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Intravital Imaging to Monitor Therapeutic Response
in Moving Hypoxic Regions Resistant to PISK
Pathway Targeting in Pancreatic Cancer
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Highlights

e Hypoxia presents a moving pocket of resistance in pancreatic
ductal adenocarcinoma.

e Dualintravitalimaging allows live tracking of drug response in
hypoxic regions.

e Combination with a hypoxia-activated pro-drug alleviates
resistance.

e This has implications for combatting resistance in a broad
range of therapies.
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In Brief

Intravital imaging facilitates the real-time
tracking and targeting of moving hypoxic
regions within pancreatic ductal
adenocarcinoma. Using this approach,
Conway et al. alleviate hypoxia-induced
resistance to a dual mTORC1/2 inhibitor
AZD2014, improving PI3K pathway
inhibition and demonstrating a powerful
dual imaging modality applicable to
targeting other pathways and cancers.
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SUMMARY

Application of advanced intravital imaging facilitates
dynamic monitoring of pathway activity upon thera-
peutic inhibition. Here, we assess resistance to
therapeutic inhibition of the PI3K pathway within
the hypoxic microenvironment of pancreatic ductal
adenocarcinoma (PDAC) and identify a phenomenon
whereby pronounced hypoxia-induced resistance is
observed for three clinically relevant inhibitors. To
address this clinical problem, we have mapped tu-
mor hypoxia by both immunofluorescence and phos-
phorescence lifetime imaging of oxygen-sensitive
nanoparticles and demonstrate that these hypoxic
regions move transiently around the tumor. To over-
lay this microenvironmental information with drug
response, we applied a FRET biosensor for Akt activ-
ity, which is a key effector of the PI3K pathway.
Performing dual intravital imaging of drug response
in different tumor compartments, we demonstrate
an improved drug response to a combination therapy
using the dual mMTORC1/2 inhibitor AZD2014 with the
hypoxia-activated pro-drug TH-302.

INTRODUCTION

A recurring feature in malignant cancers is the aggressive
alterations that cells undergo in order to survive in a low-oxygen
(hypoxic) environment. This hypoxic environment is commonly a
result of insufficient tumor vascularity and is strongly associated
with increased radioresistance, chemoresistance, and metas-
tasis (Rofstad et al., 2007; Sullivan et al., 2008; Wilson and
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Hay, 2011). Among those cancers with a propensity for high
levels of tumor hypoxia, pancreatic ductal adenocarcinoma
(PDAC) has a well-established hypoxic signature, which is pre-
dictive of poorer patient prognosis (Chang et al., 2011; Miller
et al., 2015). PDAC has a poor 5-year survival of less than 8%
and is predicted to be the second leading cause of cancer-
related deaths by 2030 (Rahib et al., 2014; Siegel et al., 2017).
One approach to improve patient outcome has been to target
hypoxic tumor regions in order to improve both drug penetrance
and response (Chen et al., 2016; Sun et al., 2015). Hypoxia-
activated pro-drugs (HAPs) provide an efficient method to
specifically deliver cytotoxic agents to hypoxic tumor regions,
diminishing the off-target effects from conventional small-
molecule therapeutics (O’Connor et al., 2016; Wilson and Hay,
2011). These HAPs may also affect normoxic tumor regions by
virtue of a local bystander effect and in this way provide an
even more versatile approach for targeted delivery (Abbattista
et al., 2015; Sun et al., 2015). Cytotoxic mustard-based HAPs,
such as TH-302 (Meng et al.,, 2012; Sun et al., 2015) and
PR-104 (Abbattista et al., 2015), are currently the most widely
applied, building on the ushering work of tirapazamine and
related derivatives (Kovacs et al., 1999; Wilson and Hay, 2011).
Recently, we have seen an emergence of bioreductive groups
attached to targeted therapeutics, concomitant with improve-
ments in their synthesis and sensitivity (O’Connor et al., 2016;
Wilson and Hay, 2011). However, HAPs are generally insufficient
for use as monotherapies, and current clinical trials focus on
their application in combination with chemotherapeutics, radio-
therapy, or targeted therapies (Borad et al., 2015; Van Cutsem
et al., 2016; Wilson and Hay, 2011).

In recent work, we demonstrated that targeting of the
phosphatidylinositol 3-kinase (PI3K) pathway with the dual
mTORC1/2 inhibitor AZD2014 presents a therapeutic opportu-
nity for PDAC, equivalent to the standard-of-care gemcitabine
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Figure 1. The Presence of Hypoxia and the Associated Molecular, Phenotypic, and Resistance Effects in the KP'C and KPC Mouse

Models of PDAC

(A) Immunofluorescence staining of the GEM KP'C and KPC PDAC mouse models for Akt(Ser473) (red), DAPI (cyan), and pimonidazole (green). Scale bars, 50 pm.
(legend continued on next page)
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(Driscoll et al., 2016). This built upon our previous work,
whereby the mTORC1 inhibitor rapamycin showed improved
efficacy in tumors with high PI3K pathway activity (Kennedy
et al., 2011; Morran et al., 2014). There is a well-established
role for the PI3K pathway in hypoxia, which is linked with che-
moresistance, metabolic reprogramming, and angiogenesis
(Chae et al., 2016; Guo et al., 2016). Here, we identify a phe-
nomenon whereby two aggressive PDAC models were resistant
to three clinically relevant PI3K pathway inhibitors, when
grown in a hypoxic environment. We investigate this resistance
within a three-dimensional (3D) organotypic co-culture system
(Conway et al., 2014; Morton et al., 2010; Vennin et al., 2017)
and confirm that resistance to PI3K pathway inhibition only
occurred in hypoxic cells invading into the matrix. Furthermore,
we reveal that hypoxia moves transiently around the tumor
in vivo and this pocket of resistance presents a potential
moving target in PDAC.

To combat this hypoxia-induced resistance, we developed a
combination therapy that combines the dual PI3K pathway
inhibitor AZD2014 with the HAP TH-302. This combination
reduces the hypoxia-induced resistance to AZD2014 in vitro
and significantly inhibits tumor growth in vivo. To elucidate
the improved outcomes from this combination therapy, we
performed live intravital microscopy (IVM) of drug-target
activity using an intramolecular Forster resonance energy trans-
fer (FRET) biosensor for Akt activity (Komatsu et al., 2011).
Monitoring drug response in individual cells by fluorescence
lifetime imaging microscopy (FLIM)-FRET, in parallel with phos-
phorescence lifetime imaging microscopy (PLIM) of oxygen-
sensitive nanoparticles (Conway et al., 2017; Kondrashina
et al., 2012), enabled the stratification of single-cell responses
within different tumor compartments. This demonstrated that
regions with poorer drug response also had lower oxygen con-
tent. Furthermore, when tumor-bearing mice were treated in
combination with the HAP TH-302 and AZD2014, Akt activity
was further reduced, compared to AZD2014 monotherapy.
Critically, these findings highlight both the value of combining
targeted therapeutics with HAPs and the preclinical power of
IVM in the drug discovery pipeline (Conway et al., 2014; Miller
and Weissleder, 2017).

RESULTS

Hypoxia Induces Resistance to PIBK Pathway Inhibition
in PDAC

Hypoxia is a common feature of PDAC and are often associated
with malignant disease (Chang et al., 2011; Miller et al., 2015).
Hypoxia is regularly the result of a disorganized vascular network

within the tumor and, in the extreme case of anoxia (no oxygen),
may lead to necrosis (Wilson and Hay, 2011). To investigate
the role of hypoxia in PDAC, we used the well-established non-
invasive LSL-Kras®'?P"*, |SL-Trp53™*, Pdx1-Cre (KP"C) and
invasive LSL-Kras®'2P/*, [SL-Trp537'727+  Pdx1-Cre (KPC)
genetically engineered mouse (GEM) models (Hingorani et al.,
2003, 2005; Morton et al., 2010). These PDAC models possess
driver mutations in Kras and loss or gain-of-function mutation
of the tumor suppressor gene Trp53, which occur in ~95%
and ~75% of human PDAC cases, respectively (Hingorani
etal., 2005; Morton et al., 2010; Waddell et al., 2015). This altered
p53 function has been associated with improved survival of
cancer cells in hypoxic conditions (Leszczynska et al., 2015).
However, we found no significant difference in the fraction of
Ki67-positive cells between hypoxic and normoxic regions of
tumors in either model, as stratified by pimonidazole staining
(Figure S1A; quantified in Figure S1B) (Varia et al., 1998). Impor-
tantly, we observed a significant upregulation in Akt activity in
hypoxic regions of the GEM PDAC models (Figure 1A; quantified
in Figure 1B), in line with previous reports (Chae et al., 2016; Guo
et al., 2016).

Primary cell lines with loss or gain of function of p53 (Fig-
ure S1C), previously isolated from both PDAC mouse models,
were assessed for their response to hypoxia at 5%, 1%, and
0.1% oxygen (Morton et al., 2010). A small decrease in S phase
at decreasing oxygen levels was observed for both cell lines
when performing cell cycle analysis by fluorescence-activated
cell sorting (FACS) (Figure 1C). To assess whether the slight
reduction in S phase conferred a decrease in cell number, we
quantified cells in 0.1% oxygen and found no significant
decrease in cell number, compared to normoxia (Figure S1D).
Furthermore, decreasing oxygen levels were not found to have
a significant effect on apoptosis in either of the PDAC cell lines,
assessed by Annexin V staining (Figure S1E).

As anticipated, we observed a significant increase in HIF1a
stabilization at 5%, 1%, and 0.1% oxygen (Figure 1D; quantified
in Figure S1F), and a graded increase in pimonidazole adduct
formation (Figure S1G; quantified in Figure S1H). Having estab-
lished a hypoxic response, we assessed the activity of the
PI3K pathway and identified a significant upregulation of Akt ac-
tivity in hypoxia in both cell lines (Figure 1D; quantified in Figures
S1l and S1J). Conversely, looking downstream of mTORCH1,
phosphorylation of p70-S6K was significantly reduced, consis-
tent with previous reports (Figure 1D; quantified in Figure S1K)
(Faes et al., 2016). These data confirm a role for the PI3K
pathway in the hypoxic response within our models and promp-
ted assessment of therapeutic inhibition of the PI3K pathway
within this hypoxic environment.

(B) Quantification of Akt(Ser473) grey value/cell in pimonidazole negative (normoxic) and positive (hypoxic) regions (n = 5 tumors/mouse model). Mean + SEM.

p values are from a one-sample t test.

(C) Propidium iodide staining of cell cycle phase distribution in the KP"C and KPC primary PDAC cell lines. Mean + SEM. p values were calculated using a two-

way ANOVA with a Tukey correction for multiple comparisons.

