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Abstract 

Background: The tyrosine kinase receptor encoded by the MET oncogene is a major player in cancer. When MET is 
responsible for the onset and progression of the transformed phenotype (MET-addicted cancers), an efficient block of 
its oncogenic activation results in potent tumor growth inhibition.

Methods: Here we describe a molecular engineered MET antibody (hOA-DN30) and validate its pharmacological 
activity in MET-addicted cancer models in vitro and in vivo. Pharmacokinetics and safety profile in non-human pri-
mates have also been assessed.

Results: hOA-DN30 efficiently impaired MET activation and the intracellular signalling cascade by dose and time 
dependent removal of the receptor from the cell surface (shedding). In vitro, the antibody suppressed cell growth by 
blocking cell proliferation and by concomitantly inducing cell death in multiple MET-addicted human tumor cell lines. 
In mice xenografts, hOA-DN30 induced an impressive reduction of tumor masses, with a wide therapeutic window. 
Moreover, the antibody showed high therapeutic efficacy against patient-derived xenografts generated from MET-
addicted gastric tumors, leading to complete tumor regression and long-lasting effects after treatment discontinua-
tion. Finally, hOA-DN30 showed a highly favorable pharmacokinetic profile and substantial tolerability in Cynomolgus 
monkeys.

Conclusions: hOA-DN30 unique ability to simultaneously erase cell surface MET and release the ‘decoy’ receptor 
extracellular region results in a paramount MET blocking action. Its remarkable efficacy in a large number of pre-clini-
cal models, as well as its pharmacological features and safety profile in non-human primates, strongly envisage a suc-
cessful clinical application of this novel single-arm MET therapeutic antibody for the therapy of MET-addicted cancers.

Keywords: MET oncogene, Targeted therapy, Antibody, Gastric cancer

© The Author(s) 2022. Open Access This article is licensed under a Creative Commons Attribution 4.0 International License, which 
permits use, sharing, adaptation, distribution and reproduction in any medium or format, as long as you give appropriate credit to the 
original author(s) and the source, provide a link to the Creative Commons licence, and indicate if changes were made. The images or 
other third party material in this article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line 
to the material. If material is not included in the article’s Creative Commons licence and your intended use is not permitted by statutory 
regulation or exceeds the permitted use, you will need to obtain permission directly from the copyright holder. To view a copy of this 
licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/. The Creative Commons Public Domain Dedication waiver (http:// creat iveco 
mmons. org/ publi cdoma in/ zero/1. 0/) applies to the data made available in this article, unless otherwise stated in a credit line to the data.

Background
The MET oncogene encodes for a transmembrane tyros-
ine kinase, the receptor for Hepatocyte Growth Factor 
(HGF), endowed with pleiotropic functions, including 
regulation of cell proliferation, motility, invasion, and 

apoptosis [1–4]. When genetic alterations leading to 
deregulated MET activation occur (mostly amplification 
and/or point mutations), MET initiates and maintains 
cell transformation (MET addiction) [5–8]. MET genetic 
lesions have been described in different types of solid 
tumors, with an overall frequency of about 4% (www. 
cbiop ortal. org).

MET gene amplification generates a MET receptor 
constitutively active due to overexpression. Copy number 
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gain can result from focal amplification or polysomy, 
i.e. in the absence or in the presence of multiple copies 
of chromosome 7, including the MET gene. The level of 
MET gene amplification defines tumor cell dependence 
from the oncogene. Although experimental and clinical 
data indicate that MET-addiction is reached only in the 
presence of a high MET gene copy number, a clear cut-
off point has still to be defined. MET gene amplification 
has been found in patients carrying gastric cancers, lung 
tumors, and in type 1 papillary renal cell carcinomas at a 
frequency around 10% [9–11], and at a lower frequency 
(1–5%) in hepatocellular carcinomas, ovarian tumors, 
melanomas and type 2 papillary renal cell carcinomas 
[11–14]. In addition to de novo condition, MET gene 
amplification represents a molecular mechanism respon-
sible for resistance to Epidermal Growth Factor Receptor 
inhibitors. This has been described in cases of colorectal 
and lung carcinomas [15–17]. MET gene copy number 
gain has been also found in cases of resistance to BRAF 
targeted therapies [18, 19].

Non-synonymous activating point mutations in the 
MET gene were first described in hereditary and sporadic 
kidney cancers, involving residues located in the kinase 
domain [20]. During the last 20 years, an increased num-
ber of MET gene mutations have been found in patients 
carrying different types of cancers (e.g. lung, breast, gas-
tric, hepatocellular, head and neck carcinomas, cancer of 
unknown primary, see www. cbiop ortal. org). These amino 
acid conversions are clustered, in addition to the kinase 
domain, also in the extracellular portion of the receptor 
(SEMA domain) or in the juxtamembrane region [21]. 
While some of these amino acid changes have been func-
tionally validated, the real activating function of others is 
still debated.

Finally, several genetic alterations have been identi-
fied in non-coding regions [22]. These genomic modi-
fications generate alternatively spliced MET mRNAs 
lacking the exon 14, a region involved in the negative 
regulation of the receptor enzymatic activity [23]. They 
have been found in the 3% of Non-Small Cell Lung Can-
cers (NSCLC) [24] and - at a smaller frequency - in other 
tumor types.

In light of the role of MET in cancer, several different 
MET inhibitors have been developed [5, 25, 26]. In the 
past, we generated and characterized DN30, a murine 
monoclonal antibody (mAb) displaying both agonist 
and antagonist properties [27]. In a bivalent antibody 
format, allowing simultaneous interaction with two dis-
tinct antigen molecules, the antibody stabilizes recep-
tor complexes in a way similar to what is achieved by 
the natural ligand. This leads to partial activation of 
the MET kinase, which ultimately triggers some - but 

not all - MET-driven biological responses [27]. On the 
other hand, DN30 mAb enhances MET proteolytic 
cleavage, at one single site located within the extracel-
lular domain of the receptor, in a region close to the cell 
membrane [28]. As a consequence, soluble MET recep-
tors are released in the extracellular space (receptor 
‘shedding’) where they can behave as a ‘decoy’, neutraliz-
ing HGF and forming inactive heterodimers with bona 
fide MET receptors which, eventually surviving the 
cleavage, are still exposed on the cell surface. Inside the 
cell, the transmembrane MET fragment derived from 
shedding is further cleaved to detach the kinase-con-
taining cytoplasmatic portion from the membrane. The 
latter is then rapidly addressed to proteasomal degrada-
tion [29]. As a consequence, MET is physically removed 
from the plasma membrane. This complex cascade of 
molecular events occurring upon DN30 mAb bind-
ing translates into inhibition of MET-driven biological 
activities. Thus, when DN30 mAb interacts with MET 
on the cell surface, the net biological response within 
the cell depends on the balance between two oppos-
ing functions: kinase activation and receptor shedding. 
Disassociation of the two activities has been achieved 
by conversion of the ancestral bivalent DN30 mAb into 
a monovalent Fab fragment [30]. This unleashes the 
therapeutic potential of DN30, leading to a full antag-
onist molecule. Nevertheless, the short half-life of the 
Fab fragment limits its clinical development. Thus, to 
maintain the full antagonist behavior without losing the 
good pharmacokinetic properties of the immunoglob-
ulins, the conversion from a bivalent to a monovalent 
antibody was obtained by deleting one of the two anti-
body arms through a molecular engineering approach. 
Here we describe the design and validation of the DN30 
mAb humanized one-arm form (hOA-DN30), and pre-
sent data demonstrating its robust anti-proliferative 
and tumor growth-inhibitory effects in multiple MET-
addicted cell lines and xenograft cancer models, as well 
as its favorable pharmacokinetics and safety profile in 
non-human primates.

Methods
More details are provided in Additional File 1.

hOA‑DN30 generation, production, and purification
hOA-DN30 has been provided by Metis Precision Medi-
cine B-Corp (Torino, Italy). Humanization of the DN30 
mouse antibody, conversion into the ‘one-arm’ format, 
production, and purification of hOA-DN30 has been 
done by Fair Journey Biologics.

http://www.cbioportal.org
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ELISA assays
For affinity determination, the MET extracellular domain 
fused in frame with a human Fc domain (R&D System) 
was in the solid phase and pure MvDN30 or hOA-DN30 
were in the liquid phase. ELISA signal was quantified by 
the multi-label reader VICTOR X4 (Perkin Elmer Instru-
ment INC.).

