in PTEN-competent cells, by specifically activating the
mTORC1 complex.
Fibroblast-CM-Induced Paradox PI3K
Pathway Activation Is Mediated by
PTEN Intracellular Redistribution
and Inactivation
As shown in Figure 3A, fibroblast-CM induced prominent
phosphorylation of PTEN’s C-tail (Ser 380/Thr 382/383) in
PTEN-competent CRC cells. Consistent with the well-known
role of PTEN phosphorylation in modulating protein
localization and activity, immunofluorescence experiments
conducted in HCT116 Parental cells showed predominantly
membrane-bound PTEN under basal conditions (wo FBS),
while its distribution became spread and predominantly
cytoplasmic upon exposure to either Geda or fibroblast-CM
(Figure 4A); under these conditions, PIP3 distribution
essentially paralleled that of PTEN protein, even though the
spread, cytoplasmic distribution and relative abundance of PIP3
were less evident in Geda-treated, as compared with fibroblast-
CM treated, cells. Regardless, under fibroblast-CM stimulated
conditions Geda treatment restored membrane-bound PTEN/
PIP3 localization (Figure 4A). These findings were further
confirmed by cell fractionation experiments (Figure 4B):
indeed, PTEN protein decreased in the membrane-bound
fraction and increased in the cytoplasmic fraction upon
A

B

FIGURE 3 | Evaluation of PI3K pathway activation in response to Geda in the presence of fibroblast-derived CM. (A) HCT1116 Parental and HCT116 PTEN-/- cell
lines were treated with 1 and 10 nM of Geda in serum-free condition and HFF-CM. Cells were lysed and analyzed by Western Blotting using specific antibodies (as
indicated). GAPDH is shown as protein loading and blotting control. (B) HCT116 Parental cells were grown in wo FBS and HFF CM for 24 h. Endogenous mTOR
was immunoprecipitated (IP:mTOR) and the immunocomplexes were blotted for RAPTOR and PRAS40. mTOR, RAPTOR and PRAS40 levels in total cell lysates are
also shown. Results of a representative experiment out of three independent experiments performed are shown.
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exposure to either Geda or fibroblast-CM and accumulated back
in the membrane fraction upon combined fibroblast-CM/Geda
treatment; interestingly, the mTOR protein changed its
subcellular distribution in parallel to that of PTEN
(Figure 4B). However, when PTEN enzymatic activity was
measured in whole cell lysates in the presence of exogenous
PIP3 by ELISA (thus not reflecting the potential role of PTEN
subcellular localization), Geda treatment did not significantly
affect PTEN lipid phosphatase activity under basal (wo FBS)
conditions, while exposure to fibroblast-CM reduced enzymatic
activity by approximately 50%; combined fibroblast CM/Geda
trea tment re s tored PTEN act iv i ty to basa l l eve l s
(Supplementary Figure 6).

Overall, these data suggest that fibroblast-CM induced PI3K
pathway activation is due, at least in part, to PTEN C-tail
phosphorylation, subcellular redistribution, and impaired
enzymatic activity, all of which can be restored by
simultaneous PI3K/mTOR inhibition.
Protein-Protein Interaction PTEN Domain
Mediates Fibroblast-CM-Dependent
Paradox PI3K Activation and Sensitization
to Geda
Taken together, the above-described results indicate that the
presence of a functional PTEN protein is necessary for fibroblast-
CM mediated paradox PI3K pathway activation and, hence, to
sensitize CRC cells to the growth-inhibitory effects of double
PI3K/mTOR inhibition. To dissect whether these molecular and
functional effects are mediated by PTEN protein-protein
interaction or lipid phosphatase domains, HCT116 Parental
Frontiers in Oncology | www.frontiersin.org 8
cells were stably transfected with two chimeric GFP-mutant
PTEN genes exerting a dominant negative function: the
Q399STOP construct produces a PTEN protein lacking the
PDZ-domain and protein-protein interaction ability; the C124S
construct produces a PTEN protein lacking enzymatic activity
and the ability to dephosphorylate both proteins and lipids (14,
16, 17).

C124S transfection did not affect response to Geda under either
basal (wo FBS) or fibroblast-CM stimulated conditions (Figure 5A,
left panel). Conversely, Q399STOP transfection completely
abrogated the Geda-sensitizing effect of fibroblast-CM: indeed,
response to Geda was not significantly different between
fibroblast-CM stimulated and unstimulated Q399STOP-
transfected cells; however, Q399STOP-transfected cells were
significantly more sensitive to Geda than their Parental
counterpart under unstimulated conditions and less sensitive
under fibroblast-CM stimulated conditions (Figure 5A, right
panel). Molecular endpoints were modulated consistently with the
observed functional effects: HFF CM-dependent stimulation of
p70S6K1 Thr 389 and 4E-BP1 Thr 37/46 phosphorylation was less
pronounced in Q399STOP-transfected cells, as compared to
HCT116 Parental and C124S-transfected cells (Figure 5B),
suggesting a more prominent role for PTEN protein-protein
interaction, rather than phosphatase, activity in fibroblast-CM
induced paradox PI3K pathway activation. Together with
evidence of fibroblast-CM mediated mTORC1 formation only in
PTEN-competent cells and concomitant redistribution of both
PTEN and mTOR upon treatment, this observation led us to
investigate whether PTEN could physically interact with mTOR.
To this purpose, we evaluated PTEN and mTOR co-localization
under different culture conditions using confocal microscopy. As
A