(D) Representative western blots of the KPC and KPC primary PDAC cell lines, incubated for 48 hr in normoxia or hypoxia (5%, 1%, or 0.1% oxygen; n = 5).

(E) A simplified schematic of the PI3K pathway, indicating the targets of the PI3K pathway inhibitors used in this study.

(F and G) ICsp curves demonstrating the response of KP''C (F) and KPC (G) primary PDAC cell lines to the PI3K pathway inhibitors rapamycin, NVP-BEZ235,
and AZD2014, in both normoxic (black lines) and hypoxic (0.1% oxygen, red lines) conditions (n = 3). An extra sum-of-squares F test was performed between the

best-fit parameters of each curve.
*p < 0.05, **p < 0.01, and ***p < 0.001. See also Figure S1.
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We employed three clinically relevant inhibitors of the PI3K
pathway, namely, rapamycin, NVP-BEZ235, and AZD2014 (Fig-
ure 1E). These inhibitors allowed us to target multiple levels of the
PI3K pathway to provide a broader assessment of therapeutic
response (Figures 1E-1G). Evaluating the half-maximal inhibitory
concentration (ICsg) for each inhibitor in both hypoxia and nor-
moxia, we found that primary PDAC cell lines from each model
showed hypoxia-induced resistance to all three PI3K pathway-
targeted therapeutics (Figures 1F and 1G).

3D Assessment of Hypoxia-Induced Resistance in
Invasive KPC PDAC Cells
The KPC PDAC model recapitulates the invasive and metastatic
phenotype that is frequently observed in the clinical management
of this disease (Hingorani et al., 2003, 2005; Morton et al., 2010).
We therefore used 3D organotypic invasion assays to assess the
effects of targeting the PI3K pathway in the invasive KPC cells
(Conway et al., 2014; Morton et al., 2010; Vennin et al., 2017). To
confirm the presence of hypoxia within our 3D organotypic
matrices, KPC cells were seeded and allowed to grow on fibro-
blast-contracted matrices for 4 days before mounting the matrices
on an air-liquid interface, which promotes invasion toward the
chemo-attractive media (Figure 2A) (Conway et al., 2014; Morton
et al., 2010; Vennin et al., 2017). Interestingly, staining for hypoxia
within the organotypic matrices demonstrated a clear gradient of
decreasing oxygen content from the surface of the matrix (see
“Normoxia,” Figure 2A) to the invading cells within the matrix
(see “Hypoxia,” Figure 2A). To confirm that this gradient was not
aresult of poor diffusion of pimonidazole into the matrix, we treated
organotypic matrices with the fluorescent probe laurdan, as well
as the autofluorescent drug doxorubicin (Figures S2A and S2B).
In both cases, fluorescence of each compound was visible in cells
on the surface and within the matrix (Figures S2A and S2B).
To further corroborate the presence of a hypoxic gradient, we
stained our organotypics for expression of GLUT1 and lactate
dehydrogenase (Figures S2C and S2D). These proteins are typi-
cally upregulated under hypoxic conditions and were found to be
upregulated in hypoxia (5%, 1%, and 0.1% oxygen) in the KPC
cells (Figure S2E; quantified in Figure S2F) (Shukla et al., 2017).
Next, cells invading into organotypic matrices were treated with
each PI3K pathway inhibitor (Figure 2B). Supporting our 1Csq
curves, the cells on the surface of the matrix (“Normoxia”) demon-
strated a significant reduction in Ki67 staining for all inhibitors,
while cells invading into the organotypic matrices (“Hypoxia”)
were resistant to the inhibitors (Figure 2B, inset: see blue arrows
and note reduction in Ki67-positive cells in normoxia for all inhib-
itors, which was less evident in hypoxia [see red arrows]; quanti-
fied in Figure 2C). Furthermore, treatment with rapamycin and
NVP-BEZ235 yielded a subtle yet significant decrease in invasion,
while AZD2014 induced a robust anti-invasive effect (Figure 2B;
quantified in Figure 2D). Taken together, we found a common
hypoxia-induced resistance to PI3K pathway targeting within
our 3D organotypic matrices.

Therapeutic Response of PDAC Cells Treated with
AZD2014 Is Improved by the HAP TH-302

After confirming the hypoxia-induced resistance to PI3K
pathway inhibition within the 3D organotypic assay, we chose

to combat this resistance in a combination therapy. An attractive
option for targeting the resistant hypoxic compartment is
through the use of HAPs, which provide additional benefits
with minimal toxicity to normoxic tissues (Abbattista et al.,
2015; Meng et al., 2012; Wilson and Hay, 2011). We selected
the dual mMTORC1/2 inhibitor AZD2014 to develop a combination
therapy with the HAP TH-302. TH-302 has already been shown
to improve mTOR-targeted therapies in renal cell carcinoma
(Sun et al., 2015), and within our models, AZD2014 alone has
demonstrated a clear survival benefit, equivalent to that of gem-
citabine (Driscoll et al., 2016). Here, we identified an additional
anti-invasive effect provided by AZD2014 (Figure 2D, see blue
bar), which may address the clinical need to reduce invasion
and metastasis in PDAC patients. We next assessed the effect
of TH-302 alone on KPC cells (Figure S2G). As expected,
TH-302 showed a greatly reduced ICsq in hypoxia, compared
to normoxia, consistent with an increased potency in hypoxia
(Figure S2G) (Meng et al., 2012). We then assessed the effect
of TH-302 on the hypoxia-induced resistance of AZD2014 (Fig-
ures 2E-2l). Having established the presence of a hypoxic
gradient within our organotypic matrices (Figure 2A), we as-
sessed the effect of combining TH-302 with AZD2014 in a 3D
environment (Figures 2E and 2F). In combination, the anti-
proliferative effects of both inhibitors were significantly improved
overall (Figure 2G, compare red and blue bars to green). Upon
further analysis, we found hypoxia-induced resistance to
AZD2014 for cells within the matrix (Hypoxia), which was signif-
icantly reduced in combination with TH-302 (Figure 2F, inset: see
red arrows). In contrast, TH-302 treatment led to a 50% decrease
in Ki67-positive cells within the matrix (Hypoxia), which did not
occur on the surface of the matrix (Figure 2F, inset, see red/
blue arrows; Figures 2H and 2l, compare black bars to red).
Furthermore, we assessed the effect of AZD2014 on the PI3K
pathway by staining matrices for the downstream stress
response gene NDRG1(Thr346). This staining highlighted a sig-
nificant downregulation of NDRG1 activity in the combination
therapy, compared to AZD2014 alone (Figure S2H). Consistent
with a role in stress response, NDRG1 was also shown to be up-
regulated in decreasing oxygen levels (Figure S2E; quantified in
Figure S2F), as well as in cells within the matrix (Figure S2H,
inset: compare frequently negatively stained cells on the surface
of the matrix “Normoxia,” to darkly stained cells within the matrix
“Hypoxia”). Moreover, to confirm the activity of TH-302 within
the matrix, YH2AX staining was performed and demonstrated a
significant upregulation in DNA damage response within the or-
ganotypic matrices for TH-302 and the combination therapy (Fig-
ure S2l). These data are consistent with the activity of TH-302
increasing within the lower oxygen environment of the organo-
typic matrix, where it plays a significant role in alleviating the
overall hypoxia-induced resistance to AZD2014 (Figures 2F-2l).

In Vivo Assessment of Subcutaneous PDAC Tumors
Treated with AZD2014 in Combination with the HAP TH-
302

Guided by the spatial response of the combination therapy iden-
tified in our 3D organotypic matrices, we investigated whether
this effect was recapitulated in vivo. KPC tumor-bearing mice
were treated with a combination of AZD2014 (2.5 mg/kg) and
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Figure 2. Organotypic Invasion Assay of KPC Cells Treated with PISK Pathway Inhibitors and/or TH-302
(A) A schematic representation of the organotypic matrix assay and a representative area of invading KPC cells stained with pimonidazole (a marker of hypoxia).

(B) Representative images of invading KPC cells stained with the epithelial cell marker pan-cytokeratin or the proliferative marker Ki67. Scale bars, 100 um; insets,
25 um.

(C) Normalized Ki67 staining from the same experiments scored for cells on top of the organotypic matrix (normoxia) and cells invading into the matrix (hypoxia).
Mean + SEM.

(D) Normalized invasive index of KPC cells treated with NVP-BEZ235, AZD2014, or rapamycin (n = 3). Mean + SEM.

(E and F) Representative images of invading KPC cells stained with the hypoxia marker pimonidazole (E) or the proliferative marker Ki67 (F). Scale bars, 50 um;
insets, 10 um. Mean + SEM.

(G) Quantification of Ki67-stained KPC cells invading into organotypic matrices (n=4).

(H and 1) Assessment of Ki67-stained KPC cells either on top of (H, normoxia) or invading into (I, hypoxia) organotypic matrices (n = 4). A one-sample t test was
performed on normalized data in all panels.

*p < 0.05, *p < 0.01, and **p < 0.001. See also Figure S2.

TH-302 (50 mg/kg). Here, we observed a significant decrease in  age response (Meng et al., 2012; Sun et al., 2015). In agreement,
both tumor growth and Ki67 positivity within the combination- TH-302 treatment resulted in a significant increase in yH2AX-
treated tumors, compared to AZD2014 monotherapy (Figures positive cells in this study (Figure 3D). Interestingly, AZD2014
3A-3C). Previous work has demonstrated that the DNA cross-  alone also caused a significant increase in YH2AX-positive cells,
linking effect of TH-302 is associated with an increase in inline with the known role of the PI3K pathway in sensitizing cells
vYH2AX-positive cells, consistent with activation of the DNAdam-  to DNA damage (Figure 3D) (Sun et al., 2015). Similarly, both the
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mono- and combination therapies showed an increase in necro-
sis, compared to vehicle treatment (Figure 3E). We concluded
that both drugs were working as expected within the tumors,
but the benefit of TH-302 combination therapy over AZD2014
monotherapy was not provided by an increased sensitization
of cells to DNA damage.

