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role of stromal CAFs in promoting tumour progression and reveal a new function of
oxidized ATM in regulating autophagy and exosome release.
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1 | INTRODUCTION

Tumour progression is governed by the cross-talk between tumour cells and the surrounding tumour microenvironment (TME).
Cancer-associated fibroblasts (CAFs), the most abundant stromal cells in the TME, have a critical role in tumour initiation,
progression, and metastasis. Hypoxia is one of the most common features in the TME of solid tumours and is associated with
a more aggressive phenotype including angiogenesis, drug resistance, and poor clinical outcomes (Chen et al., 2018). However,
few reports have investigated the effects of hypoxic CAFs on tumour progression properties such as tumour cell invasion or
metastasis abilities, which remain to be elucidated.

In previous studies, we and others revealed that a number of genes including ataxia telangiectasia-mutated gene (ATM) are
dysregulated in CAFs compared with paired normal fibroblasts (NFs) (Peng et al., 2013). Generally, the evolutionarily conserved
ATM protein kinase is activated by Mrell-Rad50-Nbsl complex (MRN complex) and responds to DNA double-strand breaks
(DSBs) as a DNA damage response (DDR). It coordinates the activation of cell cycle checkpoints to maintain genomic integrity
or gene stability (Czornak et al., 2008). The nuclear function of ATM is well known to be tightly associated with DDR and cell
cycle checkpoints through the ATM-Chk2 and ATM-ATR-Chkl pathways as well as the MRN complex. Recently, the critical
cytoplasmic function of ATM (called oxidized ATM) was reported. Oxidized ATM participates in regulating oxidative stress and
cell metabolism by acting as a redox sensor. It plays a crucial role in regulating cellular redox homeostasis (Bencokova et al., 2009;
Shiloh & Ziv, 2013) and other biological processes. For example, our earlier studies unravelled that oxidized ATM is activated
in breast CAFs under hypoxic conditions to promote aberrant proliferation of breast CAFs (Tang et al., 2015). ATM activation
by oxidative stress was found to regulate IL-8 to enhance cancer cell migration and invasion to promote metastatic potential
(Chen et al., 2015). In particular, our and Moreno-Sanchez Rafael’s studies revealed that oxidized ATM can regulate glycolysis
in stromal CAFs to facilitate tumour cell metastasis (Marin-Hernandez et al., 2019; Sun et al., 2019). These studies demonstrate
that the function of oxidative stress-mediated ATM is distinct from that of the classical DNA damage-activated nuclear ATM.
To date, the effects and molecular mechanisms of oxidized ATM in regulating tumour cell function are poorly characterized.

CAFs have been shown to contribute to cancer progression in various ways. Direct interactions and paracrine effects of secreted
proteins are well-known communication mechanisms between stromal cells and tumour cells. It has been shown that SDF-1, IL32,
and TGFS work as mediators of the crosstalk between breast CAFs and breast cancer cells in promoting tumour cell proliferation
and invasion (Tang et al., 2019; Wen et al., 2019). CAFs also increase tumour cell invasion, metastasis, and multidrug resistance
by extracellular matrix (ECM) remodelling and metabolic-coupling between CAFs and tumour cells (Sun et al., 2019; Tang et al.,
2016; Yu et al., 2017). Recently, exosome trafficking has emerged as a critical mechanism in intercellular communications. Indeed,
exosomes carry and transport molecules such as oncoproteins and oncopeptides, RNA species, lipids, DNA fragments from
donors to recipient cells, resulting in profound phenotypic changes in the TME. Emerging evidence indicates that exosomes
derived from tumour cells are important modulators in regulating the activation of the surrounding fibroblasts (Yeon et al., 2018)
and conversely, CAF-derived exosomes play an essential part in regulating cancer cell proliferation (Kim et al., 2020), migration
(Wu et al., 2020), metabolism (Yan et al., 2018), and therapy-resistance (Zhang et al., 2020). Notably, we observed that ATM-
expressing CAFs release more exosomes than ATM-silenced CAFs under hypoxia and promote breast cancer cell migration and
invasion. We speculate that that the oxidized ATM may regulate exosome release from CAFs and confer an increased tumour
cell invasion.

Autophagy is a highly-conserved biological process involved in the degradation of damaged organelles and proteins for cellular
homeostasis (Li et al., 2015). In the TME, autophagy not only functions in enzymatic degradation for its own metabolic stabil-
ity, but also mediates the cross-talk between stromal cells and tumour cells, thereby regulating cancer cell functions. Notably,
high basal levels of autophagy in head and neck squamous cell carcinoma (HNSCC)-associated CAFs facilitate HNSCC progres-
sion via autophagy-dependent secretion of tumour-promoting factors (New et al., 2017). Autophagy can be induced by hypoxic
stimulation, a lack of amino acids, insufficient insulin, growth factor deficiency, medicinal treatment and ionizing radiation
(IR). Recently, the role of DNA damage-activated ATM in autophagy has been uncovered. For example, chemotherapy drugs or
IR-activated ATM mainly relies on the ATM-AMPK-mTORCI-ULK1/2 pathway, Beclinl/PI3KIII complexes, MAPK14 or ATM-
CHK?2-Beclin 1 axis, to enhance autophagy and influence the radiosensitivities or chemosensitivities of tumours (Liang et al.,
2019). Also, DNA damage-independent ATM may also play a critical role in autophagy. For instance, oxidized ATM caused by
accumulated ROS was reported to dysregulate autophagy (mitophagy and pexophagy) and be involved in inflammation and
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chronic disease, such as atherosclerosis and cancer (Stagni et al., 2018). Additionally, oxidized ATM enhanced by the cholesterol
in lipid droplets was found to promote the fusion of autophagosomes and lysosomes in early atherosclerosis (Le Guezennec et al.,
2012). However, whether oxidized ATM controls autophagy in TME is unclear. Particularly, it is unknown whether oxidized ATM
regulates autophagy in breast CAFs and the crosstalk between CAFs and breast tumour cells in cancer progression.

In this study, we reveal that activation of oxidized ATM induces autophagy by phosphorylating BNIP3 and regulates lysosome
functions by phosphorylating ATP6VIGI in hypoxic breast CAFs, leading to the fusion between autophagosomes (APs) with
multi-vesicular bodies (MVBs). This results in enrichment of autophagy-associated GPR64 in secreted exosomes, which in turn
activates non-canonical NF-xB signalling pathways in breast cancer cells to enhance their invasion capabilities.

2 | MATERIALS AND METHODS
2.1 | Clinical breast tumour samples

Human breast cancer tissues and corresponding normal breast tissues were obtained from patients undergoing surgery in the
First Affiliated Hospital of Chongging Medical University. A total of 74 patient’s tissues were used for IHC staining, and the
details of clinical characteristics are provided in Supplemental Table 1. Plasma samples from 58 breast cancer patients (from 42 to
69 years old) and 10 healthy women (from 43 to 67 years old) were used to isolate plasma exosomes, and detailed information for
these participants is listed in Supplemental Table 2. None of the patients in our study had previously received any radiotherapy
or neoadjuvant chemotherapy, and all patients underwent an informed consent process. The study was approved by the Ethics
Committee of Chongqing Medical University (2017-080).

2.2 | Cell culture, treatment and preparation of conditioned medium (CM)

The culture and immortalization of paired normal fibroblasts (NFs) and cancer-associated fibroblasts (CAFs) from breast cancer
patients were previously established (Peng et al., 2013). NFs, CAFs, and breast cancer cells MDA-MB-231 were grown in Dul-
becco’s Modified Eagle Medium (DMEM, Gibco, USA) supplemented with 10% fetal bovine serum (FBS, Gibco, USA), while
breast cancer cells BT549 were grown in RPMI 1640 medium (Gibco, USA) with 10% FBS.

Hypoxic treatment of cells was performed in a tri-gas incubator (Thermo, USA) flushed with a gas mixture of 1% O,, 5% CO,
and 94% nitrogen. Briefly, stromal fibroblasts were cultured in normoxia to around 90% confluency, followed by the replacement
of fresh culture medium. The cells were then cultured under hypoxia for 8 h in the presence or absence of inhibitors (Selleck,
USA). All hypoxic stimuli (or conditioned hypoxia treatment) mentioned in this paper refer to cells cultured in 1% O, for 8 h to
avoid DNA double-strand breaks. For ion irradiation treatment, cells received ions from 55 MeV carbon ions at the Munich ion
microbeam, combined with normoxic or hypoxic treatment in the meantime.

For preparation of conditioned medium, when cell growth reached about 80% confluency, cells were washed with PBS 3 times
and an appropriate volume of fresh FBS-free medium was added to the cells with or without inhibitor, and cultured in hypoxia
for the designated time. The supernatant was then collected and centrifuged for 10 min at 300 X g as the conditioned medium
(CM). CM was normalized by the ratio of CM volume (ml) to the cell numbers (when CM was collected) (LY & Baddour, 2016)
and prepared for co-culture with target cells. The volume of applied CM depended on the concentration of normalized CM to
eliminate the influence of cell number differences between experimental groups on CM. To further obtain exosome-free CM, the
CM was spun down successively at 300 X g for 30 min, 2000 X g for 30 min, 10,000 X g for 30 min and 120,000 X g for 70 min to
deplete exosomes from the supernatant.

2.3 | RNA extraction and qRT-PCR

Total RNA was isolated using Trizol (Invitrogen, USA) according to the manufacturer’s instructions and was reverse-transcribed
to cDNA using PrimeScript RT Reagent Kit (Takara, China). Quantitative real-time PCR (qRT-PCR) was then performed using
SYBR Premix Ex TaqTM II (Takara, China) and corresponding primers used are listed in Supplementary Table 3. All experiments
were performed three times.