B

FIGURE 4 | Fibroblast-derived CM induces the reduction of PTEN activity and its re-distribution in the cell. (A) Direct immunofluorescence analysis of cellular
localization of PTEN (green) and PIP3 (red). Nuclear staining was evaluated with DAPI in HCT116 Parental cells in both wo FBS and HFF CM, in absence or presence
of 10 nM Geda. Results of a representative experiment out of three independent experiments performed are shown. Microphotographs were taken at ×63
magnification. Scale bar 50 mm. (B) HCT116 Parental cell line were treated with 10 nM of Geda in wo FBS and HFF-CM conditions. Membrane and cytoplasmic
fractions of cell line were isolated; molecular differences were analyzed by Western Blotting using specific antibodies (EGFR and a-tubulin are shown as protein
loading and blotting control for membrane and cytoplasmic extract, respectively). Results of a representative experiment out of three independent experiments
performed are shown.
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shown in Figure 5C, a substantial pattern of superimposition
between the two proteins was observed in unstimulated
HCT116 Parental cells (wo FBS); exposure of HCT116
Parental cells to either Geda or fibroblast-CM significantly
reduced the pattern of superimposition (p<0.0003 for both),
which returned to basal when fibroblast-CM stimulated cells
were exposed to Geda (p-value for the comparison between
HCT116 Parental cells wo FBS and HCT116 Parental cells
HFF-CM+Geda not significant), closely paralleling data on
subcellular PTEN localization.
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DISCUSSION

In this study we provide evidence that PTEN distribution and
function influence the response to targeted therapies according
to the presence of stromal elements. Exposure to fibroblast-CM
paradoxically hyperactivates the PI3K signaling cascade in
PIK3CA-mut/KRAS-mut/PTEN-competent CRC cells, resulting
in increased sensitivity to the growth inhibitory effects of
pharmacologic double PI3K/mTOR blockade. Such effect
appears to be crucially mediated by PTEN phosphorylation
A

B

C

FIGURE 5 | PDZ PTEN domain mediates the effect of fibroblast-CM. (A) HCT116 Parental clones stably transfected with either a plasmid encoding PTEN C124S
(C124S, left panel) or PTEN Q399STOP (Q399STOP, right panel) were treated with increasing doses of Geda (0.1-100 nM) in wo FBS or HFF-CM conditions. Cell
viability was assessed by Crystal Violet assay after 72 h of treatment. Results are expressed as percentage of growth inhibition relative to untreated control and
represent the average ± SEM of three independent experiments. Asterisks indicate statistically significant differences (p-value < 0.05 by 2-tailed Student’s t test) for
the comparison between different conditions (*, **, *** for Parental wo FBS vs HFF-CM conditions, Clones (i.e. C124S or Q399STOP) wo FBS vs HFF-CM, Parental
wo FBS vs Clones wo FBS conditions, respectively). (B) HCT1116 Parental, C124S clone (left panel) and Q399STOP clone (right panel) cell lines were grown under
wo FBS and HFF-CM conditions. Cells were lysed and analyzed by Western Blotting using specific antibodies (as indicated). GAPDH is shown as protein loading
and blotting control. Results of a representative experiment out of three independent experiments performed are shown. (C) Colocalization analysis (representative
images with white spots in left panel) confirmed a clear association in wo FBS condition and the lack of a specific association in HFF-CM and 10 nM Geda wo FBS
condition. Microphotographs were taken at ×63 magnification. Scale bar: 50 mm. For the total sample (right panel), R values for control and 10 nM Geda in each
condition of growth (wo FBS and HFF-CM) were analyzed by parametric unpaired t-test with Welch’s correction. PTEN/mTOR codistribution showed a significant
pattern of superimposition in wo FBS condition as compared to both HFF-CM control condition and 10 nM Geda wo FBS condition. Results of a representative
experiment out of three independent experiments performed are shown.
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and subcellular redistribution and increased mTORC1 formation
and signaling, which, in turn, appear to be related to PTEN’s
protein-protein interaction (rather than enzymatic) activity and,
possibly, physical interaction with mTOR.

Available evidence indicates a predominant role of cancer
cell’s genetic background in dictating the response to MAPK
signaling inhibitors (10, 18–22). In line with previous evidence
from our group (9, 23), sensitivity to MEK inhibition was indeed
dependent on functional PTEN expression, regardless of the
condition of growth of CRC cells. Consistently, the combination
of MAPK and PI3K inhibitors synergistically decreased cell
viability only in PTEN-loss contexts (9). Nevertheless, the
effects of PI3K pathway inhibition (alone or combined with
MEK inhibition) on CRC cell growth are profoundly influenced
by the presence offibroblast-derived soluble factors or direct cell-
to-cell contact, particularly in PTEN-competent cells. In
HCT116 PTEN-/- cells direct co-culture with stromal
fibroblasts only slightly modified the qualitative interaction
between Tram and Geda and exposure to fibroblast-CM did
not affect their relative resistance to single agent Geda.
Conversely, in PTEN-competent HCT116 Parental cells both
direct co-culture and exposure to fibroblast-CM changed the
interaction between Tram and Geda from antagonistic/additive
to strongly synergistic. Most importantly, exposure to fibroblast-
CM sensitized PTEN-competent CRC cells to the growth
inhibitory effects of double PI3K/mTOR inhibitors.