We then assessed whether the reduced fraction of Ki67-
positive cells between AZD2014 alone or in combination with
TH-302 (Figure 3C) was due to a reduction in the hypoxic burden
of the tumor. Assessing the hypoxic fraction of the tumors by
pimonidazole staining, we observed a significant decrease be-
tween AZD2014 alone and the combination (Figure 3F, compare
blue bar to green). This modest change seemed unlikely to be
the only factor involved in the observed differences between the
treatments. Moreover, it is important to note that pimonidazole
is a marker of very low oxygen content and does not always coin-
cide with the subtle changes in hypoxic response pathways within
the cell (Figures S1G and S1H) (Varia et al., 1998; Wilson and Hay,
2011). To assess this more directly, we stained for HIF1a, which is
responsible for mounting much of the cellular hypoxic response.
This staining revealed a significant decrease in the fraction of cells
actively responding to a low oxygen environment, in both TH-302
alone and combination treatments (Figure 3G). Furthermore,
staining for carbonic anhydrase IX (CAIX), an important down-
stream component of the cellular pH-regulatory response in hyp-
oxia (Parks et al., 2017), coincided with a significant decrease in
CAIX expression in the mono- and combination therapies (Fig-
ure 3H). Additionally, to assess whether the derived benefit of
the combination was a result of changes in vasculature, we quan-
tified the coverage of microvessels stained for CD31 and found no
significant difference between the treatments (Figure S3A).

While these changes may be acting additively to elicit the
growth inhibition and decreased Ki67 positivity in the combina-
tion therapy, we also assessed whether there was a combined ef-
fect of each treatment on the cell cycle. Initially, we scored the
number of cells with fragmented nuclei in each condition and
found a significant increase, which may indicate a higher rate of
mitotic failure (Figure S3B). This led us to assess the effect of
our therapies on mitotic progression, through HistoneH3(Ser10)
staining (Figure 4A). By this approach, we found a significant up-
regulation of HistoneH3(Ser10)-positive cells in the TH-302 treat-
ments and a significant downregulation in the AZD2014 treat-
ments (Figure 4A). Upon further phenotypic assessment of the
specific stages, from late G, through to anaphase, we found
that TH-302 causes cells to accumulate in late G, at the initiation
of mitosis, observing increased focal staining of Histo-
neH3(Ser10) within nuclei (Figures 4B-4E) (Hendzel et al.,

1997). To confirm this effect in vitro, we performed FACS analysis
of KPC cells treated with each inhibitor at 0.1% oxygen (Fig-
ure 4F). Here, we observed a significant arrest of TH-302-treated
cells in Go/M, which we verified by observing HistoneH3(Ser10)
accumulation (Figure 4G). TH-302 induces DNA damage in cells
throughout the entire cell cycle, but our data suggest that in hyp-
oxia TH-302-damaged cells arrest just prior to mitotic entry. This
is likely to greatly enhance the mTORC1/2 inhibition of cells that
escape this arrest (Figure 4H). Indeed, mMTORC1 is independently
regulated during mitosis and is required for efficient transit
through the G,/M transition, and cytokinesis (Ramirez-Valle
etal., 2010). Furthermore, mTORC2 has been shown to be essen-
tial for S and G./M cell cycle progression after treatment with a
DNA-damaging agent (Selvarajah et al., 2015). This may partially
explain the additive effect found in the combination therapy (Fig-
ure 4H). These readouts however, do not provide any details with
regard to the treatment-induced modulation of PI3K pathway ac-
tivity, within both the hypoxic and normoxic tumor compart-
ments. We therefore chose to track the hypoxic tumor regions,
as an initial step toward mapping drug response.

Mapping of Transient Hypoxic Tumor Regions In Vivo

In order to map tumor hypoxia in more detail, we assessed
the temporal change in the distribution of hypoxia over a 24-hr
period. To track hypoxia, we employed both the GEM and subcu-
taneous KPC PDAC models, treating with the 2-nitroimidazole
hypoxia markers EF5 (Lord et al., 1993) and pimonidazole (Varia
et al., 1998). These markers were either co-injected or adminis-
tered 24 hr apart. As expected, when the probes were co-
injected, there was a strong co-localization of the two markers,
with a large overlap of the immunofluorescence signals (Figure 5).
Notably, when the EF5 and pimonidazole injections were stag-
gered, 24 hr apart, we observed a distinct shift between the
two markers and the overlap of the signals decreased (Figure 5).
This effect was also observed in the KP'C GEM model (Figure S4).
Such a significant decrease in overlap in the staggered condition
reveals that hypoxia moves transiently around the tumor. Many
groups have described the important function of metabolic
reprogramming over oxygen gradients, associated with the aber-
rant vascular networks that give rise to the formation of hypoxia in
many cancers (Rodenhizer et al., 2016; Shukla et al., 2017). In
such a rapid disease model, it then does not seem surprising
that oxygen gradients should move around the tumor. This has
important implications for cancer therapies, as the resistance
that is associated with the hypoxic compartment may also transit
between tumor regions. Fortunately, the use of HAPs, which
become more active in these hypoxic regions, allows treatments

Figure 3. Assessment of KPC Subcutaneous Xenografts Treated with TH-302 (50 mg/kg) and AZD2014 (2.5 mg/kg)
(A and B) Tumor volume measurements (A) and average linear growth rate (B) of tumors over 7 days from vehicle/saline (n = 10), vehicle/TH-302 (n = 9),

AZD2014/saline (n = 10), and AZD2014/TH-302 (n = 10).

(C and D) Immunohistochemistry (IHC) staining of drug response in tumors assessed for the proliferative marker Ki67 (n = 5 tumors/treatment) (C) and DNA
damage response (YH2AX, n = 5 tumors/treatment) (D). Scale bars, 100 pm; insets, 10 um. Mean + SEM.

(E and F) Staining for the necrotic (using H&E) (E) and hypoxic (pimonidazole IHC) (F) tumor fractions from vehicle/saline (n = 10), vehicle/TH-302 (n = 9),
AZD2014/saline (n = 10), and AZD2014/TH-302 (n = 10) treatments. Scale bars, 1 mm; insets, 100 um. Mean + SEM.

(G) HIF1a (n = 5 tumors/treatment) IHC staining of tumors. Scale bars, 100 um; insets, 10 um. Mean + SEM.

(H) Carbonic anhydrase IX (CAIX) IHC staining of tumors from vehicle/saline (n = 10), vehicle/TH-302 (n = 9), AZD2014/saline (n = 10), and AZD2014/TH-302
(n = 10) treatments. Scale bars, 100 um; insets, 10 pm. Mean + SEM. p values are from a Student two-tailed parametric t test in all panels.

*p < 0.05, **p < 0.01, and ***p < 0.001. See also Figure S3.
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Figure 4. Characterization of the Cell Cycle Response of KPC Subcutaneous Xenografts Treated with TH-302 (50 mg/kg) and AZD2014
(2.5 mg/kg)

(A) IHC staining of drug response in tumors assessed for the mitosis marker HistoneH3(Ser10) (n = 5 tumors/treatment). Scale bars, 100 um; insets, 10 pm.
Mean + SEM. p values are from a Student two-tailed parametric t test.

(B-E) Phenotypic quantification of four distinguishable stages of mitosis, namely late G, (B), prophase (C), metaphase (D), and anaphase (E), where
HistoneH3(Ser10) presents a unique phenotype. Scale bars, 10 um. Mean + SEM. p values are from a Student two-tailed parametric t test.

(F) Propidium iodide staining of cell cycle phase distribution in KPC primary PDAC cells after treatment with AZD2014 (500 nM) and/or TH-302 (1 uM) at 0.1%
oxygen. Mean + SEM. p values were calculated using a two-way ANOVA with a Tukey correction for multiple comparisons.

(G) HistoneH3(Ser10)/propidium iodide dual-parameter FACS analysis of KPC primary PDAC cells after treatment with AZD2014 (500 nM) and/or TH-302 (1 pM) at
0.1% oxygen. Mean + SEM. p values are from a Student two-tailed parametric t test.

(H) Schematic representation of the proposed combination effect of AZD2014 on cells prior to mitotic entry by TH-302.

*p < 0.05, **p < 0.01, and **p < 0.001.

to effectively hijack this phenomenon to release cytotoxics by a  both drug response and oxygen content by real-time IVM. In
local bystander effect and potentially to reduce the hypoxia- contrast to static readouts, IVM provides a dynamic means to

induced resistance we have observed in vivo. measure single-cell responses within their native microenviron-

ment (Conway et al., 2014, 2017; Ellenbroek and van Rheenen,
Development of a Dual Imaging Modality for Parallel 2014). Initially, KPC cells were engineered to stably express
Monitoring of PISBK Pathway Activity and Tumor Oxygen the Eevee-Akt-mT2 FRET biosensor, which undergoes a
Content in Live Cells conformational change in response to phosphorylation by Akt

Having established the transient nature of the hypoxic gradients  at a specific consensus sequence and so an increase in the
within the tumor, we then developed a method for live tracking of  FRET efficiency, which can be monitored using FLIM-FRET
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(Figure S5A) (Komatsu et al., 2011). Expression of this FRET
biosensor caused no detectable change in the response of
KPC cells to hypoxia, which also demonstrated a similar pattern
of resistance for all three PI3K pathway inhibitors (Figures S5B-
S5E). Akt is a key effector of the PI3K pathway and is inactivated
by AZD2014 through mTORC2 inhibition (Figure S5F) (Driscoll
et al., 2016). Since AZD2014 is weakly autofluorescent, we
used an experimentally measured time-varying background
(TVB) to account for background fluorescence from the cells
and the drug (see Supplemental Experimental Procedures for
details and validation) (Conway et al., 2017). Using FLIM-FRET
imaging, we observed that initial activation of Akt by EGF was
reduced by AZD2014, as expected (Figures S5G-S5J). In
contrast, treatment with the mTORCH1 inhibitor rapamycin had
no inhibitory effect on Akt. This is in line with previous reports,
where inhibition of mMTORC1 alone instead acts to upregulate
Akt activity through IRS1 (O’Reilly et al., 2006). Having estab-
lished the specificity of the Eevee-Akt-mT2 FRET biosensor
and the significant response of the biosensor-expressing cells
to treatment with AZD2014, we next developed a method for par-
allel monitoring of oxygen content by dual FLIM/PLIM imaging.
The first step toward our dual imaging modality was to assess
the effect of low oxygen levels on the activity of Akt by FLIM-FRET
microscopy, and in line with the western blot assessment (Figures
1D and S5B), we found a significant increase in Akt activity in hyp-
oxia (1% and 0.1% oxygen) compared to normoxia (Figure S6A).
An emerging option for live imaging of tumor oxygen content is
through the use of oxygen-sensitive ruthenium, platinum, or
iridium complexes as nanoparticles (Conway et al., 2017; Kalinina
et al., 2016; Kondrashina et al., 2012; Zheng et al., 2015).
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Figure 5. Tracking of Tumor Hypoxia with
EF5 and Pimonidazole
(A and B) Immunofluorescence of (A) KPC GEM

501 .
m tumors and (B) KPC xenograft tumors for EF5 (red)
404 I and pimonidazole (green), chemical indicators
;3 of tumor hypoxia, after either (i) co-injection or
‘;30' (i) 24-hr delayed treatments. Scale bars, 100 pm.
‘—: 201 (iii) Quantification of overlapping (yellow) regions of
"1>’ staining between EF5 and pimonidazole in KPC
© 104 GEM tumors (n = 3 mice/group) and KPC xenograft
tumors (n = 4 mice/group). Mean + SEM. p values
0 - - are from a Student two-tailed parametric t testin all
& &
& & panels.
i & See also Figure S4.
00 fl,b"\
. - Recently, imaging of the intrinsic auto-
W — fluorescence of NAD(P)H/FAD* was com-
401 bined with PLIM of an oxygen-sensitive
530_ ruthenium complex (Kalinina et al., 2016).
- T This approach used on-off modulation of
‘.;, 201 -+ the pulsed laser source on a microsecond
o 10 timescale to allow measurements of
the longer oxygen-sensitive phosphores-
0 T xy cence decays (Kalinina et al., 2016).
\e&° 3@” Here, we took a similar approach, using
R an electro-optic modulator (EOM) to
3

switch a multiphoton laser at low fre-

quency (Figure 6A). This allowed us to
detect both the short FLIM decays (nanosecond scale) from the
Eevee-Akt-mT2 biosensor, and the much longer phosphores-
cence decays (microsecond scale) of an oxygen-sensitive nano-
particle (Figure 6A).