For hOA-DN30 quantification in mouse serum, a goat 
anti-human IgG antibody (Sigma Aldrich) was in the 
solid phase. For hOA-DN30 quantification in monkey 
serum samples, neutravidin-coated plates were used to 
immobilize biotin-labeled goat anti-human IgG monkey 
adsorbed antibody (Southern Biotech). In both cases, 
pure hOA-DN30 and serum samples were in the liquid 
phase. The concentration of hOA-DN30 in serum was 
achieved by interpolating the optical density (OD) read-
ings of the samples with the calibration curve fitted by a 
weighted (1/Y) 4 parameters regression function.

MET shedding and MET inhibition
For dose-dependent experiments, cells were incubated in 
serum-free medium for 48 h with the indicated concen-
tration of hOA-DN30. For time-dependent experiments, 
cells were incubated in serum-free medium in the pres-
ence of hOA-DN30 (1 μM) and samples were collected 
at the indicated time points. Proteins in cell extracts or 
in cell culture supernatants were resolved by SDS-PAGE 
and analyzed by Western blotting.

For analysis of MET recovery after shedding, cells 
were incubated in serum-free medium in the pres-
ence of hOA-DN30 (1 μM); after 48 h, cell monolayers 
were extensively washed and fresh serum-free medium 
was added. Cell culture supernatants and cell lysates 
were collected at different time points and analyzed as 
described above.

For inhibition of MET and downstream signalling 
pathway activation, cells were treated with the indicated 
concentrations of hOA-DN30 for 24 h in serum-free 
medium. Cell monolayers were lysed and analyzed as 
described above.

Biological assays
For scatter assay, cells were treated for 24 h with HGF 
(8 ng/ml, R&D System), hOA-DN30, or DN30 mAb 
(both 200 nM). Cell scattering was determined by optical 
microscopy.

For cell growth assay, cells were treated with increas-
ing concentration of hOA-DN30, and viability was evalu-
ated after 72 h by CellTiter-Glo luminescent cell viability 
assay (Promega Corp.), according to the manufacturer’s 
instructions. Chemiluminescence was detected with 
VICTOR X4.

For proliferation assay, cells were treated with hOA-
DN30 (1 μM). After 48 h cellular DNA synthesis was 
determined measuring EdU incorporation using the 
Click-iT® EdU Alexa Fluor® 647 Flow Cytometry Assay 
Kit (Thermo Fisher Scientific) according to manufactur-
er’s instruction.

For cell death assay, cells were treated as described for 
cell growth assay. Cytotoxicity was evaluated after 72 h 
by CellTox™ Green Cytotoxicity Assay (Promega Corp., 
Madison, WI), according to the manufacturer’s instruc-
tions. Fluorescence was detected with VICTOR X4 and 
data normalized over CellTiter-Glo luminescence.

For determination of M192 tumor organoid viability, 
cells were incubated for 5 h with Alamar blue (Life Tech-
nologies). The signal measured in the cell culture super-
natants by VICTOR X4 was set as time 0, then freshly 
prepared medium with 1 or 5 μM hOA-DN30 was added 
to the culture. Every 3 days, the medium was replaced 
with a fresh one containing the antibody. After 9 days, 
a new assessment of the Alamar blue signal was per-
formed. Cell growth was measured calculating the ratio 
between day 9 and day 0 for each sample.

For determination of Antibody-Dependent Cellular 
Cytotoxicity (ADCC), cells were treated with increasing 
concentrations of hOA-DN30, and effector cells were 
added. After 6 h, ADCC activity has been measured by 
ADCC Reporter Bioassay (Promega Corp.) according to 
the manufacturer’s instructions.

Evaluation of tumor growth inhibition in vivo
All procedures in mice were performed according to 
protocols approved by the Ethical Committee for animal 
experimentation of the Candiolo Cancer Institute and by 
the Italian Ministry of Health.

To generate Cell Derived Xenografts (CDX), cancer 
cells were injected subcutaneously into the right poste-
rior flank of adult NOD-SCID mice. To generate Patient 
Derived Xenografts (PDX), tumor materials derived from 
human gastric tumor specimens expanded for at least 
2 generations in mice were implanted in a subcutane-
ous pocket generated in the flank of NOD-SCID mice as 
described in [31]. When tumors were established, ani-
mals were divided into experimental arms homogene-
ous for tumor size and randomly assigned to the different 
treatments. hOA-DN30 was administered by intravenous 
injection. Tumor size was evaluated periodically with a 
caliper. Tumor volume was calculated as described [30].

Pharmacokinetics, pharmacodynamics, and toxicological 
studies
For pharmacokinetic (PK) evaluation in mice, adult 
male NOD/SCID mice bearing or not EBC-1 tumors 
were used. Animals were treated with 30 mg/kg of 
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hOA-DN30 in a single intravenous administration. 
Animals were bled at different time points. hOA-
DN30 levels in mouse serum were determined by 
ELISA assay (see above) by Accelera Srl. (Nerviano, 
Italy). PK analysis was performed according to stand-
ard non-compartmental and compartmental approach 
using Phoenix-WinNonlin package (v. 6.3, Pharsight 
Inc., Certara Company) by Accelera Srl.

For PK evaluation in Cynomolgus monkeys, the 
experiments have been performed by Accelera Srl. 
Three adult male monkeys were administered with 
hOA-DN30 as a single intravenous bolus at the dose 
of 11 mg/kg and animals were bled at different time 
points. hOA-DN30 concentrations in serum were 
determined by ELISA assay (see above). PK analysis 
was performed according to the standard non-com-
partmental approach as described above.

For pharmacodynamics  (PD), the analysis was per-
formed by Accelera Srl, applying an  Emax (maximum 
kill rate) PK/PD model [32] to tumor volumes meas-
ured in mice treated with the indicated doses of hOA-
DN30. The threshold systemic (plasma) concentration 
for tumour stabilization  (Cτ) was calculated from the 
equilibrium status of the first differential equation of 
the model.

Determination of hOA-DN30 tolerability was per-
formed by Accelera Srl. The antibody was adminis-
tered intravenously according to ascending doses (30, 
90, and 180 mg/kg) one  week apart, or at the dose of 
180 mg/mg at weekly intervals for two times to two 
adult Cynomolgus monkeys (one male, one female). 
Animal’s healthy status, clinical signs observation, 
body weights, and food consumption were evaluated 
periodically. Standard hematological and serum chem-
ical parameters were determined. At necropsy, body 
weight measurement and macroscopic examinations 
were done.

All the studies performed by Accelera Srl. have been 
sponsored by Metis Precision Medicine B-Corp.

Statistical analysis
Averages, standard deviations, and P values obtained 
by Student’s t-Test were calculated using Micro-
soft Office Excel 2010 software (Microsoft Corpo-
ration). To calculate Kd and  Bmax, data from ELISA 
assay were analyzed and fitted according to nonlin-
ear regression, one-site binding hyperbola curve, 
using GraphPad Prism software (GraphPad Soft-
ware). To calculate  IC50, data from growth assays 
were analyzed and fitted according to a nonlinear 
regression, sigmoidal dose-response curve, using 
GraphPad Prism software. P values obtained by 

One-way or Two-way Anova were calculated using 
GraphPad Prism software.

Results
Generation and characterization of hOA‑DN30, 
a humanized ‘one‑arm’ form derived from the DN30 mAb
The hOA-DN30 molecule was generated from the 
sequence of the DN30 mAb [33], modified to obtain a 
humanized antibody characterized by: (i) a monovalent 
structure, achieved by assembling three different poly-
peptides, i.e. one antibody light chain, one full-length 
IgG1 heavy chain, and one Fc region (Fig. 1A); (ii) intro-
duction of specific amino acid modifications in the CH3 
domains of the heavy chain and of the Fc domain, to 
produce the ‘knob into hole’ structure [34]; (iii) a high 
degree of homology/identity with human germline anti-
body sequences (91.75% and 93.4%, respectively). The 
recombinant purified product (Fig.  1B) has been tested 
for MET binding by ELISA assay. hOA-DN30 interacted 
with MET with high affinity; the calculated constant 
of dissociation (Kd) was similar to its parental refer-
ence molecule, the chimeric Fab fragment (MvDN30) 
[35] (Fig.  1C). No residual MET agonistic activity was 
observed by assessing hOA-DN30 ligand mimetic prop-
erties in scatter assay, a highly sensitive procedure to 
evaluate the induction of MET-mediated responses in 
the cells (Fig. 1D).