In a quest to understand the molecular mechanisms
underlying such sensitization, we found that yet unidentified
soluble factors released by normal fibroblasts induce activation of
the PI3K/mTOR axis in CRC cells. Such selective activation
occurs only in PTEN-competent cells, a rather paradoxical
finding, since the main known function of PTEN is to
negatively regulate PI3K activity, through modulation of PIP3
availability (24, 25). Indeed, PTEN inactivation (by genetic,
epigenetic, or post-translational events) is usually required to
elicit the activation of PI3K and its downstream effectors, such as
AKT, mTOR, and p70S6K1 (26). mTOR, in particular, can
participate in two different enzyme complexes, mTORC1 and
mTORC2, with distinct signaling and functional activities (27).
In our experimental model, fibroblast-CM specifically elicits
mTORC1 activation, shifting the balance toward mTOR
association with the RAPTOR scaffold protein and displacing
the inhibitor protein PRAS40 from the complex (28, 29). The
imbalance toward mTORC1 signaling induced by exposure to
fibroblast-CM is supported by unequivocal phosphorylation of
p70S6K1 (and to a lesser extent 4E-BP1), which is considered to be
the main effector downstream of the mTORC1 (30, 31). On the
other hand, fluctuations in p-AKT Ser 473 phosphorylation
levels in cell lysates do not necessarily reflect, nor should be
considered an accurate reading of, the activation status of mTOR
(32) and were therefore not considered in this context.

Perhaps the most unexpected finding is that fibroblast-CM
mediated PI3K/mTORC1 activation paradoxically requires an
intact PTEN protein, in that it is not observed in PTEN-/- CRC
cells. In our HCT116 Parental cells model, exposure to fibroblast-
CM inactivates PTEN through its C-tail phosphorylation and
Frontiers in Oncology | www.frontiersin.org 10
consequent cellular redistribution, thereby impairing its lipid
phosphatase activity (33–35). However, PTEN’s phosphatase
domain, which is lost in the C124S mutants (14, 36, 37), appears
to be dispensable for fibroblast-CM induced p70S6K1 Thr 389
phosphorylation and functional sensitization to Geda. On the
contrary, loss of the protein-protein interaction PDZ domain [lost
in the Q399STOP mutants; (14)] reduces the ability of fibroblast-
CM to activate the PI3K/mTORC1 signaling axis and completely
abrogates functional sensitization to Geda’s growth inhibitory
effects. The observed C-terminal PTEN phosphorylation caused
by fibroblast-CM stimulation affects amino acid residues (Ser 380/
Thr 382/383) within the PDZ binding domain (33). Thus, in
addition to subcellular redistribution and loss of lipid phosphatase
activity, this may result in changes in the composition of PTEN-
associated macromolecular complexes (PAC). It has indeed been
shown that PI3K p85/p110b selectively associates with
unphosphorylated PTEN within the PAC, raising the possibility
that PTEN restrains tumor-promoting PI3K activity not only
through its established lipid phosphatase activity, but also through
specific protein-protein interactions (38). Co-localization
experiments shown in Figure 5 suggest mTOR itself could be
part of phosphorylated PTEN-orchestrated PAC; however, the
details of such putative interaction remain to be elucidated, since
we could not provide direct evidence of physical interaction between
PTEN and mTOR and interactomic databases do not describe such
interaction (www.ebi.ac.uk/intact/interactions; www.string-db.org/
cgi/input).

Interrelationships between PI3K, PTEN, AKT and mTOR
subcellular localization and enzymatic activity are extremely
complex. The data presented on the effects of Geda and
fibroblast-CM, alone or combined, in HCT116 Parental cells
expressing a functional PTEN protein support the following
model (Figure 6) when used alone, both Geda and fibroblast-
CM induce PTEN cytoplasmic redistribution, loss of PTEN/
mTOR co-localization, and paradoxical pathway (re)activation;
however, although the result is functionally similar (paradoxical
pathway activation), the molecular mechanisms of the observed
phenomena might be different between Geda and fibroblast-CM:
indeed, under conditions in which pathway activation is induced
by exposure to fibroblast-CM, Geda regains its ability to
functionally inhibit the pathway and effectively counteract
tumor cell growth. Overall, these findings suggest that under
fibroblast-CM unstimulated conditions Geda induces its own
resistance mechanism by, presumably, interrupting a negative
feedback loop and paradoxically causing pathway (re)activation.
This is reminiscent of the paradoxical MAPK activation observed
BRAF-selective kinase inhibitors in BRAF-mut cancer models,
whereby a kinase-inhibited BRAF protein is still able to form
complexes with CRAF or yet unidentified interactors and
paradoxically activate MEK and ERK downstream (10, 18, 19).
Similar to that functional situation, which requires double MEK/
ERK blockade to shut the pathway down and support clinical
activity (20–22), here we show that fibroblast-CM induced
paradoxical PI3K/mTORC1 specifically sensitizes PTEN-
competent CRC cells to double PI3K/mTOR, but not to single
PI3K, AKT, or mTOR, inhibition.
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Overall, these results are consistent with a PTEN-centered
bidirectional crosstalk between stromal and cancer cells (39).
Indeed, PTEN can act as a paracrine regulator of the PI3K
pathway: secreted PTEN-long, a translational variant of PTEN,
can modulate PI3K activity in PTEN-loss bystander cells (40, 41).
On the other hand, exosomes released by hepatocellular
carcinoma cells inactivate PTEN in hepatic stellate cells, hence
converting them into cancer associated fibroblasts involved in
cancer progression (42). Moreover, PTEN-loss in stromal
fibroblasts induces miR-320 downregulation and activates an
oncogenic secretome, which in turn promotes tumor
angiogenesis and tumor-cell invasion in breast cancer models (43).