In order to validate our approach in vitro, we placed glass cov-
erslips over KPC cell monolayers to reduce the oxygen concen-
tration (Figure 6B). First, however, we characterized the applica-
tion of this coverslip hypoxia induction by staining cells for
nuclear HIF1¢ stabilization and pimonidazole adduct formation,
and observed a significant increase in both after 2 hr, equivalent
to 0.1% or 1% oxygen incubations (Figures 6B and S6B; quan-
tified in Figures S6C and S6D). Furthermore, we assessed the
response of cells under a coverslip by quantitative real-time
PCR (gRT-PCR) for genes characteristically upregulated under
hypoxic conditions and found a significant upregulation of
Sic2a1 (GLUT1), Sic2a3 (GLUT3), Ldha (lactate dehydrogenase
A), P4ha2 V1/V2 (prolyl 4-hydroxylase), Ndrg1, and Adm (adre-
nomedullin) (Figure 6C) (Miller et al., 2015; Shukla et al., 2017).
In this way, we could confirm that a 2-hr incubation with a glass
coverslip was sufficient to decrease oxygen levels and relieve
the oxygen-dependent quenching of Mitolmage NanO2, which
led to a significant increase in the PLIM (Figure 6D, top panel;
note shift in PLIM from blue to orange/red upon decrease in
oxygen content). In parallel, we were able to track the activity
of Akt in the same cells by FLIM-FRET microscopy of the
Eevee-Akt-mT2 intramolecular FRET biosensor and observed a
significant increase in the FRET efficiency, consistent with an in-
crease in Akt activity (Figure 6D, bottom panel; note shift in FLIM
from orange to blue). As an additional confirmation, we treated
parental KPC cells with Mitolmage MM2, which is composed



OPEN

ACCESS
CellPress

A EOM with/without modulation for dual FLIM/PLIM imaging
Pixel 1 Pixel 2

Laser pulse train | |1 LLLLLLLELEEEEEEEEEEEEEETTENnd

SEVEGH N NN NN NN U N NN NN UGN NNNNNN

EOM (modulated) o[~ I g

PLIM (us) f ——— [ /[

B Adglass coverslip is placedontopofa ¢ g 100y Normoxia %% 1% O, [ Coverslp
cell monolayer, treated with the cell ? B 5% O, @ 0.1% O, i 1
penetrating nanoparticles o ;
L L $s10{ . vl
( Y ( P2 w o b
| | = & ;k .;.%m ..; ~ ...;g E
> | ‘ X o A 1M G six WOR| N2E
| g il I il il e L
¢ w» 2 i 2 W
= = /g A A 3 /8 A
v 8 2z GG
o 1 8 & : ] ; 8
Cell Penetrating ™. ™. s & 0.1 ‘i 2181 I 11 211 B
Nanoparticles B 3 . T T f T T f
p A 8(\’6 4’\ Q’l« A 6((\

s LN RS
g O gdt VW@ v
760nm MPﬂ/ZA FETIE 3 %;zgsr\‘trn:e phosphorescence c.) "o Qb‘v Qb“\@ é

Mitolmage NanO2 )
Genes of interest

p Dual FLIM/PLIM Imaging
Coverslip
2 hour - —_—
£ s0q ns

s £
i g 45+ o "
o o —_—
5] 2 .
z § . =
2 2
g § - Nanop?mclePLlMI .
S o & & ®
= \@7; & Q
= N & &

. <4 P
[ = 390 *
" zz =
w 2 2ass
= 5 2
g 8 Es.ao- o
N H ——
= H —_—
E §3.75-
< 14
X 8. |FumrreT
< 237 d r .
3 & & *
o & 4«%(’\& ﬁé\q
w [eM ey

Figure 6. Dual FLIM/PLIM Imaging of KPC Cells Stably Expressing the Eevee-Akt-mT2 Intramolecular FRET Biosensor, Treated with
Oxygen-Sensitive Nanoparticles

(A) A schematic illustration of the methodology applied to modify the multiphoton FLIM detection system to detect oxygen-sensitive PLIM through modulation of
the EOM.

(B) A schematic demonstrating the use of a glass coverslip to induce a hypoxic response in vitro.

(C) gRT-PCR analysis of relative mRNA expression of hypoxia response genes upregulated in cells incubated for 2 hr in hypoxia (5%, 1%, and 0.1% oxygen) or
under a coverslip, compared to normoxia, normalized to Rplp0 (n = 5). Mean + SEM.

(D) Dual FLIM/PLIM imaging of Akt activity in KPC cells treated with Mitolmage NanO2 and incubated with a glass coverslip for 1 or 2 hr (n = 4). Scale bars, 50 um;
insets, 10 pm. Mean + SEM. p values are from a Student two-tailed parametric t test in all panels.

*p < 0.05, **p < 0.01, and **p < 0.001. See also Figures S5 and S6, and Tables S1 and S2.
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of an oxygen-sensitive phosphorescent (PtTFPP) and oxygen-
insensitive fluorescent (PFO) component that can be read out
ratiometrically, to assess oxygen content (Kondrashina et al.,
2012). By placing a glass coverslip on these cell monolayers,
we observed a significant increase in the ratio of the oxygen-
sensitive PtTFPP to the oxygen-insensitive PFO, consistent
with a decrease in the oxygen content of the cell monolayer
(Figure SGE).

Live Tracking of Tumor Oxygen Content Allows Real-
Time Assessment of Drug Response by IVM

Having established the dual FLIM/PLIM imaging methodology
for in vitro imaging, we next assessed the effect of the combina-
tion therapy on Akt activity in a live setting. Consistent with the
tumor growth experiment (Figure 3), mice were given AZD2014
and TH-302, and once subcutaneous xenografts reached a vol-
ume of >350 mm?, where hypoxia is readily observed, tumors
were surgically exposed and treated with the oxygen-sensitive
nanoparticles (Figure 7A) (Conway et al., 2017; Vennin et al.,
2017). Assessing single cells for their response to each treat-
ment, we found no significant difference in Akt activity between
vehicle and TH-302 treatments, as expected (Figure 7B,
compare black plot to red). Conversely, upon treatment with
AZD2014, a significant decrease in Akt activity was recorded
(Figure 7B, compare black plot to blue). Furthermore, when
AZD2014 was used in combination with TH-302, Akt activity
was significantly reduced to a greater degree than AZD2014
monotherapy (Figure 7B, compare blue plot to green). This effect
was then stratified based on the oxygen content by analyzing the
Akt activity of individual cells (FLIM-FRET) and the oxygen con-
tent by PLIM (Figures 7C-7F, top panel, Akt activity [FLIM-FRET];
bottom panel, oxygen content [PLIM]). In this way, we observed
heterogeneity in Akt activity for vehicle and TH-302 treatments,
as expected (Figures 7C and 7D; plotted in Figures 7G and 7H,
respectively). However, we found that cells treated with
AZD2014 monotherapy had reduced Akt activity predominantly
in the high-oxygen (normoxia) regions and less so in the low-
oxygen (hypoxia) regions (Figure 7E; plotted in Figure 71). Impor-
tantly, this effect was absent in the combination therapy, where
Akt activity was reduced in both high- and low-oxygen regions
(Figure 7F; plotted in Figure 7J). This confirms and builds upon
our in vitro findings on hypoxia-induced resistance, prompting
further analysis of the in vivo effect of oxygen content on drug
response.

In order to quantify the effect of oxygen content on drug
response, we plotted the fluorescence lifetime from the Eevee-
Akt-mT2 FRET biosensor for Akt activity (FLIM-FRET), against
the phosphorescence lifetime of Mitolmage NanO2, as a mea-
sure of oxygen content (PLIM; Figures 7G-7J). Using Deming
regression curves, to account for the error in both parameters
(FLIM-FRET and PLIM), Deming slopes were calculated and
plotted with their 95% confidence bands to highlight the quality
of the fit (Figures 7G-7J). For the vehicle treatment, the Deming
regression slope was not significantly different from zero, which
meant that the error in the slope was sufficiently large and that
the confidence in the slope did not exist (Figure 7G). This was
consistent with the heterogeneous Akt activity in both the vehicle
and TH-302-treated mice (Figure 7K, see black and red bars).

3322 Cell Reports 23, 3312-3326, June 12, 2018

In the AZD2014 treatment, however, the slope of the regression
was negative and significantly non-zero (Figure 7K, see blue bar).
This identified a significant link between increased Akt activity
and low oxygen content, demonstrating that, in the AZD2014
treatments, there was hypoxia-induced resistance (Figure 7I).
Cumulative assessment of the AZD2014 treatments confirmed
this negative slope was significant, indicating the presence of
hypoxia-induced resistance to AZD2014 monotherapy within
our live tumors (Figure 7K). Furthermore, when AZD2014 treat-
ment was combined with TH-302, this resistance was relieved
(Figure 7K, see green plots), consistent with the improved inhibi-
tion of Akt for the combination treatments (Figure 7B). In this way,
we have identified hypoxia-induced resistance to PI3K pathway
targeting, at the single-cell level, within our live tumors by IVM
and successfully alleviated this in vivo resistance in combination
with the HAP TH-302.