hOA‑DN30 potently induces MET ‘shedding’ and strongly 
inhibits MET activation
The ability of hOA-DN30 to promote MET receptor 
shedding and downregulation was evaluated in A549 
NSCLC cells. hOA-DN30 efficiently induced MET 
shedding, resulting in a dose-dependent release of 
soluble MET ectodomains (ECDs) in the extracellular 
space, and in concomitant progressive elimination of 
MET receptor from the cells (Fig.  2A). At the high-
est dose tested (1 μM), MET depletion was detected 
starting from 1 h of antibody treatment, and after 
4 days MET was erased from the cell, while accumu-
lation of MET-ECDs in the extracellular environment 
was detectable after 8 h (Fig.  2B). After hOA-DN30 
withdrawal, MET expression was recovered within 
24 h (Fig.  2C). Kinetics of hOA-DN30-induced MET 
shedding and of MET expression recovery after anti-
body treatment were evaluated also in MET-amplified 
EBC-1 human NSCLC cells (Suppl. Fig.  1A and B). 
As a consequence of receptor over-expression due to 
gene amplification, human gastric carcinoma GTL-16 
cells feature a constitutively active MET, highly phos-
phorylated in the absence of HGF [36]. Upon hOA-
DN30 treatment, MET phosphorylation dropped-off 
according to the antibody given dose (Fig.  2D, left 
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panels). In parallel, also the signalling pathway down-
stream MET was impaired, as assessed by phospho-
rylation levels of AKT and ERK, the two major nodes 
of the MET-triggered intracellular signalling cascade 
(Fig.  2D, right panels). Inhibition of MET and intra-
cellular transducers activation was assessed also in 
EBC-1 cells (Suppl. Fig. 1C).

hOA‑DN30 powerfully inhibits MET‑addicted cell growth, 
blocking proliferation and inducing cell death
A panel of exponentially growing human carcinoma cells, 
characterized by a different MET gene copy number 
(Suppl. Table 1), were treated with increasing concentra-
tions of hOA-DN30. The antibody inhibited the growth 
of all cancer cells carrying high MET gene amplification 

Fig. 1 Analysis of hOA-DN30 structure and function. a Schematic representation of hOA-DN30. VH: humanized variable domain of the heavy chain. 
CH1, CH2, CH3: constant domains derived from human IgG1 heavy chain. VL: humanized variable domain of the light chain. CL: constant domain 
derived from human Igk light chain. b SDS-PAGE in polyacrylamide gel under non-reducing (NR) and reducing (R) conditions, followed by staining 
with GelCode Blue Stain reagent. MW: Molecular Weight; Hc: Heavy chain; Lc Light chain; Fc: fragment crystallizable region. c ELISA binding analysis 
of hOA-DN30 and MvDN30 (liquid phase) to a Met-Fc chimera (solid phase). OD, optical density at 450 nm. Dissociation constant values (Kd) ± SD 
are reported in the graph. Each point is the mean of triplicate values; bars represent SD. d HPAF-II cells untreated (Ctrl) or treated with HGF (8 ng/
ml), or bivalent murine DN30 mAb (200 nM), or hOA-DN30 (200 nM) for 18 h. Pictures are representative of the cell phenotype: control cells grew in 
compact islands, while HGF-treated cells appeared as single cells separated from each other (scattered). Some scattered islands were found in the 
chimeric DN30 mAb treated cells. Stimulation with hOA-DN30 did not induce cell motility, appearing indistinguishable from controls. Data reported 
in the figure are representative of at least two experiments done
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(Fig. 3A). The calculated  IC50 values were in the nanomo-
lar range (Suppl. Fig. 2). Conversely, hOA-DN30 was not 
effective in cells carrying diploid or low amplified wild-
type MET (Fig. 3A). To further analyze the mechanisms 

underlining the growth inhibition exerted by hOA-DN30, 
cell proliferation and cell death upon antibody treatment 
were evaluated in the highly MET-amplified cell lines. 
hOA-DN30 greatly affected cell proliferation, measured 

Fig. 2 Analysis of hOA-DN30 MET inhibitory properties. a A549 cells treated with increasing concentrations of hOA-DN30 for 72 h. b A549 cells 
treated with 1 μM hOA-DN30 for the indicated times. c A549 cells treated with 1 μM hOA-DN30 for 48 h and then left untreated for the indicated 
times. d GTL-16 cells treated with increasing concentrations of hOA-DN30 for 24 h. MET, AKT, ERK protein levels and activation were determined by 
Western blot analysis of cell lysates. MET ectodomain levels were determined by Western blot analysis of cell culture supernatants. To normalize 
protein loading, filters were re-probed with anti-Hsp90. p145 MET: MET receptor β chain; p145 P-MET: phosphorylated MET receptor β chain; p80 
MET: MET-ECD; p60 AKT: AKT; p60 P-AKT: phosphorylated AKT; p44/42 ERK: ERK; p44/42 P-ERK: phosphorylated ERK; Hsp90: Heat shock protein. Data 
reported in the figure are representative of at least two experiments
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by the incorporation of EdU during the S phase of the cell 
cycle (Fig. 3B) and induced cell death (Fig. 3C). Moreover, 
dose-dependent inhibition of cell growth by hOA-DN30 
was established in organoids derived from human tumor 
tissue expanded in mice after subcutaneous implantation 
of bioptic material derived from a colon cancer patient 
characterized by high MET gene amplification (PDX 
M192) [16], (Suppl. Fig.  3). To investigate if the antitu-
mor activity of hOA-DN30 could be further enhanced 
by triggering Antibody-Dependent Cellular Cytotoxicity 
(ADCC), we performed an in  vitro test incubating the 
highly MET-amplified EBC-1 and GTL-16 cells with the 
antibody, in the presence of effector cells. Data reported 
in Suppl. Fig. 4 show that hOA-DN30 did not exert this 
function. Finally, a preliminary study was conducted to 
assess the activity of hOA-DN30 in comparison to ABT-
700, a MET antibody tested in the clinic (NCT01472016). 
This antibody interacts with the IPT-1 domain of MET 
and displays a mechanism of action different from hOA-
DN30, as it inhibits both HGF- dependent and inde-
pendent MET activation by impairing HGF binding and 
counteracting receptor dimerization [37, 38]. hOA-DN30 
induced a higher maximal inhibition of MET-addicted 
EBC-1 cell growth compared to ABT-700 (Suppl. Fig. 5).

hOA‑DN30 impairs growth of MET‑addicted tumors in vivo
The ability of hOA-DN30 to inhibit tumor growth in vivo 
was tested on different MET-addicted Cell line Derived 
Xenograft (CDX) models, characterized by high lev-
els of MET gene amplification (Suppl. Table  1). hOA-
DN30 showed a therapeutic effect, inhibiting GTL-16 
tumor growth with a dose-response behavior (29%, 
83%, and 92% inhibition at 3.3, 10, and 60 mg/kg three 
times a  week, respectively; Fig.  4A). Inhibition of can-
cer cell proliferation has been confirmed by Ki67 stain-
ing on the tumor masses upon sacrifice (Suppl. Fig. 6A). 
Dose-dependent down-modulation of the target in  vivo 
was assessed by evaluation of MET phosphorylation 
(Fig. 4B) and MET protein levels (Suppl. Fig. 6B) within 
the tumors at sacrifice. Moreover, we proved the occur-
rence of MET shedding in vivo by measuring the amount 
of circulating human MET-ECD at different time points 
after hOA-DN30 treatment (Fig.  4C). Dose-dependent 
efficacy was also assessed in the EBC-1 CDX model. The 

hOA-DN30 dose of 30 mg/kg once a week was sufficient 
to induce complete tumor remission in all treated mice, 
and the effect persisted for a long time even after treat-
ment discontinuation (Fig.  4D). Furthermore, EBC-1 
tumors were strongly responsive to hOA-DN30 treat-
ment, independently from the size of the tumor masses 
at first treatment (Suppl. Fig. 7A). To explore the impact 
of the treatment schedule on the therapeutic response to 
hOA-DN30, an equal total amount of antibody (2400 μg/
mouse), fractionated in 2 or 12 administrations, was 
delivered to mice carrying EBC-1 tumors. Data reported 
in Fig. 4E show that few administrations at higher doses 
induced a better therapeutic response compared with 
frequent administrations at lower doses. On a third 
CDX model, SNU-5, hOA-DN30 was extremely effec-
tive, inducing complete tumor remission; moreover, 
upon antibody withdrawal, no tumor recurrence was 
observed (Fig. 4F). Anti-tumor efficacy was also observed 
against Hs746T, a gastric cancer CDX model featuring 
both MET-amplification and exon 14 skipping mutations 
(Suppl Fig. 7B). It is well known that the tumor microen-
vironment can favor tumor growth and can influence the 
response to anti-cancer molecules [39]. We previously 
reported that modifications in cancer cell metabolism 
instruct cancer-associated fibroblasts to increase HGF 
production, sustaining an adaptive resistance response 
[40]. To test if hOA-DN30 therapeutic activity could be 
impaired in the presence of HGF overexpression, tumors 
obtained by injection of EBC-1 cells featuring the above 
described adaptive resistance (EBC-1_Res) were treated 
with the antibody. Data reported in Suppl. Fig.  8 dem-
onstrate that hOA-DN30 is active in breaking non-cell-
autonomous resistance.