2.4 | RNA interference, engineered fibroblasts and luciferase report assay

Lentivirus-mediated shRNAs targeting ATM were designed and synthesized by GenePharma (Shanghai, China). All small
interfering RNA (siRNA) oligonucleotides (Supplementary Table 4) were purchased from PandaBio (Chongging, China), and
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transfected into cells using Lipofectamine 3000 (Invitrogen, USA) according to the manufacturer’s instructions. Knockdown
efficiency of siRNA/shRNA against the targets in transfected cells was confirmed by qRT-PCR and/or by western blotting.

pcDNA3-Flag-ATM plasmid was a product of Addgene. The wild type BNIP3 WT (SSHCDSPPRSQT), mutant BNIP3 SI35A
construct (in which SSHCDSPPRSQT (S:serine) was mutated to SSHCDSPPRAQT (A:alanine) to generate a hypophosphory-
lated BNIP3), and mutant BNIP3 S135D construct (in which SSHCDSPPRSQT was mutated to SSHCDSPPRDQT (D:aspartic
acid) to generate a hyperphosphorylated BNIP3) were generated by GenePharma (Shanghai, China), and inserted into pcDNA3-
Flag tagged plasmid to obtain pcDNA3-Flag-BNIP3 (WT), pcDNA3-Flag-BNIP3 mutant (S135A) and pcDNA3-Flag-BNIP3
mutant (S135D). The constructed plasmids were transfected into endogenous BNIP3-silenced CAFs using Lipofectamine 3000
to establish engineered CAFs.

To acquire the wild-type luciferase reporter of Atg5 and Atgl6L, the target promoter fragment (-1100~+100) was amplified by
PCR and inserted into the pGL3-basic reporter plasmid. Then, the FOXO3 binding site at Atg5 or Atgl6L promoter was point
mutated from GTAAAAAT into GTGGAAGT, or from GTGAACAT into GTAGACGT to obtain mutant reporter plasmids.
pcDNA-p300 and pcDNA-FOXO3 plasmids were obtained from Addgene. All experiments were performed three times.

2.5 | Protein extraction and Western blotting

Protein lysates were obtained according to the procedures previously described (Tang et al., 2016). Equal amounts of protein were
loaded for SDS-PAGE. After membranes were blocked with 5% non-fat milk, primary antibodies and appropriate horseradish
peroxidase (HRP)-conjugated secondary antibodies were applied. Protein bands were visualized using the enhanced chemilumi-
nescence system (Amersham Pharmacia Biotech, Japan). All experiments were performed three times. Protein levels were nor-
malized as a ratio to B-actin after calculating their grayscale intensity values and presented as a relative fold-change to the control
group, and quantification was achieved by Image-Pro Plus software according to three-repeated assays. The primary antibodies
used are listed as follows: ATM (s1981) (1:1000, Abcam), ATM (1:1000, Abcam), KAP (s824) (1:2000, Abcam), FLOT1 (1:2000,
Abcam), FOXO3 (1:1000, Abcam), p300 (1:2000, Abcam), yH, AX (1:1000, Cell Signaling Technology, CST), LC3B (1:1000, CST),
p62 (1:1000, CST), BNIP3 (1:1000, CST), phospho-(Ser/Thr) ATM/ATR substrate antibody (1:1000, CST), CD63 (1:1000, Abcam),
CDS81 (1:1000, CST), TSG101 (1:1000, Abcam), ATP6V1GI (1:1000, Abcam), Rel-A (1:1000, CST), Rel B (1:1000, CST), ATG5 (1:1000,
CST), ATGI6L (1:1000, CST), MMP9 (1:1000, Abcam), IL-8 (1:1000, CST), 5-Actin (1:1000, CST), Akt (s473) (1:1000, Santa Cruz
Biotech), LAMPI1 (1:1000, Santa Cruz Biotech), ACP (1:1000, Abcam), GPR64 (1:1000, NOVUS), IGF2 (1:1000, Abcam), TEK
(1:1000, Abcam), TLR6 (1:1000, Abcam).

2.6 | Immunoprecipitation-Western blotting (IP-WB) assay

Co-IP assay was conducted according to established procedures (Yu et al., 2017). In brief, KU60019-treated CAE, CAFs/shATM,
and their control cells were pretreated with hypoxia before the assay. Whole cell lysates were then mixed with phospho-(Ser/Thr)
ATM/ATR substrate antibody and Protein A/G Magnetic Beads (Selleck, USA) at 4 °C overnight. After washing with lysis buffer,
the released protein complex was used for Western blotting analysis using indicated antibodies. All experiments were performed
three times.

2.7 | Immunofluorescence (IF)

Cells were grown on glass coverslips in 6-well plates. After the specific inhibitor and hypoxic treatment, cells were fixed with
paraformaldehyde, treated with Triton X-100, blocked with goat serum, and incubated with primary antibody LC3B/p62 (1:100,
CST) and FITC/CY3-labelled secondary antibody (1:200, Abclonal Tech, China), followed by nuclear staining with DAPI. Images
were captured from at least ten random vision fields using a Nikon Eclipse 80i microscope, and the average fluorescence intensity
per 10° cells was quantified with Image-Pro Plus software. All experiments were performed three times.

2.8 | Breast tissue samples and immunohistochemistry (IHC)

Detailed procedures for IHC have been described previously (Du et al., 2017). Briefly, after dewaxing, dehydration, and blocking
endogenous peroxidase and non-specific binding sites, the tissue sections were incubated with primary antibody against activated
ATM (51981) (1:100, Abcam), followed by the biotinylated secondary antibody, HRP-labelled avidin-biotin reagents and HRP sub-
strate solution treatment. After counterstaining with haematoxylin, images were captured using a Nikon Eclipse 80i microscope
(Eclipse 80i, Tokyo, Japan). The images were recorded as follows: 0 (positive rate < 25%), 1 (positive rate: 25%-50%), 2 (positive
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rate: 51%-75%), and 3 (positive rate > 75%). IHC staining intensities (I) were scored as: 0 (negative), 14+ (weak), 24+ (moderate),
3+ (strong). Results were evaluated separately by two pathologists who were blinded to the experiment. All experiments were
performed three times.

2.9 | Transwell invasion assay

Transwell invasion assay was performed using 8 um pore chambers coated with Matrigel (1:7.5, Millipore, USA). Cells along with
normalized conditioned medium or normalized extracellular vesicles were seeded in the upper chamber and allowed to invade
towards the lower chamber. The working concentration of chosen exosomes depended on the physiological ratio of CAFs to
cancer cells in tumour, which was maintained between 1 and 10 CAFs per cancer cell (LY & Baddour, 2016). The invaded cells
were then stained with purple crystal dye to allow precise counting of invaded cells. All experiments were performed three times.

2.10 | miRNA and mRNA microarray analysis

Total RNA was extracted from paired breast NFs and CAFs using Trizol (Invitrogen, USA) according to the manufacturer’s
instructions. Probe synthesis and hybridization to SurePrint Human miRNA Microarrays were performed on the Agilent 2100
Bioanalyzer Platform (Biotechnology, Shanghai, China). Analysis of microarray data was conducted using GeneSpring GX (Agi-
lent) and online SBC Analysis System based on R language statistics. T-test analysis comparisons were employed for differential
genetic expression analysis between groups.

Phosphoproteomics analysis and bioinformatics analysis

2.11

Paired breast NFs and CAFs were grown under normoxia until about 80% confluency. After treatment under hypoxia for 8 h,
cells were collected for SDT lysis and protein extraction. FASP enzymolysis, phosphopeptide enrichment, label-free analysis by
Maxquant and LC-MS/MS analysis were performed by PTM-BIO Company (Shanghai, China). Subsequent protein clustering
analysis and signalling pathway enrichment analysis were achieved using DAVID online software (Version. 6.8) (Huang et al.,
2009a, 2009b).

2.12 | Subcellular structure

Cells were treated with hypoxia or inhibitors for around 8 h. After centrifugation, the collected cell sediment was fixed using
4% glutaraldehyde, and was further processed into ultra-thin slices of 60 nm in thickness, followed by observation for target
subcellular structures like autophagosomes, lysosomes, and multi-vesicle bodies using transmission electron microscope (TEM)
(Tecnai G2 Spirit, ThermoFisher Scientific, USA). All experiments were performed three times.

2.13 | Exosome isolation, quantification, characterization, and transmission electron microscope
(TEM) analysis

Exosomes were isolated by differential ultracentrifugation (Zeng et al., 2018). For exosome collection from FBS-free medium,
FBS-free fresh medium was added to the plate when CAFs reached 80%-90% confluency and cultured under hypoxia with or
without inhibitor for 12 h, and CM was then collected. For exosome collection from patient plasma, 7 ml of venous blood from
each participant were collected. CM or plasma was centrifuged at 300 X g for 10 min, 3000 X g for 20 min and 10 000 X g for
30 min at 4°C to remove cellular debris and intracellular organelles. Further ultracentrifugation was set at 100 000 X g for 70 min
at 4 °C (XE-100, Beckman Coulter, USA), and then washed in PBS using the same ultracentrifugation conditions. The pellet was
re-suspended in ~100 ul of PBS for nanoparticle tracking analysis (NTA), transmission electron microscope (TEM) assays or
used in co-culture with breast cancer cells.

At the designated CM collection time, cell numbers were counted to allow the appropriate correction of volume of CM supplied
to exosome isolation. The protein content of isolated exosomes was measured using BCA Kit (Beyotime BioTech, China), and
normalized to 1 X 10° cells to show the amount as microgram per 1 X 10° cells. For cell treatment, 2 pg exosomes (equivalent to
those collected from 5 X 10° CAFs) were added to 2 X 10° cancer cells.
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The morphology of exosomes was visualized by TEM analysis. The isolated exosomes were fixed on grids with 2% glutaralde-
hyde, and stained with 2% phosphotungstic acid for 10 min at room temperature. Images were obtained using an electron micro-
scope H-7600 (Hitachi, Tokyo, Japan).