The mutational status of the key genes involved in specific
molecular cascades (e.g. PIK3CA, KRAS, PTEN) remains a crucial
predictor of targeted drug response and it is now well established
that feedback loops and pathway crosstalks are involved in
conferring primary and/or acquired drug resistance, even for
PI3K signaling inhibitors (44). A recent review by Brandao and
coworkers critically analyzes clinical trials with PI3K inhibitors
and suggests KRAS mutations among potential biomarkers for
resistance in PIK3CA-mut breast cancer (45, 46). In our model,
both KRAS and PIK3CAmutational status affected response to the
double PI3K/mTOR inhibition in the presence of fibroblast-CM.
Interestingly, mounting evidence indicates that oncogenic KRAS
mutations in cancer cells shape tumor microenvironment
composition and affect the properties and functions of its
constituents (11, 47). This is of paramount importance from a
clinical standpoint, since mutational status is regarded as a
relatively stable characteristic in CRC and other tumors and
better understanding of such relationships would provide
clinicians with reliable biomarkers to select patients at the
Frontiers in Oncology | www.frontiersin.org 11
highest chance of benefit from specific targeted treatments.
KRAS and PIK3CA mutations occur concomitantly in
approximately 10%-12% of CRC and are significantly associated
(p-value < 0.001; data retrieved from cBioportal (www.cbioportal.
org); (48, 49), indicating that the findings described here might be
relevant for a significant fraction of CRC patients, considered
resistant to currently available treatments.

Altogether, we describe here a novel molecular circuitry,
whereby soluble mediators released by microenvironmental
elements (fibroblasts) modulate PTEN activity in CRC cells,
causing paradoxical PI3K/mTORC1 activation and resulting in
increased response to specific double PI3K/mTOR inhibitors in
specific genetic contexts (KRAS-mut/PIK3CA-mut/PTEN-
competent). The exact definition of the molecular mechanisms
underlying such crosstalk deserves further investigation and may
provide clues to the selection of CRC patients at the highest
chance to benefit from PI3K pathway inhibitors and provide the
rationale for novel therapeutic approaches.
DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article is
available in “Table 1” in the Supplementary Material, further
inquiries can be directed to the corresponding author/s.
AUTHOR CONTRIBUTIONS

FCon, CB, and MM contributed to conception and design of all
the experiments, supervised data acquisition and analysis, and
A B DC

FIGURE 6 | Working model of fibroblast mediated PI3K pathway hyperactivation and response to double PI3K/mTOR inhibitors in PTEN-competent CRC cell lines. (A)
In serum-free condition of growth, PTEN is associated to plasma membrane and co-localizes with mTOR, acting as a negative regulator of PI3K signaling at different
levels. (B) Despite PI3K inhibition, Geda (G) causes PTEN C-terminal tail phosphorylation and cytoplasmic redistribution, accompanied by loss of co-localization with
mTOR at the plasma membrane, presumably by interrupting a negative feedback loop; the net result of double PI3K/mTOR inhibition, in this context, is paradoxical
pathway (re)activation, whereby Geda induces its own resistance mechanism(s). (C) Upon fibroblast-CM exposure, two main molecular events concurrently occur with the
PTEN C-terminal tail phosphorylation and redistribution within the cells: I) PTEN loses its negative control on PIP3 phosphorylation; II) PTEN no longer co-localizes with
mTOR at the plasma membrane, thus rendering mTOR more available to form functionally active complexes and causing mTORC1 and downstream pathway
hyperactivation. (D) Under conditions in which fibroblast-CM drives PTEN-dependent PI3K/mTOR paradoxical activation, double PI3K/mTOR inhibition strongly switches
off signaling through the PI3K cascade, thereby restoring Geda-mediated growth inhibition.
June 2022 | Volume 12 | Article 862806

http://www.cbioportal.org
http://www.cbioportal.org
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles


Conciatori et al. PTEN-Dependent Paradoxical PI3K Activity
wrote the manuscript. FCon and CB performed experiments,
contributed to data acquisition, analysis and interpretation of the
results. ES, LC, SS, and IF performed experiments and
contributed to data acquisition and analysis. FCog, GF, MZ,
and DB provided critical reagents, contributed to conception and
critically revised the manuscript. All authors reviewed and gave
final approval.
FUNDING

This work was supported in part by Bando Interno Ricerca
Corrente IRE 2021 (Fabiana Conciatori), IFO Sperimentazioni
OM1, AIRC 5 x mille Multiunit Extension (Grant #9979, Michele
Milella), and Fondo Universitario per la Ricerca (FUR)
Frontiers in Oncology | www.frontiersin.org 12
University of Verona (Michele Milella). Chiara Bazzichetto was
supported by an AIRC fellowship for Italy.
ACKNOWLEDGMENTS

The authors wish to thank IRCCS Scientific Director office for
supporting the manuscript.
SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fonc.2022.862806/
full#supplementary-material
REFERENCES
1. Xi Y, Xu P. Global Colorectal Cancer Burden in 2020 and Projections to 2040.