DISCUSSION

Increasingly, our awareness of the context-dependent effects on
treatment efficacy, such as microenvironmental factors and the
influence of tumor-associated immune or stromal components,
is driving the development of more sophisticated IVM ap-
proaches to account for these important contributing factors
(Conway et al.,, 2017; Ellenbroek and van Rheenen, 2014;
Junankar et al., 2015; Vennin et al., 2017). PDAC has a well-
established hypoxic signature, and this hypoxia was clearly
evident in our GEM and subcutaneous mouse models (Chang
etal.,2011; Miller et al., 2015). Moreover, a hypoxic tumor micro-
environment is strongly associated with treatment-refractory
disease (Sullivan et al., 2008; Wilson and Hay, 2011), and here
we demonstrate hypoxia-induced resistance to three PI3K
pathway inhibitors. This occurs in parallel with an increase in
the activity of Akt, a key effector of the PI3K pathway. In light
of our recent work, demonstrating an equivalent survival benefit
for AZD2014, a dual inhibitor of the PI3K pathway, with standard-
of-care gemcitabine (Driscoll et al., 2016), these data provide
strong support for investigation into the effects of hypoxia on
PI3K pathway targeting.

Given our initial insight into the persistent movement of hypox-
ic regions throughout the tumor, the ability to track and target
this key microenvironmental factor has a clear benefit for pre-
clinical investigations aimed at negating the effects of tumor hyp-
oxia. However, few methods exist for live monitoring of hypoxia
by IVM and they lack the parallel approach that would be
necessary to investigate the effects of hypoxia on therapeutic
response (Conway et al., 2017). For whole-tumor assessment,
many non-invasive positron emission tomography (PET)-based
approaches depend upon the increased glucose uptake of
tumors (Fleming et al., 2015; Rajendran et al., 2004). Of note,
new probes have been developed to provide information on
the hypoxic content of tumors, based on CAIX expression or
2-nitroimidazoles, primarily to guide hypoxia-targeted treatment
strategies (Fleming et al., 2015; Hoeben et al., 2010; Rajendran
et al., 2004). However, for molecular assessment during preclin-
ical drug development, a new approach was necessary to over-
lay tumor oxygen content with therapeutic response by IVM. On
the one hand, genetic markers based on the oxygen degradation
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Figure 7. Dual FLIM/PLIM Intravital Imaging of Drug Response and Tumor Oxygen Content

(A) A schematic representation of the intravital imaging setup for the dual FLIM/PLIM imaging. Xenografts of KPC cells stably expressing the Eevee-Akt-mT2
intramolecular FRET biosensor were allowed to reach 350 mm?, before treatment with oxygen-sensitive nanoparticles (NanO2) and dual FLIM/PLIM imaging.
(B) FLIM-FRET analysis of vehicle/saline (n = 5), vehicle/TH-302 (n = 4), AZD2014/saline (n = 7), or AZD2014/TH-302 (n = 4)-treated mice. Mean + SEM. p values

are from a Student two-tailed parametric t test.

(C-F) Representative FLIM and PLIM maps are provided for cells with a short PLIM value (high oxygen content, normoxic) and a long PLIM value (low oxygen
content, hypoxic) for vehicle/saline (C), vehicle/TH-302 (D), AZD2014/saline (E), and AZD2014/TH-302 (F) treatments. Scale bars, 25 um.

(G-J) These same cells are then highlighted on their representative Deming regression curves, where blue and red points highlight cells with short or long
PLIM values, respectively. The 95% confidence intervals emphasize whether the slope of the Deming regression is significantly non-zero for vehicle/saline (G),

vehicle/TH-302 (H), AZD2014/saline (l), and AZD2014/TH-302 (J) treatments.

(K) Average Deming slopes of mice from each treatment group, assessed for departure from zero with a one-sample t test. Mean + SEM.

*p < 0.05, **p < 0.01 and ***p < 0.001.
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domain or hypoxia-response elements of HIF1a are common
(Erapaneedi et al., 2016; Wang et al., 2016), but these may
encounter hurdles for interpretation due to the dysregulation of
the hypoxic response in many cancers and the necessity to mea-
sure changes in intensity, instead of a switch-like response. On
the other hand, many injectable fluorescent probes exist for
tracking various aspects of tumor hypoxia (O’Connor et al.,
2017; Uddin et al., 2015; Zheng et al., 2015). In this work, appli-
cation of oxygen-sensitive nanoparticles for dual FLIM/PLIM
imaging facilitated live tracking of drug response in the context
of tumor oxygen content. Critically, we identified an oxygen-
dependent resistance effect, at the single-cell level, when treat-
ing tumors with AZD2014 monotherapy. This effect was reduced
in vivo, when AZD2014 was combined with the HAP TH-302,
leading to improved inhibition of tumor growth. TH-302 alone,
or in combination with AZD2014, resulted in a decreased hypox-
ic fraction, HIF1a. and CAIX expression. This reduction in tumor
hypoxic response was associated with a concomitant reduction
in overall resistance to PI3K pathway targeting and provides a
possible explanation for the improved reduction in Akt activity
in the combination therapies.

Preclinical IVM experiments can provide a robust method to
assess combination therapies aimed at reducing resistant pop-
ulations and improving therapeutic responses. This possibility
has yet to be fully exploited for the known hypoxia-induced
resistance to targeted therapeutics aimed at tyrosine kinase,
HER2, and VEGF pathways (Ahmadi et al., 2014; Bergers and
Hanahan, 2008; Karakashev and Reginato, 2015), as well as
chemotherapies (Shukla et al., 2017; Sullivan et al., 2008),
and highlights the clinical need to track and understand this
hypoxia-induced resistance. Intramolecular FRET biosensors
already exist to read out the activity of many of these pathways,
while the development of simplified backbones for fluorescent
protein reporters or FRET biosensors provides a rapid
approach to develop readouts for therapeutic response within
a live tumor context (Conway et al., 2014, 2017; Komatsu
et al., 2011). As demonstrated here and elsewhere, the addition
of HAPs as a combination therapy provides a suitable
approach to reduce the resistant effects of hypoxia with
reduced additive toxicity (O’Connor et al., 2016; Wilson and
Hay, 2011). By applying IVM using fluorescent protein reporters
or FRET biosensors and parallel imaging of tumor hypoxia, the
benefits observed here for targeting of the PI3K pathway, in
combination with HAPs, can be applied to develop combination
therapies with robust preclinical validation.

EXPERIMENTAL PROCEDURES

Animal Experiments

All animal experiments were conducted in compliance with Garvan Ethics
Committee guidelines (13/17 and 16/13 protocols) and in accordance with
the Australian code of practice for the care and use of animals for scientific
purposes, with genotyping performed by Garvan Molecular Genetics (Sydney,
NSW, Australia). Both male and female KP"C and KPC GEM were monitored
for swollen abdomen, cachexia, and reduced mobility until tumor was evident
by palpation, and hypoxia markers were administered (Hingorani et al., 2003,
2005; Morton et al., 2010). For xenografts experiments, 1 x 10° KPC primary
PDAC cells in PBS were subcutaneously injected into the rear flank of 6- to
10-week-old female BALB/c-Fox1nuAusb mice.
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Cells were fixed in 70% ethanol, prior to staining with propidium iodide
(Sigma-Aldrich; P4170; 1 pg/mL) with RNaseA (Sigma-Aldrich; R6513;
500 png/mL), and analysis on a FACSCanto Il (BD Biosciences). Quantification
was performed in FlowJo (Tree Star), and cell cycle phase was determined in
ModFit (Verity Software House).

Intravital FLIM/PLIM Imaging

Xenografts of KPC cells expressing the Eevee-Akt-mT2 FRET biosensor
were imaged at a final volume of 350 mm?, as per the tumor growth studies.
Mice were anesthetized with xylazine (10 mg/kg) and Zoletil (50 mg/kg) and
kept on a heated stage at 37°C. Anesthesia was maintained with isoflurane
B L; Oy 1 L; vacuum, 1 L/min). Tumors were surgically exposed, as
described previously (Conway et al., 2017; Vennin et al., 2017), prior to
application of Mitolmage NanO2 (10 pg; Ibidi; 74151). After 30 min, dual
FLIM/PLIM imaging was performed on a Leica SP8 microscope with a
0.95 numerical aperture (NA), 25x water objective. Analysis of FLIM and
PLIM decays was performed in FLIMfit (Warren et al., 2013) and is pre-
sented as mean lifetime per cell.

Organotypic Assay

Organotypic matrices were generated as described previously (Conway et al.,
2014; Morton et al., 2010; Vennin et al., 2017). Quantification of the invasive
and proliferative indices was performed on pan-cytokeratin (excludes fibro-
blasts) or Ki67-stained sections, respectively.

IC50 Curves

ICs0 curves were performed in a 96-well plate format, with 1,000 cells/well.
Cells were incubated for 24 hr after seeding before addition of inhibitors. Plates
were assessed for relative cell density using the CellTiter 96 AQueous Cell
Proliferation Assay (Promega; G1111) at 72 hr after addition of each inhibitor,
with parallel plates incubated under standard normoxic or hypoxic (0.1%
oxygen) conditions. ICsq curves were then fit in Prism (GraphPad Software),
normalizing to the vehicle (DMSO) control treatments from the respective
normoxic or hypoxic (0.1% oxygen) conditions.

Statistical Analysis
Statistical tests were performed in Prism (GraphPad Software) with statistical
significance given as *p < 0.05, **p < 0.01, and ***p < 0.001 in all cases. A one-
sample t test was performed on normalized data. For ICso curve comparisons,
an extra sum-of-squares F test was performed between the best-fit parame-
ters of each curve. Deming regression curves for the dual FLIM/PLIM analysis
were plotted with the “mcr” package of R, using the analytical method to
calculate the 95% confidence intervals. To assess whether the Deming regres-
sion slopes were significantly non-zero, a one-sample t test was performed.
DNA cell cycle analysis was assessed for significance using a two-way
ANOVA test with a Tukey correction for multiple comparisons. In all other
cases, a Student two-tailed parametric t test was performed.

Detailed protocols can be found in Supplemental Experimental Procedures.