The size distribution and concentration of exosomes were assessed by NTA. Exosomes resuspended in PBS at a concentration
of 10 ng/ml were injected into the sample chamber of ZetaView PMX 110 (Particle Metrix, Meerbusch, Germany), and the exo-
some particles were measured based on Brownian motion and the diffusion coefficient. Data analysis was performed with the
corresponding software, ZetaView 8.02.28. All experiments were performed three times.

2.14 | Fluorescent labelling and transfer of exosomes

Isolated exosomes were labelled with PKH67 (Thermo Scientific, USA) at a working concentration of 10 mM and incubated for
20 min at 37°C. The labelled exosomes were washed with PBS and centrifuged again at 12000 X g for 70 min at 4°C. Breast cancer
cells were incubated with PKH67-labeled exosomes for 12 h at a concentration of 20 mg/ml in a 24-well format, and internalized
exosomes in breast cancer cells were observed by confocal microscopy.

2.15 | Invitro kinase assay

pcDNA3-Flag-ATM, pcDNA3-Flag-BNIP3 WT or pcDNA3-Flag-SI35A mutant were transfected into 293T cells using Lipofec-
tamine 3000. 293T cells transfected with pcDNA3-Flag-BNIP3 WT or mutant were cultured in normoxia, while 293T cells with
pcDNA3-Flag-ATM were cultured in normoxia or hypoxia and treated with or without 5 uM KU60019, respectively. All experi-
ments were performed three times.

Flag-ATM and Flag-BNIP3 (WT and S135A mutant) were immunopurified from whole cell lysates with Anti-FLAG® M2
Magnetic Beads (M8823, Sigma) (Zhang et al., 2014). Kinase reactions were carried out using the system including purified
ATM and purified wild type or mutant BNIP3 in kinase buffer provided by Amplite Universal Fluorimetric Kinase Assay Kit
*Red Fluorescence* (AAT Bioquest). ADP products were measured using the Kinase Assay Kit following the manufacturer’s
protocols, using a NOVOstar microplate reader (BMG LabTech) at Ex540/Em590 for 25 min.

2.16 | Lysosomal pH measurement

CAFs and engineered CAFs were pre-treated with hypoxia or inhibitors for a designated time, then incubated with 100 ug/ml
of Lysosensor yellow-blue Dextran for 12 h. The cells were washed twice with PBS and re-suspended using high-K* solutions
(containing 1 mM MgCl,, 5 mM CaCl,, 20 mM NacCl, 100 mM KCI, 5 mM potassium citrate and 5 mM HEPES). Lysosensor
fluorescence emission was measured at 460 nm and 540 nm and the ratio was converted to pH based on a standard curve
previously established. All experiments were performed three times.

2.17 | Orthotopic xenografts and metastasis assay

Animal experiments were authorized by The Animal Care Ethics Committees of Chongging Medical University. A biolumi-
nescent MAD/MB-231/Luc cell line was generated with a vector encoding a luciferase gene. Four-week-old female nude mice
(n = 5/group) were given subcutaneous injection of engineered CAFs (1 X 10°) mixed with MDA-MB-231 breast cancer cells (1 X
10%). Tumour size was assessed every 3 days. At the end of animal experiments, mouse lung was prepared for haematoxylin and
eosin (H&E) staining and IF staining of luciferase protein for a subsequent blinded evaluation of metastatic foci. All experiments
were performed three times.

2.18 | Statistical analysis

All experiments were performed three times in parallel and data were presented as Mean + SD. Statistical analyses were per-
formed using GraphPad Prism 7.00. For data comparison within two experimental groups, the non-parametric Mann-Whitney
U test was used to evaluate the differences of the mean ranks. For data comparison within multiple groups, Kruskal-Wallis test
was firstly performed to assess the overall difference among groups. If differences existed, multiple pairwise comparisons of the
means were performed by Mann-Whitney U test. Statistical difference was considered when P < 0.05
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3 | RESULTS
3.1 | Ocxidized ATM in breast CAFs promotes breast cancer cell invasion via enhancing exosome
release

We previously found aberrant activation of DNA damage-independent ATM signalling in breast CAFs (Peng et al., 2013). The
expression of ATM was further evaluated in paired primary NFs and CAFs isolated from breast cancer patients who had not
received any chemotherapy. These primary NFs and CAFs displayed spindle-like morphology (Peng et al., 2013) (data not shown)
and the CAFs expressed the well-established biomarker alpha-SMA (a-SMA) (Hanley et al., 2018) (Figure la). As expected, the
expression of ATM in CAFs was higher than that in paired NFs (Figure la, Figure S1A), and phosphorylated ATM (s1981), which
is often used as a marker of activated ATM (Lang et al., 2018; Sun et al., 2019), also exhibited a higher level in CAFs than in
NFs (Figure la). The expression of activated ATM (s1981) in stromal CAFs was further confirmed by immunohistochemistry
in tumour tissues. There was negative or weak staining of ATM (s1981) in normal breast stromal fibroblasts (N = 35), while a
moderate intensity of ATM (s1981) staining was observed in invasive ductal carcinoma (IDC) without metastasis (N = 53) and
a strong ATM (s1981) staining in IDC with metastasis (Figure 1b-c, N = 21), indicating a positive correlation between stromal
activated ATM levels and metastatic breast cancer. Recently, it has been reported that ATM activation can be induced by oxidized
stress (OS), which is independent of DNA double-strand breaks (DSBs) (Bencokova et al., 2009). Therefore, isolated CAFs were
then treated with hypoxia, which is a common feature of solid tumour tissues. As expected, ATM (s1981) in CAFs was obviously
increased by hypoxia in a time-dependent manner (Figure 1d, left panels). Activated ATM (ATM s1981) was induced by hypoxia
after 8 h without an increase in yH, AX (s139) or KAP (s824), two known markers of DNA DSBs. DNA damage was increased by
hypoxia from around 12 to 36 h. CAFs were therefore cultured in hypoxia for around 8-10 h to avoid DSBs. To further confirm
that DNA damage-independent oxidized ATM can be induced by hypoxia, ion irradiation (IR, which leads to DNA damage)
was used to treat CAFs as a positive control. Hypoxia treatment for 8-10 h increased oxidized ATM levels but failed to enhance
IR-induced ATM (s1981), yH, AX (s139), and KAP (s824) levels (Figure 1d, right panels). There was no significant change in ATM
RNA expression between hypoxia- or IR-treated and control CAFs (Figure S1B). Taken together, hypoxia treatment can efficiently
stimulate the activation of DNA damage-independent ATM (oxidized ATM) in breast CAFs and oxidized ATM activation in
stromal CAFs potentially correlates with invasion and metastasis of breast cancer.

To further explore the effects of oxidized ATM in hypoxic CAFs on breast cancer cell invasion, a co-culture system was
employed. Firstly, we found that tumour cells cultured with conditioned medium (CM) from normoxic CAFs (Nor-CAF-CM)
had a promoting effect on tumour cell invasion of MDA-MB-231 and BT549 breast cancer cells compared with CM from nor-
moxic NFs (Nor-NF-CM) (Figure S1C-S1D, 3rd vs. 2nd image/histogram on the left). Then, we wondered whether CAFs in
hypoxia have increased ability to induce invasion of breast cancer cells. Thus, we evaluated the invasion abilities of tumour
cell cultured with CM derived from hypoxic CAFs (Hyp-CAF-CM) and hypoxic NFs (Hyp-NF-CM). Interestingly, CM from
hypoxic CAFs (Hyp-CAF-CM) increased cell invasion of breast cancer cells to a greater extent than the CM from normoxic
CAFs (Nor-CAF-CM) (Figure SIC-S1D, 5th vs. 3rd image/histogram on the left). However, the CM from hypoxic NFs (Hyp-
NF-CM) had similar effects on tumour cell invasion in comparison with the CM from normoxic NFs (Nor-NF-CM) (Figure
S1C-S1D, 4th vs. 2nd image/histogram on the left), suggesting that CAFs under hypoxia have increased ability to promote breast
cancer cell invasion. Next, the role of oxidized ATM in CAFs on tumour cell invasion was assessed. Treatment with KU60019
(Figure SIE), an ATM-specific inhibitor (Jachimowicz et al., 2019; Sun et al., 2019), to inhibit activation of oxidized ATM, or
lentivirus-mediated ATM shRNAs (Figure S1F) to silence ATM expression in hypoxic CAFs, obviously attenuated the invasion
abilities of breast cancer cells compared with their controls (Figure SIC-S1D, 7th vs. 6th image/histogram in the middle, and 9th
vs. 8th image/histogram on the right), revealing that oxidized ATM is necessary for CAF-CM in promoting tumour cell invasion.