Transl Oncol (2021) 14:101174. doi: 10.1016/j.tranon.2021.101174
2. Li J, Ma X, Chakravarti D, Shalapour S, Depinho RA. Genetic and Biological

Hallmarks of Colorectal Cancer. Genes Dev (2021) 35:787–820. doi: 10.1101/
gad.348226.120

3. Foley TM, Payne SN, Pasch CA, Yueh AE, Van De Hey DR, Korkos DP, et al.
Dual PI3K/mTOR Inhibition in Colorectal Cancers With APC and PIK3CA
Mutations. Mol Cancer Res (2017) 15:317–27. doi: 10.1158/1541-7786.MCR-
16-0256

4. ShapiroGI,Bell-McguinnKM,Molina JR,Bendell J, Spicer J,KwakEL, et al. First-
In-Human Study of PF-05212384 (PKI-587), a Small-Molecule, Intravenous,
Dual Inhibitor of PI3K and mTOR in Patients With Advanced Cancer. Clin
Cancer Res (2015) 21:1888–95. doi: 10.1158/1078-0432.CCR-14-1306

5. Wainberg ZA, Alsina M, Soares HP, Brana I, Britten CD, Del Conte G, et al. A
Multi-Arm Phase I Study of the PI3K/mTOR Inhibitors PF-04691502 and
Gedatolisib (PF-05212384) Plus Irinotecan or the MEK Inhibitor PD-
0325901 in Advanced Cancer. Target Oncol (2017) 12:775–85. doi: 10.1007/
s11523-017-0530-5

6. Salvatore L, Calegari MA, Loupakis F, Fassan M, Di Stefano B, Bensi M, et al.
PTEN in Colorectal Cancer: Shedding Light on Its Role as Predictor and
Target. Cancers (Basel) (2019) 11:1765. doi: 10.3390/cancers11111765

7. Xie YH, Chen YX, Fang JY. Comprehensive Review of Targeted Therapy for
Colorectal Cancer. Signal Transduct Target Ther (2020) 5:22. doi: 10.1038/
s41392-020-0116-z

8. Weldon Gilcrease G, Stenehjem DD, Wade ML, Weis J, Mcgregor K,
Whisenant J, et al. Phase I/II Study of Everolimus Combined With
mFOLFOX-6 and Bevacizumab for First-Line Treatment of Metastatic
Colorectal Cancer. Invest New Drugs (2019) 37:482–9. doi: 10.1007/s10637-
018-0645-2

9. Milella M, Falcone I, Conciatori F, Matteoni S, Sacconi A, De Luca T, et al.
PTEN Status is a Crucial Determinant of the Functional Outcome of
Combined MEK and mTOR Inhibition in Cancer. Sci Rep (2017) 7:43013.
doi: 10.1038/srep43013

10. Del Curatolo A, Conciatori F, Cesta Incani U, Bazzichetto C, Falcone I, Corbo
V, et al. Therapeutic Potential of Combined BRAF/MEK Blockade in BRAF-
Wild Type Preclinical Tumor Models. J Exp Clin Cancer Res (2018) 37:140.
doi: 10.1186/s13046-018-0820-5

11. Conciatori F, Bazzichetto C, Amoreo CA, Sperduti I, Donzelli S, Diodoro MG,
et al. BRAF Status Modulates Interelukin-8 Expression Through a CHOP-
Dependent Mechanism in Colorectal Cancer. Commun Biol (2020) 3:546.
doi: 10.1038/s42003-020-01263-y

12. Beninson LA, Fleshner M. Exosomes in Fetal Bovine Serum Dampen Primary
Macrophage IL-1beta Response to Lipopolysaccharide (LPS) Challenge.
Immunol Lett (2015) 163:187–92. doi: 10.1016/j.imlet.2014.10.019

13. Tonarova P, Lochovska K, Pytlik R, Hubalek Kalbacova M. The Impact of
Various Culture Conditions on Human Mesenchymal Stromal Cells
Metabolism. Stem Cells Int (2021) 2021:6659244. doi: 10.1155/2021/
6659244

14. Leslie NR, Bennett D, Gray A, Pass I, Hoang-Xuan K, Downes CP.
Targeting Mutants of PTEN Reveal Distinct Subsets of Tumour
Suppressor Functions. Biochem J (2001) 357:427–35. doi: 10.1042/
bj3570427

15. Chen JS, Huang JQ, Luo B, Dong SH, Wang RC, Jiang ZK, et al. PIK3CD
Induces Cell Growth and Invasion by Activating AKT/GSK-3beta/Beta-
Catenin Signaling in Colorectal Cancer. Cancer Sci (2019) 110:997–1011.
doi: 10.1111/cas.13931

16. Myers MP, Pass I, Batty IH, van der Kaay J, Stolarov JP, Hemmings BA, et al.
The Lipid Phosphatase Activity of PTEN is Critical for Its Tumor Supressor
Function. Proc Natl Acad Sci USA (1998) 95:13513–8. doi: 10.1073/
pnas.95.23.13513