SUPPLEMENTAL INFORMATION

Supplemental Information includes Supplemental Experimental Procedures,
six figures, and two tables and can be found with this article online at
https://doi.org/10.1016/j.celrep.2018.05.038.
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Figure S1, related to Figure 1. The presence of hypoxia and the associated growth and molecular
effects in the KP"C and KPC mouse models of PDAC. (A) Immunofluorescence staining of the GEM
KP"C and KPC PDAC mouse models for Ki67 (red), DAPI (cyan) and pimonidazole (green). Scale
bars: 50 um. (B) Quantification of Ki67 positive nuclei as a fraction of total nuclei, in pimonidazole
negative (normoxic) and positive (hypoxic) regions (n=5 tumours/mouse model). Mean + SEM. A one-
sample t-test was performed on normalized data. (C) Representative western blot of p53 loss or gain-
of-function mutant expression in the KPC and KPC primary PDAC cell lines respectively, after 48
hours of culture in normoxia (n=5). P values are from a Student’s two-tailed parametric t-test. (D)



Assessment of growth rate in normoxic and hypoxic (0.1% oxygen) conditions in the KP"C and KPC
cell lines, over a 3 day time course (n=5). Mean + SEM. (E) Quantification of Annexin V positive
KP"C and KPC cells by FACS analysis, after incubation for 48 hours in normoxia or hypoxia (5%, 1%
and 0.1% oxygen). Mean + SEM. P values are from a Student’s two-tailed parametric t-test. (F)
Densitometry of HIF 1a western blot in Figure 1D (n=5). Mean + SEM. A one-sample t-test was
performed on normalized data. (G) Representative western blot of pimonidazole adducts in the KPC
and KPC primary PDAC cell lines after 48 hours of culture in normoxia and 2 hours treatment with
pimonidazole (236 uM, n=5). (H) Densitometry of pimonidazole western blot (n=5). Mean = SEM. (I-
K) Densitometry of Akt(Ser473), Akt(Thr308) and p70-S6K(Thr389) western blots in Figure 1D (n=5).
Mean + SEM. A one-sample t-test was performed on normalized data. *p<0.05, **p<0.01 and
*#%p<0.001.
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Figure S2, related to Figure 2. Assessment of hypoxia within organotypic matrices, as well as drug
penetrance and response. Representative images of (A) laurdan (green; 2.5 uM) and (B) doxorubicin
(red; 1 uM) treated organotypic matrices with invading KPC cells (14 day invasion), after 2 hours with
the compound (n=3). SHG of the organotypic collagen matrix is shown as grey on the image. Scale
bars: 50 um. (C,D) Representative immunohistochemistry (IHC) images of lactate dehydrogenase and
GLUT]1 stained organotypic matrices with invading KPC cells (14 day invasion; n=4). Scale bars: 50
um, scale bars (inset): 10 um. (E) Representative western blot of the KPC primary PDAC cell line,
incubated for 48 hours in normoxia or hypoxia (5%, 1% or 0.1% oxygen; n=5). (F) Densitometry of
lactate dehydrogenase, GLUT1 and NDRG1(Thr346) western blots (n=5). Mean = SEM. (G) ICs,
curve of KPC cells treated with the HAP TH-302 in both normoxic (black lines) and hypoxic (0.1%



oxygen, red lines) conditions (n=3). An extra sum-of-squares F test was performed between the best-fit
parameters of each curve. (H,I) Representative images of invading KPC cells stained with
NDRG1(Thr346) or yYH2AX, with quantification of the percentage of positively stained KPC cells on
the surface (“Normoxia”) or invading into (“Hypoxia”) the organotypic matrices (n=4). Scale bars: 50
um, scale bars (insets): 10 pm. Mean + SEM. A one-sample t-test was performed on all normalized
data. *p<0.05, **p<0.01 and ***p<0.001.
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Figure S3, related to Figure 3. IHC staining of tumours for (A) the vascular marker CD31 and (B) the
number of cells with fragmented nuclei per field-of-view (FOV) for vehicle/saline (n=10), vehicle/TH-
302 (n=9), AZD2014/saline (n=10) and AZD2014/TH-302 (n=10). Scale bars: 100 pum, scale bars
(insets): 10 um. Mean + SEM. P values are from a Student’s two-tailed parametric t-test in all panels.
*p<0.05, **p<0.01 and ***p<0.001.
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Figure S4, related to Figure 5. Tracking of tumour hypoxia with EF5 and pimonidazole. (A)
Immunofluorescence of KP'C GEM tumours for EF5 (red) and pimonidazole (green), chemical
indicators of tumour hypoxia, after either co-injection or 24 hour delayed treatments. (B)
Quantification of overlapping (yellow) regions of staining between EF5 and pimonidazole (n=3

mice/group). Scale bars: 100 um. Mean = SEM. The P value is from a Student’s two-tailed parametric
t-test. *p<0.05, **p<0.01 and ***p<0.001.
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Figure S5, related to Figure 6. Characterization of KPC cells expressing an intramolecular FRET
biosensor for Akt activity. (A) Schematic representation of the Eevee-Akt-mT2 FRET biosensor, which
is composed of a FRET pair, namely mTurquoise2 (mT2) and YPet, a consensus substrate sequence for
Akt (RKRDRLGTLGD), an Eevee linker (Komatsu et al., 2011) and a phosphorylation-binding
domain from the yeast Rad53 (FHA1). (B) Representative western blots and densitometry of KPC cells
stably expressing the Eevee-Akt-mT2 intramolecular FRET biosensor in both normoxic and hypoxic
(0.1% oxygen) conditions (n=6). Mean + SEM. A one-sample t-test was performed on normalized data.
(C-E) ICs curves of Eevee-Akt-mT2 expressing KPC cells treated with the PI3K-pathway targeted
therapeutics, rapamycin, NVP-BEZ235 and AZD2014, in both normoxic (black lines) and hypoxic
(0.1% oxygen, red lines) conditions (n=3). An extra sum-of-squares F test was performed between the
best-fit parameters of each curve. (F) Representative western blots of AZD2014 and rapamycin treated
KPC cells, with or without stable expression of the Eevee-Akt-mT2 intramolecular FRET biosensor
(n=3). (G) Assessment of the autofluorescence lifetime of AZD2014 (2 uM) in untransfected KPC



cells. Mean + SEM. (H) Representative intensity-lifetime correlation plots of AZD2014 (500 nM)
treated KPC cells expressing the Eevee-Akt-mT2 FRET biosensor, with and without a time-varying
background (TVB). (H) Average slopes from linear regression curves plotting the intensity of each cell
against its’ lifetime in each treatment, after correction with a TVB, assessed for departure from zero
with a one-sample t-test. Mean + SEM. (J) Representative fluorescence lifetime maps, corresponding
intensity images and quantification of Eevee-Akt-mT2 expressing KPC cells treated with EGF (20
ng/ml), then either AZD2014 (500 nM or 1 uM) or rapamycin (100 nM; n=4). Scale bars: 50 um, scale
bars (insets): 10 pm. Mean + SEM. P values are from a Student’s two-tailed parametric t-test. *p<0.05,
**p<0.01 and ***p<0.001.



A Akt activity in hypoxia
’l\i?rmoxia 5% Oxyg‘en 1“’4? O;(}gen

OAoeu|,

w

-]
1
[ ]

e
g
1

Lifetime (ns)
[ ]

r:f - ( \ T : . : & ¢§\° \s\e R t\e\e

1% Oxygen

Normoxia 5% Oxygen

Pimonidazole UJ

HIF1a

DAPI

Pimonidazole
*kk
* ns

xRk oy
ns ns

> ©

Normalized Nuclear
HIF1c. grey value
N

Normalized pimonidazole
grey value per cell
»

E MitolImage MM2
Untreated

b
o
1

|
|

OIX0dAH,,

Ratio of PtTFPP to PFO

03
Z N )
e 02 ; T T
3 & N A
s & &
_. .‘0 .‘0
o, 3 3

top of a KPC cell monolayer. (A) Representative fluorescence lifetime maps, corresponding intensity
images and quantification of Eevee-Akt-mT2 expressing KPC cells incubated in normoxia or hypoxia
(5%, 1% and 0.1% oxygen) for 2 hours prior to fixation and imaging (n=4). Scale bars: 50 um, scale
bars (insets): 10 um. Mean + SEM. (B) Representative immunofluorescence images of KPC cells
stained for pimonidazole, HIF 1o and DAPI after incubation in normoxia, hypoxia (5%, 1% and 0.1%
oxygen) or under a coverslip for 2 hours. Quantification of the mean grey value/cell of (C) HIFla and
(D) pimonidazole in each treatment (n=4). Mean = SEM. (E) Ratiometric imaging of KPC cells treated
with oxygen-sensitive nanoparticles (Mitolmage MM?2) after incubation for 1 or 2 hours with a glass



coverslip (n=4). Scale bars: 50 pum, scale bars (insets): 10 um. Mean + SEM. Normalized data was
assessed by a one-sample t-test. All other P values are from a Student’s two-tailed parametric t-test.
*p<0.05, **p<0.01 and ***p<0.001.



Table S1, related to Figure 6. List of qRT-PCR probes

Roche Universal Probe Library System
Gene UPL
Forward Primer Reverse Primer Probe
Slc2al GAC CCT GCA CCT CAT TGG GAT GCT CAG ATA GGA CAT CCA AG 99
Slc2a3 TTT GCC CTG AGA GTC CAA GA ACA AGC GCT GCA GGA TCT 69
Ldha GGC ACT GAC GCA GAC AAG TGA TCA CCT CGT AGG CAC TG 12
P41aZ | TGT ATT CTG GTA CAA CCT TCT TCG GGA ACC ACT GTT GGA GAC C 60
P4If2a2 CGA TGA GCA AGA TGC TTT CA CAGCTT CGA CATCGCTCAT 48
Ndrgl GTG CAG GGC ATG GGA TAC TCC AGG GAT GTG ACA CTG G 29
Adm TTC GCA GTT CCG AAA GAA GT GGT AGC TGC TGG ATG CTT GT 103
Rplp0 ACT GGT CTA GGA CCC GAG AAG CTC CCA CCT TGT CTC CAG TC 9
Table S2, related to Figure 6. Roche LightCycler480 Program
Target Acquisition Hold Ramp Second | Step size
temperature mode rate Target °O)
(°O) (°Cl/s) (per °C)
Pre-Incubation
94 | None Jmin | 48 | 0 | 0
Amplification

94 None 15 sec 4.8 0 0

60 None 30 sec 2.5 50 0.5

72 Single 15 sec 1.5 0 0

Cooling
40 None 30 sec 2.5 0 0




SUPPLEMENTAL EXPERIMENTAL PROCEDURES

Animal experiments

Administration of the hypoxia markers EF5 (60mg/kg; provided by Dr. Cameron Koch, University of
Pennsylvania, PA) or pimonidazole (60 mg/kg; Hypoxyprobe, HP2-1000Kit) was by intraperitoneal
injection in PBS, either 26 or 2 hours prior to tissue harvest. TH-302 (50 mg/kg; Selleckchem, S2757)
was administered QDxS5 by intraperitoneal injection in saline (0.9% NaCl). AZD2014 (2.5 mg/kg;
Selleckchem, S2783) was administered daily by oral gavage in 30% w/v PEG400/0.5% Tween80/5%
Propylene glycol, after first coating the gavage needles in sucrose solution (24%; Sigma-Aldrich,

S9378) (Hoggatt et al., 2010). AZD2014 and TH-302 treatments began when tumors reached a volume

length x width?

of 20 mm” and ended at a final volume of 350 mm” ( ). Growth rate was calculated for

each mouse using the linear regression fit in GraphPad Prism (GraphPad Software, Inc., CA).