As there are secretory soluble factors and exosomes in CM, we explored whether these secreted soluble factors or exosomes
in CM from hypoxic CAFs played a critical role in oxidized ATM-mediated tumour cell invasion. Thus, we separated exosomes
and secreted soluble factors (CM*°~, or called exosome-free CM) from CM via ultracentrifugation. The isolated exosomes of
CAFs were assessed via nanoparticle tracking analysis (NTA), transmission electron microscopy (TEM), and Western blotting.
As shown in Figure S2A-S2C, the exosomes were approximately 100 nm in diameter (Figure S2A) with a typical cup-shaped
morphology (Figure S2B), and expressed exosome-specific protein markers CD63, CD81, TSG101 and flotillin-1 (FLOT1) rather
than GRP94 (a negative marker of exosomes) (Figure S2C). We cultured exosome-free CM (CMF*™) or exosomes (Exo) with
tumour cells separately, and found that only 12%-22% more cells invaded in the group with CM®*°~ from normoxic CAFs (Not-
CAF-CMFE*°7) than the group with CME*~ from normoxic NFs (Nor-NF-CME*~) (P > 0.05) (Figure S2D-S2Ea/b, 3rd vs.
Ist image/histogram on the left), while exosomes isolated from normoxic CAFs (Nor-CAF-Exo) had more ability to increase
tumour cell invasion by about 23%-33% in comparison to the exosomes or exosome-free CM (CMF*°~) from normoxic NFs
(P <0.05) (Figure S2D-S2Ea/b, 4th vs. 2nd or 1st image/histogram on the left). Furthermore, we compared the effects of exosomes
and secretory soluble factors of CAF’s CM on tumour cell invasion under hypoxic conditions. We found that secreted soluble
factors in CM (CM®*°~) from hypoxic CAFs (Hyp-CAF-CMF®*°~) increased the invasive ability of tumour cell about 1.68-2.05
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Hypoxia-mediated oxidized ATM in breast CAFs promotes breast cancer cell invasion. (a) Protein levels of ATM, ATM (s1981), a-SAM and

yH,AX (s139) were detected by western blotting in paired primary NFs and CAFs from two patients. (b) Representative images of activated ATM (oxidized
ATM) proteins in stromal fibroblasts of clinical breast tumour tissues (Scale bar, 200 um; Red arrow, oxidized ATM). (c) Quantification of oxidized ATM in
stromal fibroblasts of BC tissues. (d) Western blotting to determine activated ATM, total ATM, yH,AX (s139) and KAP (s824) protein levels in CAFs under

hypoxia treatment for the indicated hours or in CAFs exposed to 0.5 Gy ray irradiation (IR) as a control group. (e¢) MDA-MB-231 and BT549 cells were

co-cultured with the CM from normoxic or hypoxic NFs and CAFs; or CM from hypoxic CAFs treated with or without KU60019 (KU:KU60019), or CM from
ATM wild type (shNC) or silenced (shATM) hypoxic CAFs. Exosomes isolated from hypoxic CAF (Hyp-CAF-Exo: Exo) were added to the co-culture system,
and cell invasion potentials were evaluated by Transwell assay. Ctrl: Tumour cell + FBS-free medium. (f) Quantification of invaded cells in (e) (*P < 0.05;

P < 0.01.)

times compared with CMF*°~ from hypoxic NFs (Hyp-NE-CM®°~, P < 0.05) or normoxic NFs (Nor-NF-CM*°~, P < 0.05)
(Figure S2D-S2Ea/b, 7th vs. 5th or 1st image/histogram), while exosomes released from hypoxic CAFs (Hyp-CAF-Exo) are about
2.0-2.46 times more potent on inducing cancer cell invasion than the CM®*°~ or exosomes from hypoxic NFs (Hyp-NF-Exo,
P < 0.01) or normoxic NFs (Nor-NF-Exo, P < 0.01) (Figure S2D-S2Ea/b, 8th vs. 6th or 4th image/histogram in the middle). These
data revealed that exosomes derived from hypoxic or normoxic CAFs play more prominent role in promoting breast cancer
cell invasion than secreted soluble factors in CM. To understand the role of oxidized ATM in exosome-mediated tumour cell
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invasion under hypoxia, KU60019 and shRNA strategies were employed. Upon inhibiting activated oxidized ATM by KU60019
or silencing ATM in hypoxic CAFs, secreted soluble factors in CM (Hyp-CAF Ku-CMExo—, Hyp-CAF shATM-CME*~ P < 0.05)
reduced the invasion ability of tumour cells by about 37%-39.5% in comparison with their controls (Hyp-CAF DMSO-CME*°~,
Hyp-CAF shNC-CM®*°™) (Figure S2D-S2Ea/b, 11ith vs. 9th, and 15th vs. 13th image/histogram). More importantly, exosomes
released from these ATM-inhibited hypoxic CAFs (Hyp-CAF Ku-Exo, Hyp-CAF shATM-Exo) decreased tumour cell invasive
ability by 47.7%-50.8% compared with corresponding controls (Hyp-CAF DMSO-Exo, Hyp-CAF shNC-Exo, P < 0.01) (Figure
S2D-S2E, 12th vs. 10th, and 16th vs. 14th image/histogram on the right), suggesting that oxidized ATM in CAFs can promote
tumour cell invasion mainly via exosome release. In addition, pharmacologically blocking exosome release from hypoxic CAFs
(Figure S2F) by GW4869, a non-competitive N-SMase inhibitor (Ge et al., 2021) with non-detectable effect on the viability of
CAFs (Figure S2G), reduced the effect of Nor-CAF-CM on tumour cell invasion compared with Nor-NF-CM (Figure S2H-S2I,
Ist vs. 2nd or 3rd, 2nd or 3rd vs. 4th image/histogram on the left). Especially, the reduced effect of hypoxic CAFs-derived CM
caused by GW4869 treatment (Hyp-CAF-GW-CM) on tumour cell invasion was more obvious compared with its control CM
(Hyp-CAF-DMSO-CM or Hyp-CAF-CM) (Figure S2H-S2I, 5th or 6th vs. 7th image/histogram on the right).

Next, we assessed exosome content and found that normoxic CAFs could release more exosomes than normoxic NFs, and
hypoxia treatment significantly further increased exosome release from CAFs compared with normoxic CAFs (Figure S3A).
Inactivation of oxidized ATM by KU60019 or shRNA effectively reduced the amount of released exosomes (Figure S3B), suggest-
ing hypoxia-stimulated activation of oxidized ATM plays a crucial role in CAF exosome release. To further confirm the role of
oxidized ATM-mediated exosome release from hypoxic CAFs in promoting tumour cell invasion, a rescue assay was carried out.
As shown in Figure le-f (7th and 8th, and 10th and 11th image/histogram), addition of exosomes from hypoxic CAFs (labelled as
Hyp-CAF-Exo) to the co-culture system rescued the invasion potentials of MDA-MB-231 and BT549 cells co-cultured with CM
from KU60019-treated CAFs or ATM-silenced CAFs. To determine whether CAF-derived exosomes are internalized by breast
cancer cells, exosomes purified from CAF-CM were labelled with PKH67 and incubated with breast cancer cells for 12 h. We
observed that PKH67-labeled exosomes were internalized by MDA-MB-231 and BT549 cells (Figure S3C). Taken together, these
data indicate that oxidized ATM facilitates exosome release from hypoxic breast CAFs to enhance invasion of breast cancer cells.

3.2 | Oxidized ATM stimulates autophagy in hypoxic CAFs

ATM exerts its physiological functions by phosphorylating target proteins at specific sites (Shiloh & Ziv, 2013). To identify the
potential target proteins of oxidized ATM in hypoxic CAFs, phosphoproteomics analysis of hypoxic NFs and CAFs was conducted
using high-resolution LC-MS/MS analysis (Figure 2a). A total of 3,057 phosphosites in 1,186 phosphoproteins were successfully
identified. A quantification ratio of more than 1.5 was considered as upregulation and less than 0.67 was considered as downreg-
ulation. A total of 222 differentially-regulated phosphoproteins between hypoxic CAFs and NFs were identified (Supplementary
list 1). Among these proteins, 121 phosphosites in 47 phosphoproteins were predicted to be the direct target of oxidized ATM
on the basis of a consensus ATM substrate motif (SQ/TQ) (Figure 2b). All the changed phosphoproteins as direct and indirect
targets of oxidized ATM are listed in Supplementary list 2. Some direct target proteins of oxidized ATM are listed in Figure 2c.
To reveal the role of these phosphoproteins of oxidized ATM in biological processes and corresponding signalling pathways, we
conducted bioinformatics analyses. As shown in Figure 2d, the phosphoproteins in hypoxic CAFs were found to be involved in
various biological processes including autophagy, response to oxygen levels, vesicle transportation, and extracellular exosomes.
After reviewing literatures on these biological processes, autophagy signalling attracted our attention.

In order to define the relationship between oxidized ATM and autophagy in hypoxic breast CAFs, LC3B I and p62, two protein
markers of typical autophagy, were detected in normoxic and hypoxic CAFs. In comparison with normoxic CAFs, higher levels
of LC3B 1II protein expression (Figure 3a) and dot accumulation (Figure 3b (white arrow)) were observed in the cytoplasm of
hypoxic CAFs, which were reduced when oxidized ATM was inhibited by KU60019 or shRNA (Figure 3a, and Figure 3b (white
arrow)). In typical autophagy, autophagosomes are fused with lysosomes and lead to p62 degradation. Interestingly, we found
that hypoxia treatment resulted in a moderate decrease in p62 protein levels compared with normoxic CAFs, and KU60019
treatment of CAFs caused a modest increase in p62 in hypoxic CAFs (Figure 3a, and Figure 3c (white arrow)), indicating an
atypical autophagy in hypoxic CAFs, in which only a proportion of autophagosomes may fuse with lysosomes. In line with these
results, more autophagosomes were also observed in hypoxic CAFs than in normoxic CAFs, and KU60019 could substantially
reduce them in hypoxic CAFs as observed by TEM (Figure 3d, red arrow). Taken together, these results suggest that oxidized
ATM induced by hypoxia treatment stimulates autophagosome accumulation in breast CAFs.