hOA‑DN30 induces complete and long‑lasting remission 
of MET‑ highly amplified patient‑derived gastric cancer 
xenografts
Finally, hOA-DN30 activity was evaluated against MET-
amplified Patient Derived Xenografts (PDXs) of gastric 
cancer origin. MET gene copy number for each PDX is 
reported in Suppl. Table 1. In the GTR-561 model, char-
acterized by a high MET gene copy number, tumors 
masses shrank very fast and completely disappeared. 
Upon suspension of the treatment, the antibody effect 

Fig. 3 Analysis of hOA-DN30 cancer cell growth inhibition in vitro. a Analysis of cell viability by quantitation of metabolically active cells in a panel 
of cancer cell lines treated with increasing concentrations of hOA-DN30 for 72 h. Black: cancer cells carrying diploid or low amplified MET gene; 
Red: cancer cells carrying high MET gene amplification. Gcn: gene copy number. For each cell line, viable cells are reported as the percentage of 
untreated cells. Each point is the mean of triplicate values; bars represent SD. b Analysis of cell proliferation by EdU incorporation. Cytofluorimeter 
analysis of the indicated MET-amplified cells treated with 1 μM hOA-DN30 for 48 h. Ctrl: untreated cells. The percentage of EdU-positive cells is 
indicated in the plots. FS: Forward Scatter. c Analysis of cell death by incorporation of CellTox Green Dye. MET-amplified cells treated with increasing 
concentrations of hOA-DN30 for 72 h. Graphs report the fold increase of cytotoxicity versus untreated cells. Each point is the mean of triplicate 
values; bars represent SD

(See figure on next page.)
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Fig. 3 (See legend on previous page.)
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was extremely long-lasting; mice survived tumor-free 
for more than 90 days (Fig. 5A). A similar complete and 
durable tumor remission was observed also in SG-16, a 
second PDX model featuring high MET gene amplifica-
tion (Fig. 5B). On the contrary, and in line with what was 
observed in vitro, the growth of PDXs characterized by a 
low grade of MET gene amplification was not impaired 
by hOA-DN30 treatment (Suppl. Fig. 9).

hOA‑DN30 shows a favorable pharmacokinetic profile 
and no toxic effects in vivo
hOA-DN30 underwent preclinical studies to evalu-
ate its pharmacokinetic (PK) properties in mice and in 
non-human primates. PK in mice was performed by 
administering a single dose (30 mg/kg) of the antibody by 
intravenous injection to immune-deficient mice bearing or 
not tumors. hOA-DN30 levels in serum samples are shown 
in (Fig. 6A). A PK profile was obtained by applying both 
non-compartmental and compartmental analysis. Results 
from the two different methods were in agreement (Suppl. 
Tables 2 and 3), showing low clearance (0.42 mL/h/kg), low 
volume of distribution (66–70 mL/kg), and prolonged half-
life (approximately 5 days). Comparing data acquired from 
healthy mice with those obtained from tumor-bearing ani-
mals, the first decline phase was comparable between the 
two groups, as well as the volume of distribution, while dif-
ferences were scored in terms of clearance (higher in mice 
with tumors), terminal half-life and mean residence time 
(both shorter in mice with tumors).

Data from the in  vivo study performed on EBC-1 
tumors treated with different doses of the antibody (see 
above Fig. 4D), were compared to the theoretical results 
obtained applying a PK/PD model developed by using 
an  Emax (maximum kill rate) model [32]. The analysis 
showed that the model correctly describes tumor volume 
variations, in all the conditions tested (Fig. 6B). The mean 
values of the PK parameters obtained in tumor-bearing 
mice treated with 30 mg/kg of hOA-DN30 were used 
to simulate inside the PK/PD model the concentration-
time profile of the antibody at the ascending doses of the 

compound. From this analysis, the in vivo serum concen-
tration of hOA-DN30 maintaining tumor growth stabi-
lization (Cτ) was estimated to be 72.9 μg/mL. Notably, 
administering the dose of 30 mg/kg, serum levels of the 
compound were above the Cτ threshold throughout the 
whole treatment (Suppl. Fig. 10).

The PK profile was also analyzed in non-human pri-
mates, by delivering hOA-DN30 as a single intravenous 
bolus at the dose of 11 mg/kg to male Cynomolgus mon-
keys. The serum concentration of the antibody declined 
according to a poly-exponential curve (Fig. 6C). The PK 
profile of the compound was characterized by low serum 
clearance (0.32 mL/h/kg), low volume of distribution 
(80 mL/kg), and long terminal half-life (8 days), in good 
agreement with data obtained in the mouse. PK param-
eters are reported in Suppl. Table 4.

To define the preclinical model/s suitable for studying 
antibody safety, we assessed hOA-DN30 binding prop-
erties versus MET derived from different species. hOA-
DN30 cross-reacted with the MET receptor of human, rat, 
dog, and monkey origin, while the interaction with mouse 
MET was very weak (Suppl. Fig. 11A and B). Thus, the Cyn-
omolgus monkey model was selected to perform a dose-
escalation study. hOA-DN30, administered according to 
ascending doses (30, 90, and 180 mg/kg) once a week, was 
well tolerated. There were no significant toxicological obser-
vations or changes in hematology or blood chemistry analy-
sis during the period of antibody administration. Moreover, 
no late-onset toxicity was observed during a two  weeks 
dosing-free recovery period. Based on these data, we per-
formed a second study in which the highest dose (180 mg/
kg) was administered twice, at a weekly interval. Also dur-
ing this study, no relevant change in body weight (Suppl. 
Fig. 12), food intake, clinical pathology, and gross examina-
tion were observed. Thus, the dose of 180 mg/kg was estab-
lished as the no observed adverse effect level (NOAEL).

Discussion
From the outset of precision medicine, MET has been 
considered an attractive target for cancer therapy [41]. 
As a consequence, a variety of molecules against either 

(See figure on next page.)
Fig. 4 Analysis of hOA-DN30 tumor inhibition in vivo. a Analysis of tumor growth in NOD-SCID mice subcutaneously injected with GTL-16 
MET-addicted gastric carcinoma cells treated with increasing concentrations (3.3, 10, 60 mg/kg) of hOA-DN30 3xweek. b Analysis of MET 
phosphorylation in tumors collected at the end of the experiment shown in panel a. Left, representative images; right, quantification of the 
staining represented as the percentage with respect to untreated tumors. Bars represent SEM. c Quantification of circulating human MET-ECDs 
in tumor-bearing NOD-SCID mice treated with hOA-DN30 (30 mg/kg). d Analysis of tumor growth in NOD-SCID mice subcutaneously injected 
with EBC-1 MET-addicted lung carcinoma cells treated with increasing concentrations (5, 10, 30 mg/kg) of hOA-DN30 1xweek. e Analysis of 
tumor growth in NOD-SCID mice subcutaneously injected with EBC-1 MET-addicted lung carcinoma cells treated with the same total amount 
of hOA-DN30 administered with different schedules (60 mg/kg 1x2weeks or 10 mg/kg 3xweek). f Analysis of tumor growth in NOD-SCID mice 
subcutaneously injected with SNU-5 MET-addicted gastric cancer cells treated with 30 mg/kg of hOA-DN30 2xweek. Red boxes: period of 
hOA-DN30 administration; arrows: antibody deliveries; bars represent SD. Statistical significance evaluated by One-way Anova analysis (panel b) or 
Two-way Anova analysis (panels a, c-f) is reported; ****, p <0.0001; ***, p<0.001; **, p<0.01; *, p<0.05
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Fig. 4 (See legend on previous page.)
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Fig. 5 Analysis of patient-derived gastric tumor growth in experimental animals treated with hOA-DN30. a Analysis of tumor growth in 
NOD-SCID mice subcutaneously implanted with GTR-561 gastric PDX treated with 30 mg/kg of hOA-DN30 2xweek. b Analysis of tumor 
growth in NOD-SCID mice subcutaneously implanted with SG-16 gastric PDX treated with hOA-DN30 (30 mg/kg, 2xweek). Red boxes: period 
of hOA-DN30 administration; red arrows: antibody deliveries; bars represent SD. Statistical significance evaluated by Two-way Anova analysis is 
reported; ****, p<0.0001

(See figure on next page.)
Fig. 6 Pharmacokinetics/pharmacodynamics of hOA-DN30. a Serum concentrations measured at different time points after single intravenous 
administration of hOA-DN30 (30 mg/kg) to NOD-SCID mice bearing or not EBC-1 tumors. Each point is the mean of quadruplicate values; bars 
represent SD. b Observed tumor volumes and predicted (Pr.) tumor growth curves after intravenous administrations of hOA-DN30 (5, 10, and 
30 mg/kg 1xweek) to NOD-SCID mice bearing subcutaneous EBC-1 tumors. c Serum concentrations measured at different time points after single 
intravenous administration of hOA-DN30 (11 mg/kg) to Cynomolgus monkeys. Each point is the mean of triplicate values; bars represent SD
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Fig. 6 (See legend on previous page.)
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the MET receptor or its specific ligand, HGF, have been 
explored during the last 15 years [5, 26]. While most of 
them stopped at the preclinical phase, a reasonable num-
ber of small molecules and antibodies entered clinical tri-
als, with different grades of success.