17. Xu W, Yang Z, Xie C, Zhu Y, Shu X, Zhang Z, et al. PTEN Lipid Phosphatase
Inactivation Links the Hippo and PI3K/Akt Pathways to Induce Gastric
Tumorigenesis. J Exp Clin Cancer Res (2018) 37:198. doi: 10.1186/s13046-
018-0795-2

18. Hatzivassiliou G, Song K, Yen I, Brandhuber BJ, Anderson DJ, Alvarado R,
et al. RAF Inhibitors Prime Wild-Type RAF to Activate the MAPK Pathway
and Enhance Growth. Nature (2010) 464:431–5. doi: 10.1038/nature08833

19. Poulikakos PI, Persaud Y, Janakiraman M, Kong X, Ng C, Moriceau G, et al.
RAF Inhibitor Resistance is Mediated by Dimerization of Aberrantly Spliced
BRAF(V600E). Nature (2011) 480:387–90. doi: 10.1038/nature10662

20. Robert C, Karaszewska B, Schachter J, Rutkowski P, Mackiewicz A,
Stroiakovski D, et al. Improved Overall Survival in Melanoma With
Combined Dabrafenib and Trametinib. N Engl J Med (2015) 372:30–9.
doi: 10.1056/NEJMoa1412690

21. Long GV, Flaherty KT, Stroyakovskiy D, Gogas H, Levchenko E, De Braud F,
et al. Dabrafenib Plus Trametinib Versus Dabrafenib Monotherapy in Patients
With Metastatic BRAF V600E/K-Mutant Melanoma: Long-Term Survival
and Safety Analysis of a Phase 3 Study. Ann Oncol (2017) 28:1631–9.
doi: 10.1093/annonc/mdx176

22. Corcoran RB, Andre T, Atreya CE, Schellens JHM, Yoshino T, Bendell JC,
et al. Combined BRAF, EGFR, and MEK Inhibition in Patients With BRAF
(V600E)-Mutant Colorectal Cancer. Cancer Discov (2018) 8:428–43.
doi: 10.1158/2159-8290.CD-17-1226

23. Ciuffreda L, Falcone I, Incani UC, Del Curatolo A, Conciatori F, Matteoni S,
et al. PTEN Expression and Function in Adult Cancer Stem Cells and
Prospects for Therapeutic Targeting. Adv Biol Regul (2014) 56:66–80.
doi: 10.1016/j.jbior.2014.07.002

24. Milella M, Falcone I, Conciatori F, Cesta Incani U, Del Curatolo A, Inzerilli N,
et al. PTEN: Multiple Functions in Human Malignant Tumors. Front Oncol
(2015) 5:24. doi: 10.3389/fonc.2015.00024

25. Papa A, Pandolfi PP. The PTEN(-)PI3K Axis in Cancer. Biomolecules (2019)
9:153. doi: 10.20944/preprints201904.0127.v1

26. Leslie NR, Downes CP. PTEN Function: How Normal Cells Control it and
Tumour Cells Lose it. Biochem J (2004) 382:1–11. doi: 10.1042/BJ20040825
June 2022 | Volume 12 | Article 862806

https://www.frontiersin.org/articles/10.3389/fonc.2022.862806/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2022.862806/full#supplementary-material
https://doi.org/10.1016/j.tranon.2021.101174
https://doi.org/10.1101/gad.348226.120
https://doi.org/10.1101/gad.348226.120
https://doi.org/10.1158/1541-7786.MCR-16-0256
https://doi.org/10.1158/1541-7786.MCR-16-0256
https://doi.org/10.1158/1078-0432.CCR-14-1306
https://doi.org/10.1007/s11523-017-0530-5
https://doi.org/10.1007/s11523-017-0530-5
https://doi.org/10.3390/cancers11111765
https://doi.org/10.1038/s41392-020-0116-z
https://doi.org/10.1038/s41392-020-0116-z
https://doi.org/10.1007/s10637-018-0645-2
https://doi.org/10.1007/s10637-018-0645-2
https://doi.org/10.1038/srep43013
https://doi.org/10.1186/s13046-018-0820-5
https://doi.org/10.1038/s42003-020-01263-y
https://doi.org/10.1016/j.imlet.2014.10.019
https://doi.org/10.1155/2021/6659244
https://doi.org/10.1155/2021/6659244
https://doi.org/10.1042/bj3570427
https://doi.org/10.1042/bj3570427
https://doi.org/10.1111/cas.13931
https://doi.org/10.1073/pnas.95.23.13513
https://doi.org/10.1073/pnas.95.23.13513
https://doi.org/10.1186/s13046-018-0795-2
https://doi.org/10.1186/s13046-018-0795-2
https://doi.org/10.1038/nature08833
https://doi.org/10.1038/nature10662
https://doi.org/10.1056/NEJMoa1412690
https://doi.org/10.1093/annonc/mdx176
https://doi.org/10.1158/2159-8290.CD-17-1226
https://doi.org/10.1016/j.jbior.2014.07.002
https://doi.org/10.3389/fonc.2015.00024
https://doi.org/10.20944/preprints201904.0127.v1
https://doi.org/10.1042/BJ20040825
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles


Conciatori et al. PTEN-Dependent Paradoxical PI3K Activity
27. Conciatori F, Ciuffreda L, Bazzichetto C, Falcone I, Pilotto S, Bria E, et al.
mTOR Cross-Talk in Cancer and Potential for Combination Therapy.
Cancers (Basel) (2018) 10:23. doi: 10.3390/cancers10010023

28. Morita M, Gravel SP, Hulea L, Larsson O, Pollak M, St-Pierre J, et al. mTOR
Coordinates Protein Synthesis, Mitochondrial Activity and Proliferation. Cell
Cycle (2015) 14:473–80. doi: 10.4161/15384101.2014.991572

29. Jhanwar-Uniyal M, Wainwright JV, Mohan AL, Tobias ME, Murali R, Gandhi
CD, et al. Diverse Signaling Mechanisms of mTOR Complexes: Mtorc1 and
Mtorc2 in Forming a Formidable Relationship. Adv Biol Regul (2019) 72:51–
62. doi: 10.1016/j.jbior.2019.03.003

30. Tabernero J, Rojo F, Calvo E, Burris H, Judson I, Hazell K, et al. Dose- and
Schedule-Dependent Inhibition of the Mammalian Target of Rapamycin
Pathway With Everolimus: A Phase I Tumor Pharmacodynamic Study in
Patients With Advanced Solid Tumors. J Clin Oncol (2008) 26:1603–10.
doi: 10.1200/JCO.2007.14.5482

31. Baselga J, Semiglazov V, Van Dam P, Manikhas A, Bellet M, Mayordomo J, et al.
Phase II Randomized Study of Neoadjuvant Everolimus Plus Letrozole Compared
With Placebo Plus Letrozole in Patients With Estrogen Receptor-Positive Breast
Cancer. J Clin Oncol (2009) 27:2630–7. doi: 10.1200/JCO.2008.18.8391

32. Huang J, Manning BD. A Complex Interplay Between Akt, TSC2 and the Two
mTOR Complexes. Biochem Soc Trans (2009) 37:217–22. doi: 10.1042/
BST0370217

33. Vazquez F, Grossman SR, Takahashi Y, Rokas MV, Nakamura N, Sellers WR.
Phosphorylation of the PTEN Tail Acts as an Inhibitory Switch by Preventing
its Recruitment Into a Protein Complex. J Biol Chem (2001) 276:48627–30.
doi: 10.1074/jbc.C100556200

34. Rahdar M, Inoue T, Meyer T, Zhang J, Vazquez F, Devreotes PN. A
Phosphorylation-Dependent Intramolecular Interaction Regulates the
Membrane Association and Activity of the Tumor Suppressor PTEN. Proc
Natl Acad Sci USA (2009) 106:480–5. doi: 10.1073/pnas.0811212106

35. Song MS, Salmena L, Pandolfi PP. The Functions and Regulation of the PTEN
Tumour Suppressor. Nat Rev Mol Cell Biol (2012) 13:283–96. doi: 10.1038/
nrm3330

36. Leslie NR, Gray A, Pass I, Orchiston EA, Downes CP. Analysis of the Cellular
Functions of PTEN Using Catalytic Domain and C-Terminal Mutations:
Differential Effects of C-Terminal Deletion on Signalling Pathways
Downstream of Phosphoinositide 3-Kinase. Biochem J (2000) 346(Pt
3):827–33. doi: 10.1042/bj3460827

37. Smith SL, Pitt AR, Spickett CM. Approaches to Investigating the Protein
Interactome of PTEN. J Proteome Res (2021) 20:60–77. doi: 10.1021/
acs.jproteome.0c00570

38. Rabinovsky R, Pochanard P, Mcnear C, Brachmann SM, Duke-Cohan JS,
Garraway LA, et al. P85 Associates With Unphosphorylated PTEN and the
PTEN-Associated Complex. Mol Cell Biol (2009) 29:5377–88. doi: 10.1128/
MCB.01649-08

39. Conciatori F, Bazzichetto C, Falcone I, Ciuffreda L, Ferretti G, Vari S, et al.
PTEN Function at the Interface Between Cancer and Tumor
Microenvironment: Implications for Response to Immunotherapy. Int J Mol
Sci (2020) 21:5337. doi: 10.3390/ijms21155337

40. Hopkins BD, Fine B, Steinbach N, Dendy M, Rapp Z, Shaw J, et al. A Secreted
PTEN Phosphatase That Enters Cells to Alter Signaling and Survival. Science
(2013) 341:399–402. doi: 10.1126/science.1234907
Frontiers in Oncology | www.frontiersin.org 13
41. Fang N, Gu T, Wang Y, Wang S, Wang F, An Y, et al. Expression of PTEN-
Long Mediated by CRISPR/Cas9 can Repress U87 Cell Proliferation. J Cell
Mol Med (2017) 21:3337–46. doi: 10.1111/jcmm.13236

42. Zhou Y, Ren H, Dai B, Li J, Shang L, Huang J, et al. Hepatocellular
Carcinoma-Derived Exosomal miRNA-21 Contributes to Tumor
Progression by Converting Hepatocyte Stellate Cells to Cancer-Associated
Fibroblasts. J Exp Clin Cancer Res (2018) 37:324. doi: 10.1186/s13046-018-
0965-2