3.3 | Oxidized ATM phosphorylates BNIP3 at serinel35 to induce autophagy and exosome release
from CAFs

To understand how oxidized ATM regulates autophagy and exosome release of hypoxic breast CAFs, we further analysed
our phosphoproteomic data. Phosphorylated BCL2 interacting protein 3 (BNIP3) caught our attention. BNIP3 was found
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FIGURE 2  Analysis of oxidized ATM-mediated biological processes in hypoxic CAFs. (a) Schematic diagram of phosphoproteomics procedures between
paired NFs and CAFs under hypoxia treatment. (b) Phosphoproteomics analysis to identify phosphoproteins and phosphosites in hypoxic CAFs. (c)
Representative identified phosphoproteins containing SQ/TQ motif in hypoxic CAFs are shown. (d) Biological processes enrichment analysis of identified
phosphoproteins with SQ/TQ motif dysregulated in hypoxic CAFs. Part of the representative proteins associated with the indicated biological process are
shown in the right panel

to be involved in autophagy signalling and response to oxygen levels (Figure 2d), suggesting that BNIP3 may play a role in
hypoxia-induced autophagy in hypoxic CAFs. BNIP3 was phosphorylated by oxidized ATM at serine 135 (s135), confirmed by
mass spectrometry analysis (Figure 4a). Also, the levels of p-BNIP3 were higher in CAFs compared with NFs, and hypoxia
further enhanced the levels of p-BNIP3 in CAFs (Figure S4A). To experimentally determine whether oxidized ATM can phos-
phorylate BNIP3 at s135, co-immunoprecipitation (CO-IP) assay was firstly performed using phospho-(Ser/Thr) ATM/ATR
substrate antibody. Using western blotting with a BNIP antibody, decreased phosphorylated BNIP3 was observed in the
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FIGURE 3  Oxidized ATM stimulates autophagy in CAFs. (a) Western blotting to test autophagy protein markers LC3B II and p62 in normoxic and
hypoxic CAFs treated with or without KU60019 (5 uM, 8 h). 8-Actin was used as a loading control. Protein levels normalized as a ratio to $-actin after
grayscale intensity quantification and presented as a fold-change relative to the control group are shown in the right panel. (b) Immunofluorescence staining to
assess the autophagy protein marker LC3B in normoxic and hypoxic CAFs with or without shRNA against ATM, and the relative quantification of LC3B based
on the average fluorescence intensity per cell is shown in the right panel (Scale bar, 200 m; White arrow showing the dot-like LC3B protein particles). (c)
Immunofluorescence staining to assess autophagy protein marker p62 in normoxic and hypoxic CAFs treated with or without KU60019 (5 uM) for 8 h, and the
relative quantification of p62 based on the average fluorescence intensity per cell is shown in the right panel (Scale bar, 200 ttm; White arrow showing the
dot-like p62 protein particles). (d) Autophagosomes in normoxic and hypoxic CAFs with or without KU60019 treatment (5 «M, 8 h) were observed by
transmission electron microscope and the relative quantification of autophagosomes is shown in the right panel (Scale bar, 2 um; Red arrow showing the
typical autophagosomes). (ns, not significant; *P < 0.05; **P < 0.01.)

immunoprecipitates in response to KU60019 treatment or in ATM-knockdown hypoxic CAFs (Figure S4B). In addition, using
a BNIP3 antibody in the CO-IP assay and phosphorylated BNIP3 in western blotting, we again detected decreased p-BNIP3
in these co-immunoprecipitates from KU60019-treated or ATM-silenced hypoxic CAFs (Figure 4b), suggesting an activated
ATM-dependent phosphorylation of BNIP3 in hypoxic CAFs. To further evaluate the kinase activity of oxidized ATM in
phosphorylating BNIP3 at s135, we mutated the s135 of BNIP3 from S (serine) to A (alanine) to acquire a hypophosphorylated
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FIGURE 4  Oxidized ATM phosphorylates BNIP3 at s135 to induce autophagy and exosome release from CAFs. (a) The spectrum of phosphorylated
BNIP3 protein identified by LC/MS-MS. (b) Hypoxic CAFs were treated with or without KU60019, or ATM was knocked down by specific shRNA in CAFs.
Cell extracts were immunoprecipitated with BNIP3 antibody, followed by immunoblotting with specific antibody against phosphorylated BNIP3, and the
phosphorylated BNIP3 in the immunoprecipitates is shown. (c) In vitro kinase assay was performed using purified ATM kinase mixed with purified WT or
mutant BNIP3. ADP products were detected by Fluorimetric Protein Kinase Assay (WT, BNIP3 WT; Mut, BNIP3 S135A mutant; KU, oxidized ATM inhibitor
KU60019). (d) 293T cells with pcDNA3-Flag-BNIP3 WT and BNIP3 S135A mutant were cultured under normoxia or hypoxia and treated with or without
KU60019 as shown, the phosphorylated BNIP3 in these cells was measured by western blotting. (e) Endogenous BNIP3 was knocked down in immortalized
CAFs, which were then transfected with ectopic WT, mutant BNIP3 (S135A, S135D). The cells were cultured in normoxia and hypoxia, phosphorylated BNIP3
and autophagy markers were evaluated by western blotting. (f) CAFs were cultured in hypoxia, the autophagy-associated marker LC3B in engineered hypoxic
CAFs was viewed by immunofluorescence staining, and the relative quantification of LC3B based on the average fluorescence intensity per cell is shown in the
right panel (Scale bar, 200 um; white arrow, accumulation of dot-like LC3B protein particles; a, P < 0.01, CAFs with silenced BNIP3 or endogenous
BNIP3-silenced CAFs transfected with BNIP3 S135A mutant vs. CAFs with control vector; b, P > 0.05, endogenous BNIP3-silenced CAFs transfected with
BNIP3 S135A mutant vs. BNIP3-silenced CAFs; ¢, P < 0.01, CAFs with BNIP3 S135D mutant vs. BNIP3-silenced CAFs). (G) Exosome concentrations from the
indicated engineered hypoxic CAFs described in Figure 4f were determined by nanoparticle tracking analysis (NTA). (**P < 0.01; ns, not significant)
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BNIP3 (BNIP3 S135A mutant), or mutated s135 of BNIP3 from S (serine) to D (aspartic acid) to produce a hyperphosphorylated
BNIP3 (BNIP3 S135D mutant). HEK293T cells were transfected with pcDNA3-Flag-ATM or pcDNA3-Flag-BNIP3 WT (WT) or
pcDNA3-Flag-BNIP3 S135A mutant (Mut) construct. In vitro kinase activity assays based on ATP depletion and ADP formation
showed that ADP formation was increased in the mixture of activated ATM and wild type BNIP3; BINP3 S135A mutant or
KU60019 treatment resulted in a significantly decreased ADP amount (Figure 4c). Correspondingly, phospho-BNIP3 was
detected with wild type ATM and wild type BNIP3 in HEK293T cells under hypoxia treatment (Figure 4d). These findings
support that oxidized ATM phosphorylates BNIP3 at s135 in hypoxic CAFs.

Next, we examined whether oxidized ATM-mediated phosphorylation of BNIP3 regulates enhanced autophagy and exosome
release. Knockdown of endogenous BNIP3 in hypoxic CAFs caused a significant decrease in autophagy-associated marker LC3B
I1, but only a slight increase in p62 (Figure S4C). Furthermore, transfection of BNIP3 S135D mutant into BNIP3-silenced hypoxic
CAFs resulted in a remarkably enhanced LC3B II, but mild or slight decrease in p62 compared with the control CAFs (Figure
$4D). In addition, we found that BNIP3-silenced CAFs stably-transfected with ectopic BNIP3 (WT) under hypoxia had a sig-
nificantly enhanced LC3B II and weakly reduced p62 in comparison with the control CAFs (Figure 4e, left panel); BNIP3 S135A
mutant failed to impact autophagy in response to hypoxia stimulation (Figure 4e, middle panel). In contrast, BNIP3 S135D mutant
(hyperphosphorylated BNIP3) led to a significantly increased LC3B II and slightly reduced p62, independent of hypoxia stim-
ulation (Figure 4e, right panel). In agreement with these findings, knockdown of endogenous BNIP3 or transfection of ectopic
BNIP3 S135A mutant into the endogenous BNIP3-knockdown CAFs significantly decreased LC3B staining dots under hypoxia;
in contrast, ectopic BNIP3 S135D mutant in endogenous BNIP3-knockdown CAFs notably rescued LC3B staining dots under
normoxia conditions (Figure 4f, white arrow). These results suggest that phosphorylated BNIP3 at s135 can induce autophagy.

Next, we asked whether phosphorylation of BNIP3 at s135 is responsible for exosome release. BNIP3-engineered CAFs were
treated with hypoxia and exosomes were isolated for further analysis. As shown in Figure 4g, knockdown of endogenous BNIP3 or
stable transfection of ectopic BNIP3 S135A mutant into the BNIP3-knockdown hypoxic CAFs significantly reduced the number
of released exosomes. However, stable transfection of BNIP3 S135D mutant into BNIP3-knockdown normoxic CAFs could rescue
the ability of CAFs in releasing exosomes. Together, these data suggest that phosphorylation of BNIP3 at s135 plays an essential
role in exosome release in hypoxic CAFs. Meanwhile, we found that knockdown of BNIP3 or stable transfection of BNIP3 S135A
mutant into BNIP3-silenced hypoxic CAFs abolished the pro-invasion potential of exosomes derived from these hypoxic CAFs
for breast cancer cells; whereas transfection of BNIP3 S135D into BNIP3-knockdown normoxic CAFs partially rescued the pro-
invasion ability of CAF-derived exosomes (Figure S4E). Taken together, these data support that oxidized ATM phosphorylates
BNIP3 at s135 to induce autophagy and exosome release from hypoxic CAFs.