Crizotinib, a multi-targeting MET Tyrosine Kinase 
Inhibitor (TKI) [42], gave positive clinical outcomes in 
case reports of patients sharing the presence of MET-
gene amplification in the tumor [18, 43–45]. Crizotinib 
activity against MET high-amplified tumors has been also 
confirmed in a retrospective study in NSCLC patients re-
classified according to MET/CEP7 ratio [46]. Recently, 
positive results have been obtained in Phase II clinical 
trials conducted in NSCLC patients with Capmatinib and 
Tepotinib, two selective MET inhibitors [47, 48]. These 
data show that a fraction of patients was responsive to the 
treatment, and this portion further increases in the case 
of naïve patients [49, 50]. Nevertheless, the use of TKIs 
intrinsically brings some drawbacks. Tumors treated with 
small molecules inevitably and rapidly become resistant 
to the therapy [51–53]. Moreover, small molecule dis-
continuation can induce hyper-activation of the kinase, 
leading to a disease flare [54, 55]. Lastly, TKI toxicity, 
especially when combination regimens are required, is 
common [56]. Thus, MET inhibitory antibodies have still 
the potential to provide a beneficial efficacy and safety 
outcome in patients.

The first MET antibody tested in the clinic was Onar-
tuzumab, a potent HGF competitor antibody efficiently 
blocking HGF-dependent MET activation [57]. So far, 
these studies, as well as those conducted with anti-HGF 
antibodies, resulted in poor or null benefits [58–61]. 
These failures rely mainly on the mechanism of action 
of the above molecules. Indeed, MET-addicted tumors, 
which are those potentially eligible for a MET-targeted 
therapy, are characterized by the presence of activating 
genetic lesions (gene amplification or point mutations), 
making receptor activation independent from its ligand. 
In this condition, MET antibodies exclusively competing 
for ligand binding, as well as HGF-targeting antibodies, 
are intrinsically ineffective.

hOA-DN30 displays a novel mechanism of action com-
pletely different from the simple inhibition of ligand/
receptor interaction; its binding epitope - the IPT4 
region of MET [35] - does not overlap with HGF bind-
ing sites [27]. hOA-DN30 activity relies on the peculiar 
property, not shown for any other anti-MET drug, of 
enhancing MET shedding [28]. Shedding, a physiologic 
cellular mechanism of protein degradation, is exploited 
by the cells to tightly regulate receptor signalling [62]. 
MET shedding is predominantly operated by a surface 
metalloprotease - ADAM-10 - that cleaves the extracel-
lular domain of MET, recognizing a specific sequence 

immediately upstream of the trans-membrane moiety 
[63]. Upon shedding, a cascade of events takes place; the 
membrane-linked MET C-terminal fragment becomes 
the substrate of a transmembrane protease, γ-secretase, 
which detaches the intracellular kinase-domain from 
the cell membrane. This MET portion is rapidly shuttled 
towards the proteasome [29]. Moreover, an alternative 
lysosomal-dependent second route of MET degrada-
tion is also activated [64]. As a consequence of the above 
proteolytic events, the net number of MET receptors 
exposed at the cell surface is strongly reduced and, con-
comitantly, MET-ECDs are released in the surrounding 
space. As they are fully competent for ligand binding, 
MET-ECDs can sequester HGF in the extracellular envi-
ronment. In addition, MET-ECDs can dimerize with 
‘cleavage-survived’ MET receptors still exposed in the 
plasma membrane, impairing kinase trans-activation 
[65]. In summary, the binding of hOA-DN30 to MET 
triggers a complex response acting on the HGF/MET axis 
at different levels. Thus, unlike other modes of action, 
the effects of hOA-DN30 on the HGF/MET axis may be 
deeper and longer sustained.

Currently, a new generation of MET antibodies featur-
ing mechanisms of action different from Onartuzumab is 
under clinical evaluation.

Teliso-V/ABBV-399 is an antibody-drug conjugate that 
displays inhibitory effects against MET-overexpressing 
cells [66] mainly - if not only - thanks to the activity of the 
anti-mitotic drug. Thus, the antibody represents a tool to 
deliver a cytotoxin to tumor cells characterized by high 
MET expression, regardless of their reliance on MET sig-
nalling. In our study, we demonstrate that the activity of 
hOA-DN30 is highly restricted to MET-addicted cancers. 
Although this condition is expected in a reduced pro-
portion of tumors (see www. cbiop ortal. org), this should 
be considered a plus and not a limitation, as it assures a 
personalized response when a correct genetically-based 
patient selection is applied. On the contrary, patient 
selection based uniquely on the level of MET expression 
does not seem reliable [67].

Other antibodies tested so far in humans - SAIT-301, 
Emibetuzumab, ARGX-111, and a mixture of two anti-
bodies, Sym-015 - are able to block HGF binding and 
concomitantly induce MET internalization [68–71]. 
These bivalent antibodies share a common feature: they 
interact with MET in a region overlapping the binding 
site for the HGF beta chain. This ligand/receptor interac-
tion, although occurring with low affinity, is crucial as it 
drives the biological responses [72]. Antibodies binding 
at this site productively interfere with HGF activity and, 
thanks to the ability to downregulate MET, also impair 
ligand-independent kinase activation. Nevertheless, 
they still retain some agonistic properties - measured 

http://www.cbioportal.org
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as receptor phosphorylation and/or signalling pathway 
activation – due to induction, even transient, of receptor 
dimerization [69–71, 73]. Such residual ligand mimetic 
activity can be considered a potential issue during the 
clinical application, as it might produce unwanted side 
effects. Therefore, only monovalent antibodies, like hOA-
DN30, behaving as pure antagonists, guarantee a univo-
cal outcome.

In addition to ligand competition and receptor down-
regulation properties, ARGX-111 and Sym-015 also 
unleash the immune response of the host against the 
tumor by triggering ADCC [68, 74]. We proved that 
ADCC does not contribute to the anti-tumor effect of 
hOA-DN30. This inability is probably related to the 
mechanism of action of hOA-DN30. By inducing MET 
shedding, the antibody does not accumulate at the cell 
membrane in complex with its target, and thus it cannot 
mediate the interaction between killer cells and tumor 
cells. Importantly, the absence of ADCC activity rep-
resents a safety benefit, minimizing the risk of adverse 
immune effects against normal tissues.

Besides antibodies with a canonical structure, a bipara-
topic antibody, REGN-5093, is currently under clini-
cal testing. This molecule not only blocks HGF/MET 
binding and induces receptor internalization, but also 
modulates receptor trafficking [75]. Due to the bipara-
topic structure, the interaction between REGN-5093 and 
MET gives rise to large complexes that, not entering in 
the recycling tubules, are mainly included in the multive-
sicular endosomes and then degraded in the lysosomes. 
Nevertheless, receptor recycling is only partially affected; 
a quote of receptors - estimated as 25% of the total inter-
nalized molecules - still goes back to the membrane. 
This leakiness of the mechanism of action is reflected in 
the antibody efficacy; tumor regression is very slow and 
requires prolonged treatment [75]. On the contrary, the 
therapeutic response observed upon hOA-DN30, relying 
on an enzymatic response, is quite fast and long-lasting.