Cell culture and reagents

The KP"C and KPC primary PDAC cell lines (Morton et al., 2010) and telomerase immortalized
fibroblasts (TIFs, (Munro et al., 2001)) were maintained in Dulbecco’s modified eagle medium
(DMEM; Gibceo) supplemented with 10% FBS, 10 mM HEPES (Sigma-Aldrich, HO887) and
penicillin/streptomycin at 100 U/ml. For stable expression of the Eevee-Akt-mT2 intramolecular FRET
biosensor, KPC cells were co-transfected with pPB.DEST-Eevee-Akt-mT2 and pCMV-hyPBase
(obtained from the Wellcome Trust Sanger Institute, (Yusa et al., 2011)), using Lipofectamine3000, as
per the manufacturer’s protocol (ThermoFisher Scientific). FACS isolated populations (FACSARIA
111, BD Biosciences) with stable expression of Eevee-Akt-mT2 were isolated within a narrow
fluorescence range. EGF (R&D Systems, 236-EG) stock solution was made up in water prior to use.
NVP-BEZ235 (Symansis, SY-BEZ235), AZD2014 (Selleckchem, S2783), Rapamycin (LC
Laboratories, R-5000), TH-302 (Selleckchem, S2757), Doxorubicin (Selleckchem, S1208) and
Laurdan (Molecular Probes, D250) were made up as stock solutions in DMSO, prior to use. A H35
Hypoxystation (Don Whitley Scientific) was used for experiments conducted at 0.1% and 1% oxygen.
Experiments at 5% oxygen were conducted in a HeraCell 1501 CO,/O; incubator. For in vitro
pimonidazole treatments, cells or organotypic matrices were treated with pimonidazole (236 uM) 2
hours prior to harvest or fixation.

Cloning

The intramolecular FRET biosensor Eevee-Akt-mT2 (Conway et al., 2017; Goedhart et al., 2012;
Komatsu et al., 2011) was subcloned into a custom Gateway-compatible Piggybac transposon-based
destination vector, pPB.DEST (Vennin et al., 2017), by performing an LR reaction with pENTR221-
Eevee-Akt-mT2 (Conway et al., 2017) (LR clonase II, ThermoFisher Scientific), which was then
verified by an analytical digest and sequencing.

FACS

Parallel T25 flasks were seeded overnight with 1x10° KPC or KPC cells, which were then grown for
48 hours in normoxic or hypoxic (0.1%, 1% and 5% oxygen) conditions. Cells were then fixed in 70%
ethanol for at least 24 hours at -20°C, prior to staining with propidium iodide (Sigma-Aldrich, P4170, 1
pg/ml) with RNaseA (Sigma-Aldrich, R6513, 500 ug/ml), and analysis on a FACS Canto II (BD
Bioscience). For HistoneH3(Ser10) (Cell Signaling, 9701, 1:50) staining, cells were fixed as above,
then permeabilized in PBS/0.25% Triton X-100, prior to primary antibody incubation in PBS/1% BSA
at 4°C overnight. Samples were then stained with DyLight 649-conjugated anti-rabbit secondary
antibody (Jackson ImmunoResearch, 211-492-171, 1:100), propidium iodide with RNaseA, for
analysis on a FACS Canto II (BD Bioscience). Annexin V (FITC)/propidium iodide (PI) staining kit
(Biovision, K101) was performed as per manufactures instructions. Quantification was performed in
FlowJo (Tree Star) and cell cycle phase determined in ModFit (Verity Software House).

Immunofluorescence (IF)

O.C.T. (Tissue-Plus O.C.T. compound, Scigen, 4583) embedded tumours were cryo-sectioned at 4 um
and fixed for 20 minutes with ice-cold 4% PFA. Sections then underwent a 10 minute Protein Block
(Dako, X0909), prior to overnight incubation with FITC-conjugated pimonidazole (Hypoxyprobe,
1:25) and Cy5-conjugated EF5 (ELK3-51, 75 pg/ml; purchased from Dr. Cameron Koch, University of
Pennsylvania, Philadelphia, PA) primary antibodies. For IF with Akt(Ser473) (Cell Signaling, 4060,
1:100), HIF 1o (Novusbio, NB100-449, 1:300) or Ki67(SP6) (ThermoFisher Scientific, RM-9106-S1,
1:200), blocking was performed for 1 hour in blocking buffer (10% normal donkey serum (Jackson



ImmunoResearch, 017-000-121), 2.5% BSA (Sigma-Aldrich, A7906), 0.02% glycine and 0.3% Triton
X-100), then incubated with Alexa Fluor 647-conjugated anti-rabbit secondary antibody (Jackson
ImmunoResearch, 711-606-152, 1:500) for 1 hour and DAPI for 10 minutes. IF samples were imaged
on a Leica DMI 6000 SP8 microscope with a 25X water objective using 488 nm and 633 nm
continuous wave lasers for FITC and Cy5/Alexa Fluor 647 excitation respectively. DAPI was excited
at 750 nm with a Ti:Sapphire femtosecond laser (Coherent, Chameleon Ultra II). Signal overlap
between the FITC and CyS5 channels was quantified using the colour threshold function in ImageJ
(NIH). Quantification of the Akt(Ser473) grey value/cell, as well as Ki67 positive and negative nuclei
in pimonidazole positive and negative regions was performed in QuPath (Bankhead et al., 2017). For
quantification of HIF 1a staining, a nuclear mask was first generated in ImageJ, prior to quantification
of the grey value/nucleus for each image, and averaging this over 5 regions of 232x232 um. For
quantification of pimonidazole staining, the mean grey value was calculated for 5 regions of 232x232
um, and divided by the number of cells in the image using Imagel.

Immunohistochemistry (IHC)

Formalin fixed paraffin embedded organotypic matrices and tissues were used to cut 4 um sections
prior to either haematoxylin and eosin (H&E) staining on a Leica Autostainer or IHC staining for
Ki67(SP6) (ThermoFisher Scientific, RM-9106-S1, 1:500), pan-cytokeratin (Leica-Novocastra, NCL-
C11, 1:50), HIF1a (Novusbio, NB100-449, 1:300), YH2AX(Ser139) (Cell Signaling, 9718, 1:500),
GLUTI (Abcam, ab652, 1:1,000), lactate dehydrogenase (Abcam, 1:2,000, ab52488), NDRG1(Thr346)
(Cell Signaling, 5482, 1:1,000), HistoneH3(Ser10) (Cell Signaling, 9701, 1:100), CD31 (Dianova,
DIA-310, 1:100), CAIX (Novusbio, NB100-417, 1:500). Staining for pimonidazole adducts was
performed using a FITC-conjugated pimonidazole primary antibody (Hypoxyprobe, 1:1,000) and an
anti-FITC secondary antibody (Hypoxyprobe, 1:100). An Aperio S2 ScanScope (Leica Biosystems) or
a DM4000 (Leica Biosystems) was used for imaging H&E or IHC staining. For quantification of Ki67,
yH2AX(Ser139), HistoneH3(Ser10) and HIF 1 a staining, positive cells were counted and divided by the
total cell number in 500x500 um images (5 representative regions/tumour section). Additional
phenotypic scoring of HistoneH3(Ser10) positive cells was performed to classify cells into late G,
prophase, metaphase and anaphase. Quantification of CAIX stain coverage was performed in ImageJ
(NIH) by first using colour deconvolution to isolate the DAB stained area, then measuring the stain
coverage in 500x500 um images (10 representative regions/tumour section). To measure the necrotic
fraction of tumours, whole tumour images were taken and the necrotic region traced in ImageJ (NIH).
To measure the hypoxic fraction of tumours, whole tumour images were taken and pimonidazole
isolated in ImageJ] (NIH) by first using colour deconvolution to isolate the DAB stained area, then
measuring the staining coverage. Cells with fragmented nuclei were scored on H&E stained sections,
as described previously (Vennin et al., 2017), selecting 6 regions/tumour of 848x478 um for analysis.

Intravital FLIM/PLIM imaging

Xenografts of KPC cells expressing the Eevee-Akt-mT2 FRET biosensor imaged at a final volume of
350 mm’, as per the survival studies. At this point, mice were anesthetized with Xylazine (10 mg/kg)
and Zoletil (50 mg/kg) and kept on a heated stage at 37°C. Anesthesia was maintained with isoflurane
(3L, 02 1L, vacuum 1L/min). Tumours were surgically exposed, as described previously (Conway et
al., 2017; Nobis et al., 2013), prior to application of MitoImage NanO2 (10 pg; Ibidi, 74151). After 30
minutes, dual FLIM/PLIM imaging was performed on a Leica DMI 6000 SP8 microscope with a 0.95
NA 25X water objective. FLIM-FRET imaging was performed using excitation at 840 nm with a
Ti:Sapphire femtosecond laser (Coherent, Chameleon Ultra II). Emitted fluorescence was recorded
using a RLD HyD detector with a 483/32 nm filter. Photon arrival times were recorded using a TCSPC
system (Picoharp 300, Picoquant). 512 x 512 pixel images were acquired with a line rate of 700 Hz and
integrated over 242 frames. PLIM imaging of MitoImage NanoO2 was performed with excitation at
760 nm. 128 x 128 pixel images were recorded at a line rate of 10 Hz, giving a pixel dwell time of 225
us. An EOM was used to modulate the excitation synchronously with the pixel clock with a 1:16 duty
cycle, producing 14 pus pulses at the start of each pixel. The phosphorescence decay was recorded using
an RLD HyD detector with a 650/50 nm. Photon arrival times relative to the pixel start time were
recorded using a time to digital converter (TimeTagger4-2G, Cronologic). Photon arrival times were
recorded with a resolution of 1024 ns. Analysis of both FLIM and PLIM decays was performed in
FLIMfit (Conway et al., 2017; Warren et al., 2013) for >23 cells/mouse using a maximum likelihood
estimator. For FLIM data, background autofluorescence was taken into account using a time varying
background (see “Correction for autofluorescence in in vitro and in vivo FLIM data” section). Lifetime
maps were generated from the raw data after smoothing with a 3x3 pixel kernel and applying a
standard rainbow colour look-up table (LUT). To exclude areas where no lifetime measurement above



the background noise could be achieved, the intensity threshold was set to the average background
pixel value for each recording and these areas are shown in black.