3.4 | Phosphorylated BNIP3 upregulates Atg5 and Atgl6L to induce autophagy and exosome
release

Next, we asked how phosphorylated BNIP3 is involved in autophagy and exosome release. By analysing our previous mRNA
sequence data from primary CAFs and NFs, we found sets of upregulated autophagy-associated genes (e.g., Atg5, Atg7 and
Atgl6L) (Figure 5a), which are necessary for autophagosome and exosome formation, and several forehead box transcription
factors (e.g., FOXO3, FOXHI, FOXB2) (data not shown) in hypoxic CAFs. Interestingly, Atg5 and Atgl6L were increased in
hypoxic CAFs compared with normoxic CAFs, and loss of ATM decreased Atg5 and Atgl6L expression under hypoxia (Fig-
ure 5b). Transfection of wild type BNIP3 or BNIP3 S135D mutant, but not BNIP3 S135A mutant, prevented the decrease in Atg5
and Atgl6L caused by endogenous BNIP3 knockdown in hypoxic CAFs; while Atg7 and Atgl2 remained unchanged in these
CAFs (Figure 5b), indicating that oxidized ATM enhanced Atg5 and Atgl6L via p-BNIP3 (s135) in hypoxic CAFs. Using infor-
matics analysis, we found that there is a binding site of the transcription factor FOXO3 in the promoters of Atg5 or Atgl6L
(Figure 5c-d). Notably, it has been reported that FOXO3 regulates Atg5 and Atgl6L in adult neural stem cells (Audesse et al.,
2019). Hypoxia stimulation or ectopic FOXO3 overexpression obviously increased the luciferase activities driven by the Atg5 or
Atgl6L promoter, whereas FOXO3 silencing led to a notable decrease in Atg5 and Atgl6L reporter activities (Figure 5e), suggest-
ing FOXO3 is a potential transcription factor for Atg5 and Atgl6L expression. Phospho-BNIP3 was reported to interact with p300
(Thompson et al., 2015) and p300 was also predicted to bind to FOXO3. To validate the predicted interaction between phospho-
BNIP3 with p300 and FOXO3, IP-Western blotting was employed. As shown in Figure S5A, BNIP3 S135D mutant had a stronger
ability to interact with p300 and FOXO3, and hypoxia-stimulated phosphorylation of wild type BNIP3 (BNIP3 WT) rather than
BNIP3 S135A mutant enhanced the interaction among p300, p-BNIP3 and FOXO3. Furthermore, we introduced p300, FOXO3
and BNIP3 (WT, S135A or S135D) into 293T cells, and found that BNIP3 S135D or WT BNIP3 and p300 facilitated the increase
of Atg5 and Atgl6L transcriptional levels by FOXO3 under hypoxia (Figure S5B). To evaluate whether the increased Atg5 and
Atgl6L promote autophagy, Atg5 and Atgl6L were knocked down in breast CAFs (Figure S5C-S5F). Hypoxia exposure increased
autophagy-associated marker LC3B II and slightly decreased p62 levels in CAFs with Atg5 and Atgl6L, and the two markers
remained unaltered in Atg5 or Atgl6L-silenced hypoxic CAFs compared with their corresponding normoxic CAFs (Figure 5f).
These data indicate that Atg5 and Atgl6L are essential for oxidized ATM-p-BNIP3 signalling in triggering autophagy in hypoxic
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FIGURE 5 Phosphorylated BNIP3 upregulates Atg5 and Atgl6L to induce autophagy and exosome release. (a) Geometric mean-centred, hierarchical
cluster heat-map from microarray data of normoxic CAFs and hypoxic CAFs, and targets of interest are shown. (b) qRT-PCR to test Atg5, Atgl6L, Atg7 and
Atgl2 expression in normoxic CAFs, hypoxic CAFs, endogenous ATM-silenced CAFs (shATM), and endogenous ATM-silenced CAFs transfected with ectopic
wild type BNIP3 (shATM+BNIP3) or BNIP3 mutant (S135D mutant, shATM+BNIP3 S135D; or SI135A mutant, shATM+BNIP3 S135A). (c, d) Schematic
diagram shows the FOXO3 binding motif (c) and binding sites in ATG5 and ATG16L promoter (d). (e) The Atg5 or Atgl6L wild type LUC reporter (with
FOXO3 binding site, WT-Luc) or mutant LUC reporter (FOXO3 binding site being mutated, Mut-Luc) were transfected into CAFs (control CAFs), engineered
CAFs with or without FOXO3 and cultured at indicated condition for 30 h, the luciferase activities of Atg5 and Atgl6L were measured. **P < 0.01: compared
with vector (Vec) group in normoxia (21%). (f) Western blotting to determine autophagy protein markers LC3B I and p62 in normoxia and hypoxic CAFs with
or without silenced-Atg5 or Atgl6L. (g) Concentration of exosomes isolated from normoxic or hypoxic CAFs with silenced-Atg5 or Atgl6L was evaluated by
NTA assay. (**P < 0.01; ***P < 0.001.)

CAFs. Accordingly, phospho-BNIP3/p300/FOXO3-mediated Atg5 and Atgl6L expression promoted exosome release in hypoxic
CAFs, suppression of autophagy by silencing Atg5 or Atgl6L led to a remarkable reduction of exosome amount (Figure 5g) and
correspondingly reduced cancer cell invasion (Figure S5G). Together, these data support that the phospho-BNIP3/p300/FOXO3
complex positively regulates Atg5 and Atgl6L expression involved in autophagy and exosome release of hypoxic CAFs, which
promote breast cancer cell invasion.

3.5 | Oxidized ATM impairs lysosomal acidification

The above findings suggest that oxidized ATM promotes non-canonical autophagy and exosome release in CAFs, and raise the
question of whether increased autophagosomes fuel exosome release in hypoxic CAFs. Thus, we evaluated whether autophagic
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FIGURE 6 Oxidized ATM impairs lysosomal acidification. (a) Western blotting to test autophagy-associated protein markers LC3B II and p62 in hypoxic
CAFs treated with BafAl (100 nM) and KU60019 (5 uM) for 8 h, alone or in combination. (b, ¢) Lysosomal pH (b) and lysosome-related protein markers
LAMPI and ACP2 (c) were determined for normoxic and hypoxic CAFs with or without KU60019 treatment. The corresponding expression of oxidized ATM
(s1981) is shown. (d, e) Lysosomal pH (d) and lysosome-related protein markers LAMP1 and ACP2 (e) were measured for hypoxic CAFs with or without
endogenous ATM. (f) CAFs were treated with or without KU60019 and cell extracts were immunoprecipitated with p-(S/T)Q antibody, followed by
immunoblotting with antibody against anti-ATP6V1Gl, and two known targets of ATM (phosphorylated AKT and phosphorylated CTTN). (g) Lysosomal pH
was tested for hypoxic CAFs treated with or without KU60019 and siRNA specifically against ATP6V1GI. (h) Schematic diagram to show oxidized ATM
phosphorylates ATP6V1GI to impair lysosomal acidification. (*P < 0.05; **P < 0.01.)

flux changes might contribute to autophagosome accumulation in hypoxic CAFs. Hypoxic CAFs were treated with KU60019
and/or bafilomycin Al (BafAl), an inhibitor of lysosomal fusion with autophagosomes that degrades the autophagy contents
(Mauthe et al., 2018). Increased LC3B II was found in response to BafAl treatment (Figure 6a, left panel), and KU60019 attenuated
the BafAl-mediated increase in LC3B II (Figure 6a, right panel). p62 remained unchanged under BafAl or combined BafAl and
KUO0019 treatment, indicating that there are dysfunctional lysosomes in CAFs caused by oxidized ATM. To further validate this
finding, lysosomal pH and lysosome-associated membrane protein 1 (LAMP1) as well as acid phosphatase 2 (ACP2) (Arrant
etal., 2018) levels in CAFs were measured. Lysosomal pH in hypoxic CAFs was slightly higher at around 4.8 than that in control
CAFs at around 4.0; however, inhibiting oxidized ATM with KU60019 attenuated the increase in lysosomal pH levels (Figure 6b).
Furthermore, lower levels of lysosome-associated LAMP1 and ACP2 were detected in hypoxic CAFs compared with normoxic
CAFs, and inhibition of oxidized ATM by KU60019 partially rescued LAMPI and ACP2 levels in hypoxic CAFs (Figure 6¢).
Correspondingly, ATM silencing decreased lysosomal pH levels to maintain an acidic environment (Figure 6d) and enhance
LAMPI and ACP2 expression (Figure 6e). These findings demonstrate that oxidized ATM impairs lysosomal acidification and
leads to lysosomal dysfunction in hypoxic CAFs.

ATP6VIGI is an important subunit of proton pump in lysosomes and is responsible for maintenance of lysosomal acidifi-
cation (Meo-Evoli et al., 2015). Recently, ATP6V1GI was reported to be a phosphorylated target of ATM (Kang et al., 2017)
and was also identified in our phosphoproteomics (Supplementary list 1). Indeed, using an antibody specifically against the
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phospho-ATM/ATR substrates for immunoprecipitations, we detected phosphorylated ATP6V1GI and two known targets of
ATM (phosphorylated AKT and phosphorylated cortactin (CTTN) (Lang et al., 2018)) in the immunoprecipitates of hypoxic
CAFs, which were attenuated by KU60019 (Figure 6f). Correspondingly, lysosomal pH was increased under hypoxic conditions
and use of KU60019 or silencing ATP6V1GlI (Figure S5H) decreased lysosomal pH of hypoxic CAFs (Figure 6g). Taken together,
these data support that oxidized ATM is involved in the impairment of lysosomal acidification and lysosomal dysfunction via
phosphorylation of ATP6V1GI (Figure 6h).

3.6 | Oxidized ATM promotes the fusion of autophagosome (AP) and multi-vesicular body (MVB)
in hypoxic CAFs

A previous study showed that autophagosomes can either fuse with lysosomes or with MVBs, thus modulating exosome release
(Baixauli etal., 2014). We asked whether the increased exosome release is attributed to oxidized ATM-induced lysosomal dysfunc-
tion. To test this hypothesis, we observed the cellular structures of autophagosomes and MVBs, as well as their fusion in hypoxic
CAFs. As shown in Figure 7a, some single autophagosomes or MV Bs with typical spherical membrane structure were observed
in normoxic CAFs (Figure 7A-b and 7b) but not normoxic NFs (Figure 7A-a and 7b). Notably, more multiple autophagic vesicles
and MVBs containing proteins or intraluminal vesicles were observed in CAFs treated with hypoxia (Figure 7A-c/d and 7b).
More interestingly, accumulation of MVBs accompanied with autophagosomes occurred near the cellular membrane; in partic-
ular, some MVBs were fused with autophagosome (Figure 7a-e/f). The average diameter of AP and MVB ranged from 200 nm
to 400 nm and the fused AP-MVB was 400 nm to 600 nm in diameter (Figure 7c). These data suggest there is a multitudinous
fusion between autophagosomes and MVBs in hypoxic CAFs.