In summary, hOA-DN30 possesses unique features 
when compared to anti-MET antibodies in clinical 
development. The molecule being monovalent is a pure 
antagonist. hOA-DN30 mechanism of action (i.e. MET 
shedding) is based on an initial proteolytic event, the 
MET cleavage, which prompts intracellular receptor 
destruction not dependent on receptor trafficking. This 
activity should be considered more robust and definitive 
compared with the receptor internalization induced by 
other MET inhibitory antibodies. In the case of internali-
zation, the receptor can be recycled from the endosomes, 
while, in the case of shedding, the recovery of MET on 
the cell surface relies exclusively on new receptor synthe-
sis. Thus, MET turn-over is rapid in the case of internal-
izing antibodies and, conversely, delayed in the case of 

hOA-DN30, assuring a longer-lasting effect. MET shed-
ding not only removes MET from the cell surface but also 
intrinsically triggers other mechanisms able to block the 
activation of MET receptors that survived the cleavage. 
This occurs by releasing MET-ECDs in the microenviron-
ment. The ‘decoy’ effect of MET-ECDs is multi-faceted, 
being effective on the side of ligand-independent MET-
activation, by forming inactive receptor heterodimers, as 
well as on the side of ligand-dependent MET activation, 
sponging HGF. Notably, MET-ECDs represent the best 
option to neutralize the ligand, as they incorporate all the 
binding features included in the natural receptor.

From a pharmacological point of view, hOA-DN30 
displays a considerably improved profile compared to 
its parental molecules (DN30mAb and MvDN30) [76], 
not dissimilar from those reported for other therapeutic 
antibodies featuring the typical bivalent structure [77]. 
Moreover, the one-arm structure of the molecule should 
not limit the duration of the therapeutic response, as no 
antibodies against the knob and hole regions have been 
detected, neither in monkeys nor in humans [57]. The 
half-life and clearance values of hOA-DN30 indicate a 
low rate of antibody elimination from the systemic cir-
culation. The volume of distribution measured in the 
monkey denotes a limited distribution in normal tis-
sues, while the higher clearance rate in tumor-bearing 
mice compared to the healthy ones alludes to a promis-
ing accumulation of the antibody at the tumor site. Dose 
response and dose regimen experiments in mice suggest 
that hOA-DN30 can potentially operate with a wide ther-
apeutic window.

From a toxicological point of view, the absence of 
adverse effects in the monkey at the highest dose tested 
(180 mg/kg) is extremely encouraging. The good toler-
ability of hOA-DN30 is in line with what was reported 
for other MET therapeutic antibodies in non-human pri-
mate preclinical models [69, 71] and in clinical trials [78–
80] (Sym 015: Camidge R JCO 38 issue 15 suppl. ASCO 
2020 abstract 9510). The only observed side effects were, 
in general, similar to those reported in patients treated 
with antibodies directed against other receptor tyrosine 
kinases, thus suggesting that MET targeting does not 
elicit major complications.

Conclusions
Ultimately, hOA-DN30 possesses features resulting in a 
paramount MET blocking action. The intense and robust 
therapeutic response exerted by hOA-DN30 in a large 
number of preclinical models, as well as its pharmacolog-
ical features and safety profile in non-human primates, 
strongly envisage a successful clinical application of this 
novel single-arm MET therapeutic antibody.



Page 15 of 17Martinelli et al. J Exp Clin Cancer Res          (2022) 41:112  

Abbreviations
ADCC: Antibody Dependent Cellular Cytotoxicity; APC: AlloPhycoCyanin; CDX: 
Cell Derived Xenograft; CH: Constant Heavy antibody chain region; CL: Con-
stant Light antibody chain region; ECD: Extra Cellular Domain/Ecto Domain; 
HGF: Hepatocyte Growth Factor; HRP: HorseRadish Peroxidase; Ig: Immuno-
globulin; mAb: Monoclonal Antibody; NSCLC: Non-Small Cell Lung Cancer; 
OD: Optical Density; PD: Pharmacodynamics; PDX: Patient Derived Xenograft; 
PK: Pharmacokinetics; TKI: Tyrosine Kinase Inhibitor; TMB: TetraMethylBenzi-
dine; VH: Variable Heavy antibody chain region; VL: Variable Light antibody 
chain region.

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s13046- 022- 02320-6.

Additional file 1. 

Additional file 2. 

Additional file 3. 

Acknowledgments
We thank Dr. Cristina Geroni (Metis Precision Medicine B-Corp, Torino, Italy) 
for continuous supporting the project through her keen scientific discussion; 
Dr. Lara Fontani for skilled technical help; Dr. Elena Piccoli and Dr. Francesco 
Fiorentini (Accelera Srl.) for bioanalytical determination and PK/PD analysis; 
Antonella Cignetto for assistance.

Authors’ contributions
IM: Design and execution of the experiments, analysis and interpretation of 
data; CM: Design and execution of the experiments, analysis, and interpre-
tation of data; CC: Design and execution of the experiments, analysis, and 
interpretation of data; CB: interpretation of data and writing; JMH: analysis of 
data and writing; SC: providing gastric tumor samples, interpretation of data 
and critical reading of the manuscript; SG: providing gastric tumor samples, 
interpretation of data, writing; PMC: supervision of the study, writing and 
funding acquisition; EV: Conception and design of the study, supervision, writ-
ing, funding acquisition. All authors read and approved the final manuscript.

Authors’ information
PMC: current position, Scientist at IFOM- The FIRC Institute of Molecular Oncol-
ogy, Milan, Italy;

Funding
This research was funded by Fondazione AIRC under 5 per Mille 2018 - ID 
21052 program - PI: Comoglio PM, GL: Vigna E; by FPRC 5xmille 2014 Ministero 
Salute to PMC, and by Ministero Salute, Ricerca Corrente 2018–2020. The stud-
ies performed by Accelera Srl. were sponsored by Metis Precision Medicine 
B-Corp.

Availability of data and materials
All data related to this study are included in this paper and its supplementary 
information files. No data sets were generated or analyzed during the current 
study. Experimental details are available from the corresponding author on 
reasonable request. hOA-DN30 must be requested to Metis Precision Medicine 
B-Corp (Torino, Italy) m. brune lli@ metis preci sionm edici ne. org

Declarations

Ethics approval and consent to participate
All procedures in mice adhered to the “Animal Research: Reporting of In Vivo 
Experiments” (ARRIVE) standards and were approved by the Ethical Commis-
sion of the Candiolo Cancer Institute (Candiolo, Torino, Italy), and by the Italian 
Ministry of Health. All procedures in monkeys and ethical revision were per-
formed according to the current Italian legislation (Legislative Decree March 
4th, 2014 n. 26) enforcing the 2010/63/EU Directive on the protection of 
animals used for biomedical research. All patients provided written informed 
consent; samples were collected and the study was conducted under the 

approval of the review boards of the Candiolo Cancer Institute. The study 
was done in accordance with the principles of the Declaration of Helsinki, 
the International Conference on Harmonization, and Good Clinical Practice 
guidelines, and GDPR (General Data Protection Regulation).

Consent for publication
All authors who contributed to the study agree to publish it.

Competing interests
PMC, JMH, and EV are co-founders of Metis Precision Medicine B-Corp 
(Torino, Italy). PMC, CB, and EV are authors of the patent application N. PCT/
EP2019/077116 “Novel therapeutic agent for the treatment of a tumor and/or 
metastasis”. The other authors declare no potential conflict of interest.

Author details
1 Candiolo Cancer Institute, FPO-IRCCS, Strada Provinciale 142, 10060 Candiolo, 
TO, Italy. 2 Department of Oncology, University of Turin, Turin, Italy. 

Received: 22 November 2021   Accepted: 9 March 2022

References
 1. Boccaccio C, Comoglio PM. Invasive growth: a MET-driven genetic pro-

gramme for cancer and stem cells. Nat Rev Cancer. 2006;6(8):637–45.
 2. Birchmeier C, Birchmeier W, Gherardi E, Vande Woude GF. Met, metastasis, 

motility and more. Nat Rev Mol Cell Biol. 2003;4(12):915–25.
 3. De Silva DM, Roy A, Kato T, Cecchi F, Lee YH, Matsumoto K, et al. Targeting 

the hepatocyte growth factor/met pathway in cancer. Biochem Soc 
Trans. 2017;45(4):855–70.

 4. Petrini I. Biology of MET: a double life between normal tissue repair and 
tumor progression. Ann Transl Med. 2015;3(6):82.

 5. Comoglio PM, Trusolino L, Boccaccio C. Known and novel roles of the 
MET oncogene in cancer: a coherent approach to targeted therapy. Nat 
Rev Cancer. 2018;18(6):341–58.

 6. Duplaquet L, Kherrouche Z, Baldacci S, Jamme P, Cortot AB, Copin MC, 
et al. The multiple paths towards MET receptor addiction in cancer. Onco-
gene. 2018;37(24):3200–15.

 7. Orlando E, Aebersold DM, Medová M, Zimmer Y. Oncogene addiction as a 
foundation of targeted cancer therapy: the paradigm of the MET receptor 
tyrosine kinase. Cancer Lett. 2019;443:189–202.