Live cell imaging

KPC PDAC cells expressing either Eevee-Akt-mT2 were seeded at 2x10° cells/FluoroDish (World
Precision Instruments, FD35-100) 2 days prior to imaging. Imaging was performed on a Leica DMI
6000 SP8 microscope with a 0.95 NA 25X water objective, within a 37°C incubator, supplemented
with 5% CO,. FLIM-FRET and PLIM imaging were performed as per the “Intravital FLIM/PLIM
imaging” section above. For nanoparticle imaging, FluoroDishes were incubated overnight with
Mitolmage NanO2 (4 pg; Ibidi, 74151) or MM2 (4 pg; Ibidi, 74161) and media changed just prior to
imaging. To reduce oxygen levels in culture, 25 mm glass coverslips (#1.5, Warner Instruments, 64-
0715) were gently placed on top of the cell monolayer for 1 and 2 hours, as previously described (Pitts
and Toombs, 2004; Takahashi et al., 2012). Ratiometric imaging of MitoImage MM2 was performed at
760 nm, on two RLD HyD detectors (440/20 nm (PFO) and 650/50 nm (PtTFPP)), at a scan speed of
10 Hz. To assess the ratio of PtTFPP to PFO, the channels were overlaid and the intensity ratio
calculated in ImageJ (NIH). For FLIM-FRET at 0.1%, 1% and 5% oxygen, KPC cells were fixed in 4%
PFA prior to imaging, along with their respective normoxic (21%) control.

Correction for autofluorescence in in vitro and in vivo FLIM data

The small molecule inhibitor AZD2014 was found to be weakly fluorescent in the 483/32 nm emission
range used for FLIM-FRET analysis of the Eevee-Akt-mT2 FRET biosensor. By analyzing the
fluorescence lifetime of KPC cells treated with high (2 pM) concentrations of AZD2014 we
determined that the lifetime of AZD2014 was 5.429 + 0.027 ns (Figure S5G). If not taken into account,
this drug autofluorescence would introduce an intensity-dependent artifact into the FLIM analysis,
biasing the lifetime towards the drug’s fluorescence lifetime more strongly in pixels where the
biosensor fluorescence is less intense (see bias in intensity-lifetime correlation plot in Figure SSH). To
correct for this autofluorescence, we included a time-varying background (TVB) in our FLIM analysis
model, as previously described (Conway et al., 2017; Warren et al., 2013). To measure the TVB, we
used untransfected cells (in vitro) or stromal cells (in vivo) in the same treatment well (in vitro) or
tumour (in vivo). By using a TVB from a neighboring region the appropriate drug concentration is
taken into account (producing the expected symmetrical distribution in the intensity-lifetime correlation
plot, see Figure SSH). To validate our correction approach, we plotted the intensity of each cell against
its’ lifetime and fitted a linear model (Figure S5I). If there were an intensity-dependent lifetime artifact
due to the drug autofluorescence we would expect a negative slope, as cells with a lower biosensor
fluorescence intensity would be biased towards the longer drug lifetime. In the absence of an artifact,
we would expect the slopes to be zero on average, as observed (Figure S51). Using in vitro data treated
with DMSO, 500 nM and 1pM AZD2014 we found that the slopes were not significantly different
from zero, indicating our correction was effective (Figure S51).

Organotypic assay

Organotypic matrices were generated as described previously (Conway et al., 2014; Morton et al.,
2010; Timpson et al., 2011; Vennin et al., 2017). Briefly, ~1x10° TIFs/matrix were embedded in acid-
extracted rat tail tendon collagen (~2 mg/ml), which was prepared by extracting fresh frozen rat tail
tendons in 0.5 M acetic acid. After neutralizing with NaOH and in the presence of 1X MEM

(Gibco, 11430-030), matrices were allowed to set at 37°C. Detached polymerized matrices were then
allowed to contract for 12 days, prior to seeding with 1x10° KPC cells/matrix. After 4 days, seeded
matrices were moved to an air-liquid interface to invade for 12 or 14 days, as detailed below.

For 12 day invasions, vehicle (DMSO) or the PI3K-pathway inhibitors NVP-BEZ235 (100 nM),
AZD2014 (500 nM) or rapamycin (100 nM), were added for the final 6 days of the invasion. For 14
day invasions, cells were allowed to invade for 11 days, prior to 3 days with either TH-302 (1 uM),
AZD2014 (500 nM) or both in combination. Pimonidazole (60 mg/L, Hypoxyprobe) was added to the
media for 2 hours prior to fixation in 10% neutral buffered formalin and paraffin block embedding and
sectioning. Quantification of the invasive index, as well as Ki67, NDRG1(Thr346) and
YH2AX(Ser139) positive cells, was performed on pan-cytokeratin (excludes fibroblasts) or Ki67,
NDRG1(Thr346) or yYH2AX(Ser139) stained sections respectively. From each condition and replicate,
10 representative 500x500 um regions were selected. To calculate the invasive index, invaded cells
were counted and divided by the sum of the invaded cells and cells on the surface of the matrix.
Similarly, the number of positive cells was calculated as the ratio of Ki67, NDRG1(Thr346) or
yH2AX(Ser139) positive cells, divided by the total cell number in each area. These indices were then
normalized to the DMSO controls for each respective treatment. For assessment of the diffusion of



laurdan and doxorubicin into the organotypic matrices, each compound was added to the liquid phase
for 2 hours, prior to imaging on a Leica DMI 6000 SP8 microscope with a 0.95 NA 25X water
objective, within a 37°C incubator, supplemented with 5% CO,. Laurdan and doxorubicin were excited
at 780 nm and 740 nm respectively, using a Ti:Sapphire femtosecond laser (Coherent, Chameleon Ultra
II). Detection of Laurdan or Doxorubicin fluorescence was performed on a RLD HyD detector using a
483/32 nm or 585/40 nm filter respectively. Second harmonic generation (SHG) imaging of
organotypic matrices was performed at 890 nm, detecting SHG intensity with an RLD HyD detector
with a 440/20 nm filter.

Growth assays

Parallel 24-well plates were seeded for measurements in both normoxic and hypoxic (0.1% oxygen)
conditions, for days 0-3 of the growth curves. At each day of imaging, one plate was fixed in 4% PFA
and stained with Hoechst 33342 (Molecular Probes, H1399, 1 pg/ml). Six wells per plate were imaged
for each condition on a Leica DMI 6000 SP8 microscope with a 10X dry objective. At least 5
images/well were quantified in QuPath using positive cell detection (Bankhead et al., 2017).

Quantification of vessels in PDAC xenografts

Amira 6 software (FEI, Thermo Scientific) was used for morphometric quantification of CD31 stained
xenografts after light inversion in Photoshop (Adobe). Similar to previous work (Vennin et al., 2017),
images were segmented using a combination of automatic and manual selections, available in Amira 6.
Segmented images could then be assessed for coverage of CD31 stained microvessels. The dimensions
per pixel were calculated by dividing the micron ratio by the pixel ratio for each image, to give
coverage in pm” per image.

RNA isolation, reverse transcription and quantitative RT-PCR (qQRT-PCR) experiments and
analysis

KPC cells were seeded at 2x10° cells/6-well well and grown for 48 hours prior to incubation for 2
hours in normoxia, hypoxia (5%, 1% and 0.1% oxygen), or under a coverslip, and collection in QIAzol
lysis reagent (Qiagen). RNA samples were isolated using the miRNeasy kit (Qiagen) and reverse
transcribed with the Transcriptor First Strand cDNA Synthesis Kit (Roche Diagnostics). cDNA was
synthesized from 1 pg of total RNA and diluted 1:10 before any further analysis. qRT-PCR
experiments were performed using the Roche Universal Probe Library System on a Roche
LightCycler480"™ (Roche LifeScience). Probes and programs used for qRT-PCR analysis are listed in
Tables S1 and S2. Relative mRNA expression levels were normalized to Rplp0 and quantification was
performed using the comparative Ct method (Schmittgen and Livak, 2008).

Western Blotting

Cell lysates were prepared in RIPA lysis buffer (50 mM HEPES, 1% Triton X-100, 0.5% sodium
deoxycholate, 0.1% SDS, 0.5 mM EDTA, 50 mM NaF, 10 mM Na;VOy, and protease inhibitor
cocktail (cOmplete™ Mini, EDTA-free, Roche)) and volumes adjusted according to protein
concentration measurements (Bio-Rad Protein Assay Dye Reagent Concentrate, Bio-Rad, 50000006).
Separation was performed by gel electrophoresis (NuPage™ 4-12% Bis-Tris Protein Gels,
ThermoFisher Scientific, NP0336), prior to transfer onto a PVDF membrane (Immobilon-P, Millipore)
and blocking in 5% skim milk. Primary antibodies in TBS/BSA for HIF1a (Novusbio, NB100-449,
1:1,000), Akt(Ser473) (Cell Signaling, 9271, 1:1,000), Akt(Thr308) (Cell Signaling, 9275, 1:1,000),
Akt (Cell Signaling, 9272, 1:1,000), p70-S6K(Thr389) (Cell Signaling, 9205, 1:1,000), p70-S6K (Cell
Signaling, 9202, 1:1,000), FITC-conjugated pimonidazole primary antibody (Hypoxyprobe, 1:10,000),
GLUTI (Abcam, ab652, 1:1,000), lactate dehydrogenase (Abcam, ab52488, 1:2,000), NDRG1(Thr346)
(Cell Signaling, 5482, 1:1,000), p53 (Calbiochem, OPO3L, 1:1,000), NDRG1 (Cell Signaling, 5196,
1:1,000) or B-actin (Sigma Aldrich, A5441, 1:10,000) were incubated overnight at 4°C. Signal was
detected by first incubating TBST washed membranes with HRP-linked secondary antibodies (GE
Healthcare, 1:5,000 diluted in 1% skim milk) for at least 1 hour at RT, then applying ECL reagent
(Western Lightning Plus-ECL, PerkinElmer, NEL104001EA) and imaging on a Fusion FX (Vilber).
For detection of pimonidazole primary antibody, anti-FITC HRP secondary antibody (Hypoxyprobe,
1:5,000) was used, following the procedure above. Densitometry was performed in ImageJ (NIH)
normalizing signal to either B-actin or the respective total protein.
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