It has been reported that the AP-MVB fusion compartment acts as a positive regulator of the release of autophagy-associated
components via exosomes to maintain cellular homeostasis (Wang et al., 2019). To confirm exosomes originating from AP-MVBs
in hypoxic CAFs, we detected autophagy-associated protein LC3B (a processed membrane protein of autophagosome (Ramku-
mar et al., 2017)) in the released exosomes by western blotting. As expected, exosomal LC3B from normoxic CAFs was higher
than that from normoxic NFs, and hypoxia treatment significantly increased LC3B levels in exosomes from CAFs; inhibition
of oxidized ATM by KU60019 notably reduced LC3B levels in exosomes, while blockage of autophagosome-lysosome fusion by
BafAl further increased LC3B levels of exosomes from CAFs (Figure 7d), supporting an enhanced AP-MVB fusion in hypoxic
CAFs. Correspondingly, hypoxia-stimulated activation of oxidized ATM promoted exosome release, while inhibition of oxidized
ATM by KU60019 decreased exosome amount. In addition, inhibiting autophagosome-lysosome fusion using BafAl further
increased exosome release (Figure 7e). However, the particle size of isolated exosomes among these groups remained unchanged
(Figure 7f). These data demonstrate that exosomes derived from hypoxic CAFs are closely related with multitudinous fusion of
autophagosomes (APs) and multi-vesicular bodies (MVBs), which facilitates exosome release from hypoxic CAFs.

3.7 | GPR64 of exosomes derived from hypoxic CAFs stimulates non-canonical NF-xB signalling
in tumour cells to boost cell invasion

To determine whether exosome contents are responsible for hypoxic CAF-mediated breast cancer cell invasion, we analysed the
exosome database from ExoCarta (http://www.exocarta.org) (Keerthikumar et al., 2016) including the identified genes/proteins
in exosomes, and the database from GEO including autophagy-related genes/proteins profiles. We obtained 66 candidate
genes/proteins in hypoxic CAF-derived exosomes (Figure 8a) by merging the common genes/proteins in the two databases with
our previous mRNA profiles of CAFs (Peng et al., 2013). These proteins might mediate the effect of exosomes from hypoxic
CAFs on cancer cell invasion. The candidate genes are listed in Supplementary List 3. Twelve proteins among these 66 candidate
genes/proteins are potentially related to tumour invasion and metastasis (Supplemental Table 5). QRT-PCR, confirmed that 4
genes (e.g., IGF2, GPR64, TEK and TLR6) among these 12 genes were highly expressed in hypoxic CAFs (Figure S6A). Among
these four genes, the adhesion G protein-coupled receptor G2 (ADGRG2, also known as GPR64), was the most highly expressed
in exosomes from normoxic CAFs (Nor-CAF-Exo) compared with normoxic NFs (Nor-NF-Exo), and was further increased
in exosomes from hypoxic CAFs (Hyp-CAF-Exo) (Figure S6B). Thus, we speculated that exosomal GPR64 might mediate the
effect of oxidized ATM on tumour cell adhesion and migration. Indeed, knockdown of GPR64 in CAFs (Figure S7A-S7B) had
no effect on exosome release and particle size (Figure S7C), but significantly mitigated the promoting effect of exosomes isolated
from hypoxic CAFs on breast cancer cell invasion (Figure 8b and Figure S7D). Moreover, as shown in Figure 8c-d, inhibiting
oxidized ATM activation using KU60019 or impeding autophagy with siRNA against ATGS5 significantly reduced GPR64 levels
in hypoxic CAF-derived exosomes but not in the control exosomes. Furthermore, knockdown of ATM in CAFs or transfection
of ectopic BNIP3 S135A mutant into ATM-silenced CAFs reduced GPR64 levels in exosomes (Figure 8e, middle panel), while
expression of ectopic BNIP3 S135D mutant in ATM-knockdown CAFs restored the GPR64 levels in exosomes (Figure 8e, right
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FIGURE 7  Oxidized ATM promotes autophagosomal fusion with multivesicular bodies (MVB) in hypoxic CAFs. (a) NFs and CAFs were exposed to
normoxia (a-b) or hypoxia (c-f) for 8 h and ultrastructure was assessed by TEM (Red arrows indicate autophagosomes which are spherical structures with
double layer membranes; yellow arrows indicate multivesicular bodies which contain membrane-bound intraluminal vesicles). (b, ¢) The amount (b) and size
(c) of the autophagosomes and multi-vesicular bodies derived from hypoxic CAFs and control cells were quantified. (d) Western blotting to evaluate autophagy
protein markers LC3B in exosomes derived from control cells and hypoxic CAFs treated with or without BafA1 (100 nM) or KU60019 (5 uM) alone or in
combination. (e-f) Particle concentration (e) and size (f) from the cells in (d) detected by NTA assay. (*P < 0.05; **P < 0.01; ns, not significant)

panel). Collectively, these data support that oxidized ATM-induced autophagy in hypoxic CAFs enriches GPR64 in released
exosomes to contribute to breast cancer cell invasion.

It has been shown that GPR64 can activate the NF-xB signalling pathways (Peeters et al., 2015). Canonical NF-xB signalling
is defined by an increased Rel A nuclear location or DNA binding activity. Rel B, on the other hand, is associated with the non-
canonical NF-xB signalling pathway (Kabacaoglu et al., 2019). Thus, expression of Rel A and Rel B was measured. Inhibition of
oxidized ATM by KU60019 or silencing ATM in hypoxic CAFs caused a marked drop in Rel B but not Rel A levels in cocultured
cancer cells (Figure 9a). Similarly, exosomes from BNIP3-knocked down or KU60019-treated hypoxic CAFs clearly decreased
Rel B levels (Figure 9b, middle panels); exosomes from hypoxic CAFs with ectopic BNIP3 S135D mutant with KU60019 treatment
rescued Rel B expression in breast cancer cells (Figure 9b, right panel). In line with these findings, knockdown of ATG5 or GPR64
in hypoxic CAFs significantly downregulated Rel B expression in tumour cells, while Rel A protein remained unchanged (Fig-
ure 9¢). Matrix metallopeptidase 9 (MMP9) and interleukin 8 (IL-8) are the known secreted factors regulated by non-canonical
NF-xB signalling and involved in tumour cell invasion (Qin et al., 2018). Exosomes from GPR64-knocked down or control
hypoxic CAFs were co-cultured with Rel B-silenced (Figure S7E-S7F) or control breast cancer cells. MMP9 and IL-8 expression
and tumour cell invasion abilities were assessed. As shown in Figure 9d, knockdown of GPR64 in CAFs or Rel B in cancer cells
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FIGURE 8 Oxidized ATM enriches autophagy-associated GPR64 in exosomes. (a) Venn diagram showing autophagy-related proteins in exosomes
derived from hypoxic CAFs. (b) Exosomes isolated from GPR64-silenced hypoxic CAFs and control hypoxic CAFs were added to breast cancer cells and
invasion abilities of MDA-MB-231 were evaluated by Transwell assay. Representative images of invaded cancer cells and their quantification are shown in the
right panel. (c-d) Western blotting to detect GPR64 expression in exosomes and WCL derived from hypoxic CAFs with or without KU60019 treatment (c), or
from Atg5-knocked down hypoxic CAFs and control hypoxic CAFs (d). FLOTI was used as the protein marker of exosomes, and GAPDH was used as the
loading control. Relative quantification is shown in the right panel (Exo, exosomes; WCL, whole-cell lysate). (e) Western blotting to determine GPR64 levels in
exosomes isolated from control hypoxic CAFs, ATM-silenced hypoxic CAFs, and endogenous ATM-silenced hypoxic CAFs transfected with ectopic BNIP3
mutant SI35A and S135D (**P < 0.01)

significantly decreased MMP9 and IL-8 levels in breast cancer cells, which correspondingly led to reduced cell invasion abilities
of MDA-MB-231 (Figure 9¢, middle panels) and BT549 cells (Figure S7G, middle panels). On the other hand, overexpression
of Rel B in tumour cells rescued MMP9 and IL-8 expression attenuated by exosomes from GPR64-knockdown hypoxic CAFs
(Figure 9d, right panel), and correspondingly increased tumour cell invasion (Figure 9e and Figure S7G, right panel).