 8. Guo R, Luo J, Chang J, Rekhtman N, Arcila M, Drilon A. MET-dependent 
solid tumours - molecular diagnosis and targeted therapy. Nat Rev Clin 
Oncol. 2020;17(9):569–87.

 9. Inokuchi M, Otsuki S, Fujimori Y, Sato Y, Nakagawa M, Kojima K. Clini-
cal significance of MET in gastric cancer. World J Gastrointest Oncol. 
2015;7(11):317–27.

 10. Drilon A, Cappuzzo F, Ou SI, Camidge DR. Targeting MET in lung Cancer: 
will expectations finally be MET? J Thorac Oncol. 2017;12(1):15–26.

 11. Pal SK, Ali SM, Yakirevich E, Geynisman DM, Karam JA, Elvin JA, et al. Char-
acterization of clinical cases of advanced papillary renal cell carcinoma 
via comprehensive genomic profiling. Eur Urol. 2018;73(1):71–8.

 12. Tang C, Jardim DL, Falchook GS, Hess K, Fu S, Wheler JJ, et al. MET nucleo-
tide variations and amplification in advanced ovarian cancer: characteris-
tics and outcomes with c-met inhibitors. Oncoscience. 2014;1(1):5–13.

 13. Tímár J, Vizkeleti L, Doma V, Barbai T, Rásó E. Genetic progression of malig-
nant melanoma. Cancer Metastasis Rev. 2016;35(1):93–107.

 14. Lee SJ, Lee J, Sohn I, Mao M, Kai W, Park CK, et al. A survey of c-MET 
expression and amplification in 287 patients with hepatocellular carci-
noma. Anticancer Res. 2013;33(11):5179–86.

 15. Raghav K, Morris V, Tang C, Morelli P, Amin HM, Chen K, et al. MET amplifi-
cation in metastatic colorectal cancer: an acquired response to EGFR inhi-
bition, not a de novo phenomenon. Oncotarget. 2016;7(34):54627–31.

 16. Bardelli A, Corso S, Bertotti A, Hobor S, Valtorta E, Siravegna G, et al. Ampli-
fication of the MET receptor drives resistance to anti-EGFR therapies in 
colorectal cancer. Cancer Discov. 2013;3(6):658–73.

 17. Parseghian CM, Napolitano S, Loree JM, Kopetz S. Mechanisms of innate 
and acquired resistance to anti-EGFR therapy: a review of current 
knowledge with a focus on Rechallenge therapies. Clin Cancer Res. 
2019;25(23):6899–908.

https://doi.org/10.1186/s13046-022-02320-6
https://doi.org/10.1186/s13046-022-02320-6
m.brunelli@metisprecisionmedicine.org


Page 16 of 17Martinelli et al. J Exp Clin Cancer Res          (2022) 41:112 

 18. Pietrantonio F, Oddo D, Gloghini A, Valtorta E, Berenato R, Barault L, 
et al. MET-driven resistance to dual EGFR and BRAF blockade may be 
overcome by switching from EGFR to MET inhibition in BRAF-mutated 
colorectal Cancer. Cancer Discov. 2016;6(9):963–71.

 19. Virzì AR, Gentile A, Benvenuti S, Comoglio PM. Reviving oncogenic addic-
tion to MET bypassed by BRAF (G469A) mutation. Proc Natl Acad Sci U S 
A. 2018;115(40):10058–63.

 20. Schmidt L, Duh FM, Chen F, Kishida T, Glenn G, Choyke P, et al. Germline 
and somatic mutations in the tyrosine kinase domain of the MET proto-
oncogene in papillary renal carcinomas. Nat Genet. 1997;16(1):68–73.

 21. Tovar EA, Graveel CR. MET in human cancer: germline and somatic muta-
tions. Ann Transl Med. 2017;5(10):205.

 22. Kong-Beltran M, Seshagiri S, Zha J, Zhu W, Bhawe K, Mendoza N, et al. 
Somatic mutations lead to an oncogenic deletion of met in lung cancer. 
Cancer Res. 2006;66(1):283–9.

 23. Reungwetwattana T, Liang Y, Zhu V, Ou SI. The race to target MET exon 14 
skipping alterations in non-small cell lung cancer: the why, the how, the 
who, the unknown, and the inevitable. Lung Cancer. 2017;103:27–37.

 24. Schrock AB, Frampton GM, Suh J, Chalmers ZR, Rosenzweig M, Erlich RL, 
et al. Characterization of 298 patients with lung Cancer harboring MET 
exon 14 skipping alterations. J Thorac Oncol. 2016;11(9):1493–502.

 25. Gherardi E, Birchmeier W, Birchmeier C, Vande WG. Targeting MET in 
cancer: rationale and progress. Nat Rev Cancer. 2012;12(2):89–103.

 26. Koch JP, Aebersold DM, Zimmer Y, Medová M. MET targeting: time for a 
rematch. Oncogene. 2020;39(14):2845–62.

 27. Prat M, Crepaldi T, Pennacchietti S, Bussolino F, Comoglio PM. Agonistic 
monoclonal antibodies against the met receptor dissect the biological 
responses to HGF. J Cell Sci. 1998;111(Pt 2):237–47.

 28. Petrelli A, Circosta P, Granziero L, Mazzone M, Pisacane A, Fenoglio S, et al. 
Ab-induced ectodomain shedding mediates hepatocyte growth factor 
receptor down-regulation and hampers biological activity. Proc Natl Acad 
Sci U S A. 2006;103(13):5090–5.

 29. Foveau B, Ancot F, Leroy C, Petrelli A, Reiss K, Vingtdeux V, et al. Down-
regulation of the met receptor tyrosine kinase by presenilin-dependent 
regulated intramembrane proteolysis. Mol Biol Cell. 2009;20(9):2495–507.

 30. Pacchiana G, Chiriaco C, Stella MC, Petronzelli F, De Santis R, Galluzzo M, 
et al. Monovalency unleashes the full therapeutic potential of the DN-30 
anti-met antibody. J Biol Chem. 2010;285(46):36149–57.

 31. Apicella M, Migliore C, Capelôa T, Menegon S, Cargnelutti M, Degiuli M, 
et al. Dual MET/EGFR therapy leads to complete response and resistance 
prevention in a MET-amplified gastroesophageal xenopatient cohort. 
Oncogene. 2017;36(9):1200–10.

 32. Simeoni M, Magni P, Cammia C, De Nicolao G, Croci V, Pesenti E, et al. Pre-
dictive pharmacokinetic-pharmacodynamic modeling of tumor growth 
kinetics in xenograft models after administration of anticancer agents. 
Cancer Res. 2004;64(3):1094–101.

 33. Vigna E, Pacchiana G, Mazzone M, Chiriaco C, Fontani L, Basilico C, et al. 
"active" cancer immunotherapy by anti-met antibody gene transfer. 
Cancer Res. 2008;68(22):9176–83.

 34. Ridgway JB, Presta LG, Carter P. ’Knobs-into-holes’ engineering of antibody CH3 
domains for heavy chain heterodimerization. Protein Eng. 1996;9(7):617–21.

 35. Vigna E, Chiriaco C, Cignetto S, Fontani L, Basilico C, Petronzelli F, et al. 
Inhibition of ligand-independent constitutive activation of the met onco-
genic receptor by the engineered chemically-modified antibody DN30. 
Mol Oncol. 2015;9(9):1760–72.

 36. Giordano S, Di Renzo MF, Ferracini R, Chiadò-Piat L, Comoglio PM. p145, 
a protein with associated tyrosine kinase activity in a human gastric 
carcinoma cell line. Mol Cell Biol. 1988;8(8):3510–7.

 37. Wang J, Goetsch L, Tucker L, Zhang Q, Gonzalez A, Vaidya KS, et al. Anti-c-
met monoclonal antibody ABT-700 breaks oncogene addiction in tumors 
with MET amplification. BMC Cancer. 2016;16:105.

 38. Gonzalez A, Broussas M, Beau-Larvor C, Haeuw JF, Boute N, Robert A, et al. 
A novel antagonist anti-cMet antibody with antitumor activities targeting 
both ligand-dependent and ligand-independent c-met receptors. Int J 
Cancer. 2016;139(8):1851–63.

 39. Hanahan D, Weinberg RA. Hallmarks of cancer: the next generation. Cell. 
2011;144(5):646–74.

 40. Apicella M, Giannoni E, Fiore S, Ferrari KJ, Fernández-Pérez D, Isella C, et al. 
Increased lactate secretion by Cancer cells sustains non-cell-autonomous 
adaptive resistance to MET and EGFR targeted therapies. Cell Metab. 
2018;28(6):848–65.e6.

 41. Malik R, Mambetsariev I, Fricke J, Chawla N, Nam A, Pharaon R, et al. MET 
receptor in oncology: from biomarker to therapeutic target. Adv Cancer 
Res. 2020;147:259–301.