43. Bronisz A, Godlewski J, Wallace JA, Merchant AS, Nowicki MO, Mathsyaraja
H, et al. Reprogramming of the Tumour Microenvironment by Stromal
PTEN-Regulated miR-320. Nat Cell Biol (2011) 14:159–67. doi: 10.1038/
ncb2396

44. Yang J, Nie J, Ma X, Wei Y, Peng Y, Wei X. Targeting PI3K in Cancer:
Mechanisms and Advances in Clinical Trials. Mol Cancer (2019) 18:26.
doi: 10.1186/s12943-019-0954-x

45. Mayer IA, Abramson VG, Formisano L, Balko JM, Estrada MV, Sanders ME,
et al. A Phase Ib Study of Alpelisib (BYL719), a PI3Kalpha-Specific Inhibitor,
With Letrozole in ER+/HER2- Metastatic Breast Cancer. Clin Cancer Res
(2017) 23:26–34. doi: 10.1158/1078-0432.CCR-16-0134

46. Brandao M, Caparica R, Eiger D, De Azambuja E. Biomarkers of
Response and Resistance to PI3K Inhibitors in Estrogen Receptor-
Positive Breast Cancer Patients and Combination Therapies Involving
PI3K Inhibitors. Ann Oncol (2019) 30 Suppl 10:x27–42. doi: 10.1093/
annonc/mdz280

47. Dias Carvalho P, Guimaraes CF, Cardoso AP, Mendonca S, Costa AM,
Oliveira MJ, et al. KRAS Oncogenic Signaling Extends Beyond Cancer Cells
to Orchestrate the Microenvironment. Cancer Res (2018) 78:7–14.
doi: 10.1158/0008-5472.CAN-17-2084

48. Rosty C, Young JP, Walsh MD, Clendenning M, Sanderson K, Walters RJ,
et al. PIK3CA Activating Mutation in Colorectal Carcinoma: Associations
With Molecular Features and Survival. PLoS One (2013) 8:e65479.
doi: 10.1371/journal.pone.0065479

49. Haigis KM. KRAS Alleles: The Devil Is in the Detail. Trends Cancer (2017)
3:686–97. doi: 10.1016/j.trecan.2017.08.006

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Conciatori, Salvati, Ciuffreda, Shirasawa, Falcone, Cognetti,
Ferretti, Zeuli, Del Bufalo, Bazzichetto and Milella. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.
June 2022 | Volume 12 | Article 862806

https://doi.org/10.3390/cancers10010023
https://doi.org/10.4161/15384101.2014.991572
https://doi.org/10.1016/j.jbior.2019.03.003
https://doi.org/10.1200/JCO.2007.14.5482
https://doi.org/10.1200/JCO.2008.18.8391
https://doi.org/10.1042/BST0370217
https://doi.org/10.1042/BST0370217
https://doi.org/10.1074/jbc.C100556200
https://doi.org/10.1073/pnas.0811212106
https://doi.org/10.1038/nrm3330
https://doi.org/10.1038/nrm3330
https://doi.org/10.1042/bj3460827
https://doi.org/10.1021/acs.jproteome.0c00570
https://doi.org/10.1021/acs.jproteome.0c00570
https://doi.org/10.1128/MCB.01649-08
https://doi.org/10.1128/MCB.01649-08
https://doi.org/10.3390/ijms21155337
https://doi.org/10.1126/science.1234907
https://doi.org/10.1111/jcmm.13236
https://doi.org/10.1186/s13046-018-0965-2
https://doi.org/10.1186/s13046-018-0965-2
https://doi.org/10.1038/ncb2396
https://doi.org/10.1038/ncb2396
https://doi.org/10.1186/s12943-019-0954-x
https://doi.org/10.1158/1078-0432.CCR-16-0134
https://doi.org/10.1093/annonc/mdz280
https://doi.org/10.1093/annonc/mdz280
https://doi.org/10.1158/0008-5472.CAN-17-2084
https://doi.org/10.1371/journal.pone.0065479
https://doi.org/10.1016/j.trecan.2017.08.006
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	Fibroblast-Induced Paradoxical PI3K Pathway Activation in PTEN-Competent Colorectal Cancer: Implications for Therapeutic PI3K/mTOR Inhibition
	Introduction
	Materials and Methods
	Cell Cultures
	Drug Treatments and Cell Proliferation Assay
	Direct Co-Cultures
	Plasmid and Transfection Experiments
	RNA Analysis
	Western Blot Analysis
	Immunoprecipitation
	Immunofluorescence
	Subcellular Protein Extraction
	Detection and Analysis of Soluble Factor Production
	PTEN Activity ELISA Assay
	Statistical Analysis

	Results
	Exposure to Fibroblast-CM Sensitizes PTEN-Competent CRC Cells to Double PI3K/mTOR Inhibition
	Additional Genetic Determinants of Fibroblast-CM Mediated Sensitization to PI3K/mTOR Inhibition in CRC
	Fibroblast-CM Induces Paradox PI3K Pathway Activation Which Can be Reverted by Double PI3K/mTOR Inhibition in PTEN-Competent CRC Cell Lines
	Fibroblast-CM-Induced Paradox PI3K Pathway Activation Is Mediated by PTEN Intracellular Redistribution and Inactivation
	Protein-Protein Interaction PTEN Domain Mediates Fibroblast-CM-Dependent Paradox PI3K Activation and Sensitization to Geda

	Discussion
	Data Availability Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