To extend our findings, parental CAFs or engineered CAFs (with ATM-silenced, BNIP3-silenced, or GPR64-silenced) mixed
with MDA-MB-231 were co-injected into nude mice to test the abilities of tumour invasion and metastasis in vivo. Compared
with the mice injected with CAFs and MDA-MB-231, the mice injected with the mixture of engineered CAFs (siATM, siBNIP3, or
siGPR64) and MDA-MB-231 had less metastases in lung (Figure 9f). In addition, supplementation with Hyp-CAF-Exo, which is
enriched in GPR64, to the mice injected with the mixture of ATM-knocked down CAFs (CAF/siATM) and MDA-MB-231 could
partially rescue tumour metastasis (Figure 9f). Suppression of ATM, BNIP3, or GPR64 led to reduction of exosomal GPR64
expression (Figure S7H), and Rel B, MMP9 and IL-8 expression in tumours (Figure S7I). Administering Hyp-CAF-Exo to the
mice injected with the mixture of ATM-knockdown CAFs and MDA-MB-231 could partially rescue the Rel B, MMP9 and IL-8
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FIGURE 9  Exosomal GPR64 from hypoxic CAFs stimulates non-canonical NF-xB signaling in tumour cells to boost cell invasion. (a-c) Breast cancer
cells MDA-MB-231 were co-cultured with exosomes derived from indicated CAFs. Rel A and Rel B levels in MDA-MB-231 were determined by Western
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CAFs, hypoxic CAFs treated with KU60019, endogenous BNIP3-silenced CAFs transfected with ectopic BNIP3 S135D mutant under KU60019 treatment, and
control CAFs; (c) Exosomes from hypoxic CAFs with Atg5-silenced, or GPR64-silenced, and their control CAFs. (d, ) MDA-MB-231 (labelled as MB-231)
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FIGURE 10 A schematic diagram for the role of oxidized ATM in hypoxic CAFs in inducing autophagy and EVs release. Oxidized ATM under hypoxia
phosphorylates BNIP3 and ATP6V1GI. The phosphorylated BNIP3 increases the expression of ATG5 and ATGI6L by recruiting P300 and FOXO3 to the
promoter of Atg5 and AtgI6L to promote formation of autophagosomes (APs) and multi-vesicular bodies (MVBs). The phosphorylated ATP6V1GI induces
enhanced lysosomal pH to lead to dysfunctional lysosomes and impair fusion of APs and lysosome. APs tend to fuse with MVBs to form AP-MVB rather than
with dysfunctional lysosomes. The fusion of APs with MVB facilitates exosome release and related GPR64 enrichment in exosomes, thus fuelling the invasion
of breast cancer cells

expression in tumours (Figure S7I). To further investigate the clinical relevance of our findings, we assessed exosomal GPR64
expression in plasma samples obtained from 58 breast cancer patients who had not received any clinical treatment. Exosomal
GPR64 was higher in plasma samples of breast cancer patients compared with the healthy women, and enhanced GPR64 was
associated with tumour progression (Figure 9g) and tumour grade (P = 0.014), T (P = 0.002), N (P = 0.04) and TNM (P = 0.001)
stages (Supplementary Table 6). Consistently, there was a positive correlation between p-ATM and exosomal GPR64 in patients
with breast cancer (Figure 9h), suggesting exosomal GPR64 in breast tumours correlates with poor prognosis.

In summary, our work demonstrates that DSB-independent ATM activation (oxidized ATM), induced by hypoxia, can pro-
mote exosome release through phosphorylating BNIP3 to regulate AP accumulation and through phosphorylating ATP6V1G1
to induce lysosomal dysfunction, thus leading to fusion of APs and MVBs in hypoxic CAFs. Furthermore, autophagy-associated
GPR64, enriched in released exosomes, stimulates the activation of non-canonical NF-xB signalling in tumour cells and con-
tributes to breast cancer malignant invasion and metastasis (Figure 10).

4 | DISCUSSION

ATM is recognized as an important modulator of response to DSBs and DNA damage repair through phosphorylation of spe-
cific substrates such as activating transcription factor 2 (ATF2), checkpoint kinase 2 (CHK2) and myocyte enhancer factor 2D
(MEF2D) (Bhoumik et al., 2005; Matsuoka et al., 2000). In addition, ATM is known as a redox sensor (namely DNA damage-
independent ATM or oxidized ATM) and can be activated by oxidative stress stimulators to maintain cellular redox homeostasis
(Shiloh & Ziv, 2013). For example, oxidized ATM is activated by oxidized stress in fibroblasts derived from ataxia-telangiectasia-
like disorder (ATLD) patents with mutated Mrell, which exhibits impairment in ATM activation via DSB pathways (Guo et al.,
2010). Oxidized stress-stimulated activation of ATM contributed to cancer cell migration and invasion via upregulation of IL-8
(Chen et al., 2015). Here, we provided evidence for a novel function of oxidized ATM in hypoxic breast CAFs to promote breast
cancer pathological invasion through autophagy-associated enrichment of a specific protein (GPR64) in secreted exosomes.
The classical ATM protein kinase conducts its functions generally through phosphorylating target proteins at specific sites
(Bennetzen etal., 2010). DSB-dependent ATM phosphorylates ATF2 at serine 490 and 498 leading to its co-localization with MRN
complex and yH,AX in DNA repair foci and plays a role in S phase checkpoint control and DNA damage response (Bhoumik
etal., 2005). Oxidized ATM induced by insulin treatment phosphorylates Akt at serine 473, resulting in the activation of insulin
signalling and insulin resistance in muscle cells (Halaby et al., 2008). In this study, oxidized ATM-mediated phosphoproteins
identified by phosphoproteomics analysis may participate in various biological processes including autophagy, vesicle trans-
portation, glycolysis and response to oxygen levels (Figure 2d). BNIP3, one of the candidate phosphoproteins, was found to be
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involved in oxidized ATM-mediated autophagy of CAFs. BNIP3 has been demonstrated to trigger autophagy and removal of
damaged mitochondria in cardiac myocytes (Hamacher-Brady et al., 2007). The phosphorylation of BNIP3 at serine residues
17 and 24 in the LC3-interacting domain positively regulates the binding ability of BNIP3 to specific Atg8 members LC3B and
GATE-16 in autophagy (Zhu et al., 2013). Here, we demonstrated that oxidized ATM phosphorylates BNIP3 at s135 and the phos-
phorylated BNIP3 plays an essential role in autophagy of CAFs. Ectopic expression of BNIP3 S135D (a hyper-phosphorylated
BNIP3 mutant), rather than S135A mutant (a hypo-phosphorylated BNIP3 mutant), in the endogenous BNIP3-silenced CAFs
directly induced an enhanced autophagy phenotype, which provides strong evidence for the positive regulating autophagy of
CAFs by phospho-BNIP3 (s135).

Generally, autophagosomes can either fuse with lysosomes for degradation or with MVBs for exosome release and the balance
between the two processes might be regulated by cellular status (Baixauli et al., 2014). Interestingly, we found that oxidized ATM-
mediated autophagosomes tend to fuse with MVBs to facilitate exosome release rather than to fuse with lysosomes in hypoxic
CAFs. Mechanically, we reveal that oxidized ATM induces lysosomal dysfunctions through phosphorylation of ATP6V1GI, a
key subunit of proton pump to maintain lysosomal acidification (Kang et al., 2017). Phosphorylated ATP6VIGI resulted in
increased pH in the lysosomes of hypoxic CAFs, and attenuation of oxidized ATM activity restored reacidification of the lyso-
somes. Autophagosomes have been reported to fuse with MVBs (AP-MVBs) and the AP-MVB compartment was confirmed to
modulate exosome release (Baixauli et al., 2014), which might act as a regulator to maintain cellular homeostasis via autophagy-
associated component release. On one hand, activation of oxidized ATM under hypoxia induces autophagosome accumulation,
and on the other hand results in lysosomal dysfunction, thus leading to the fusion between autophagosomes and MVBs and
promoting autophagy-associated component release via autophagy-MVB-exosome pathways.

Emerging evidence also implies an essential role of autophagy-mediated crosstalk between stromal CAFs and the malignant
progression of cancer cells. Autophagy in HNSCC-associated CAFs was proved to promote HNSCC progression via modulating
IL-6 and IL-8 (New et al., 2017). Further, autophagy pathways were found to regulate the biogenesis and secretion of exosomes
including exosome amount, size and contained products (Baixauli et al., 2014). For example, previous findings have supported that
autophagy stimulated the co-localization of a-synuclein with SCAMPS5 in secreted exosomes (Yang et al., 2017) and modulated
prion protein release via exosomal pathways (Abdulrahman et al., 2018). Here, we demonstrated that oxidized ATM-mediated
autophagy in stromal CAFs could affect exosome release and the abundance of proteins in exosomes without alteration of particle
size. Oxidized ATM-mediated autophagy in CAFs promoted the recruitment of some specific proteins into secreted exosomes
and correspondingly, the inhibition of oxidized ATM activity or impeding autophagy decreased the enrichment of GPR64 in
released exosomes, suggesting a positive effect of oxidized ATM-mediated autophagy on the abundance of proteins in exosomes.

Several lines of evidence have revealed that exosomes are involved in stromal CAF-induced malignant progression of cancer
cells, such as tumorigenesis (Richards et al., 2017), cell migration (Wu et al., 2020), therapy resistance (Zhang et al., 2020) and
EMT (Fiori et al., 2019). Exosomes favour tumour malignant progression through the carried oncogenic miRNA, proteins, lipids
and metabolites (Hoshino et al., 2015). We found that GPR64, an enriched protein in hypoxic CAF-derived EVs, plays a pivotal
role in facilitating breast cancer invasion. The accumulation of GPR64 in CAF-released EV's activated the non-canonical NF-xB
signalling in breast cancer cells to fuel cell invasion. Inactivation of oxidized ATM, interfering with phosphorylation of BNIP3,
or silencing GPR64 expression in CAFs significantly decreased GPR64 levels in hypoxic CAF-derived EVs and attenuated cancer
cell invasion. Our studies reveal that enrichment of a specific protein (GPR64) in hypoxic CAF-derived EV's could be modulated
by autophagy and play an essential role in cell-cell communication.

5 | CONCLUSION

In conclusion, ATM kinase, a regulator of DNA damage repair, can also be activated by non-DNA damage in breast CAFs. Further
analysis implied that autophagy and exosome secretion are involved in the mechanism by which oxidized ATM in CAFs promotes
breast cancer cell invasion and metastasis. The current study also demonstrates that oxidized ATM can enrich GPR64 in hypoxic
CAF-derived exosomes through autophagy regulation and provides novel insight into the role of breast CAF-associated oxidized
ATM in cancer cell invasion.

Future studies need to further investigate how oxidized ATM-induced autophagy facilitates GPR64 enrichment in exosomes.
Opverall, the present study provides a new tumour microenvironment-related regulatory mechanism for breast cancer cell inva-
sion and metastasis, and may help develop new strategies for breast cancer treatment.
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