 42. Rodig SJ, Shapiro GI. Crizotinib, a small-molecule dual inhibitor of the 
c-met and ALK receptor tyrosine kinases. Curr Opin Investig Drugs. 
2010;11(12):1477–90.

 43. Lennerz JK, Kwak EL, Ackerman A, Michael M, Fox SB, Bergethon K, 
et al. MET amplification identifies a small and aggressive subgroup of 
esophagogastric adenocarcinoma with evidence of responsiveness to 
crizotinib. J Clin Oncol. 2011;29(36):4803–10.

 44. Ou SH, Kwak EL, Siwak-Tapp C, Dy J, Bergethon K, Clark JW, et al. Activity 
of crizotinib (PF02341066), a dual mesenchymal-epithelial transition 
(MET) and anaplastic lymphoma kinase (ALK) inhibitor, in a non-small 
cell lung cancer patient with de novo MET amplification. J Thorac Oncol. 
2011;6(5):942–6.

 45. Chi AS, Batchelor TT, Kwak EL, Clark JW, Wang DL, Wilner KD, et al. Rapid 
radiographic and clinical improvement after treatment of a MET-ampli-
fied recurrent glioblastoma with a mesenchymal-epithelial transition 
inhibitor. J Clin Oncol. 2012;30(3):e30–3.

 46. Camidge DR, Otterson GA, Clark JW, Ignatius Ou SH, Weiss J, Ades S, 
et al. Crizotinib in patients with MET-amplified NSCLC. J Thorac Oncol. 
2021;16(6):1017–1029.

 47. Liu X, Wang Q, Yang G, Marando C, Koblish HK, Hall LM, et al. A novel 
kinase inhibitor, INCB28060, blocks c-MET-dependent signaling, neo-
plastic activities, and cross-talk with EGFR and HER-3. Clin Cancer Res. 
2011;17(22):7127–38.

 48. Bladt F, Faden B, Friese-Hamim M, Knuehl C, Wilm C, Fittschen C, et al. 
EMD 1214063 and EMD 1204831 constitute a new class of potent and 
highly selective c-met inhibitors. Clin Cancer Res. 2013;19(11):2941–51.

 49. Wolf J, Seto T, Han JY, Reguart N, Garon EB, Groen HJM, et al. Capmatinib 
in. N Engl J Med. 2020;383(10):944–57.

 50. Paik PK, Felip E, Veillon R, Sakai H, Cortot AB, Garassino MC, et al. Tepotinib 
in non-small-cell lung Cancer with. N Engl J Med. 2020;383(10):931–43.

 51. Qi J, McTigue MA, Rogers A, Lifshits E, Christensen JG, Jänne PA, et al. Mul-
tiple mutations and bypass mechanisms can contribute to development 
of acquired resistance to MET inhibitors. Cancer Res. 2011;71(3):1081–91.

 52. Kim S, Kim TM, Kim DW, Kim M, Ahn YO, Keam B, et al. Acquired resistance 
of MET-amplified non-small cell lung Cancer cells to the MET inhibitor 
Capmatinib. Cancer Res Treat. 2019;51(3):951–62.

 53. Pudelko L, Jaehrling F, Reusch C, Vitri S, Stroh C, Linde N, et al. SHP2 Inhi-
bition Influences Therapeutic Response to Tepotinib in Tumors with MET 
Alterations. iScience. 2020;23(12):101832.

 54. Pupo E, Ducano N, Lupo B, Vigna E, Avanzato D, Perera T, et al. Rebound 
effects caused by withdrawal of MET kinase inhibitor are quenched by a 
MET therapeutic antibody. Cancer Res. 2016;76(17):5019–29.

 55. Chaft JE, Oxnard GR, Sima CS, Kris MG, Miller VA, Riely GJ. Disease 
flare after tyrosine kinase inhibitor discontinuation in patients with 
EGFR-mutant lung cancer and acquired resistance to erlotinib 
or gefitinib: implications for clinical trial design. Clin Cancer Res. 
2011;17(19):6298–303.

 56. Pottier C, Fresnais M, Gilon M, Jérusalem G, Longuespée R, Sounni NE. 
Tyrosine kinase inhibitors in Cancer: breakthrough and challenges of 
targeted therapy. Cancers (Basel). 2020;12(3):731.

 57. Merchant M, Ma X, Maun HR, Zheng Z, Peng J, Romero M, et al. Monova-
lent antibody design and mechanism of action of onartuzumab, a MET 
antagonist with anti-tumor activity as a therapeutic agent. Proc Natl Acad 
Sci U S A. 2013;110(32):E2987–96.

 58. Spigel DR, Edelman MJ, O’Byrne K, Paz-Ares L, Mocci S, Phan S, et al. 
Results from the phase III randomized trial of Onartuzumab plus Erlotinib 
versus Erlotinib in previously treated stage IIIB or IV non-small-cell lung 
cancer: METLung. J Clin Oncol. 2017;35(4):412–20.

 59. Shah MA, Bang YJ, Lordick F, Alsina M, Chen M, Hack SP, et al. Effect of 
fluorouracil, Leucovorin, and Oxaliplatin with or without Onartuzumab 
in HER2-negative, MET-positive gastroesophageal adenocarcinoma: the 
METGastric randomized clinical trial. JAMA Oncol. 2017;3(5):620–7.

 60. Mok TS, Geater SL, Su WC, Tan EH, Yang JC, Chang GC, et al. A randomized 
phase 2 study comparing the combination of Ficlatuzumab and Gefitinib 
with Gefitinib alone in Asian patients with advanced stage pulmonary 
adenocarcinoma. J Thorac Oncol. 2016;11(10):1736–44.

 61. Catenacci DVT, Tebbutt NC, Davidenko I, Murad AM, Al-Batran SE, Ilson 
DH, et al. Rilotumumab plus epirubicin, cisplatin, and capecitabine as 



Page 17 of 17Martinelli et al. J Exp Clin Cancer Res          (2022) 41:112  

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

first-line therapy in advanced MET-positive gastric or gastro-oesophageal 
junction cancer (RILOMET-1): a randomised, double-blind, placebo-
controlled, phase 3 trial. Lancet Oncol. 2017;18(11):1467–82.

 62. Edwards DR, Handsley MM, Pennington CJ. The ADAM metalloprotein-
ases. Mol Asp Med. 2008;29(5):258–89.

 63. Schelter F, Kobuch J, Moss ML, Becherer JD, Comoglio PM, Boccaccio C, 
et al. A disintegrin and metalloproteinase-10 (ADAM-10) mediates DN30 
antibody-induced shedding of the met surface receptor. J Biol Chem. 
2010;285(34):26335–40.

 64. Ancot F, Leroy C, Muharram G, Lefebvre J, Vicogne J, Lemiere A, et al. 
Shedding-generated met receptor fragments can be routed to either 
the proteasomal or the lysosomal degradation pathway. Traffic. 
2012;13(9):1261–72.

 65. Michieli P, Mazzone M, Basilico C, Cavassa S, Sottile A, Naldini L, et al. 
Targeting the tumor and its microenvironment by a dual-function decoy 
met receptor. Cancer Cell. 2004;6(1):61–73.

 66. Wang J, Anderson MG, Oleksijew A, Vaidya KS, Boghaert ER, Tucker L, 
et al. ABBV-399, a c-met antibody-drug conjugate that targets both. Clin 
Cancer Res. 2017;23(4):992–1000.

 67. Garber K. MET inhibitors start on road to recovery. Nat Rev Drug Discov. 
2014;13(8):563–5.

 68. Hultberg A, Morello V, Huyghe L, De Jonge N, Blanchetot C, Hanssens 
V, et al. Depleting MET-expressing tumor cells by ADCC provides a 
therapeutic advantage over inhibiting HGF/MET signaling. Cancer Res. 
2015;75(16):3373–83.

 69. Liu L, Zeng W, Wortinger MA, Yan SB, Cornwell P, Peek VL, et al. LY2875358, 
a neutralizing and internalizing anti-MET bivalent antibody, inhibits HGF-
dependent and HGF-independent MET activation and tumor growth. 
Clin Cancer Res. 2014;20(23):6059–70.

 70. Lee JM, Kim B, Lee SB, Jeong Y, Oh YM, Song YJ, et al. Cbl-independent 
degradation of met: ways to avoid agonism of bivalent met-targeting 
antibody. Oncogene. 2014;33(1):34–43.

 71. Poulsen TT, Grandal MM, Skartved NJØ, Hald R, Alifrangis L, Koefoed K, 
et al. Sym015: a highly efficacious antibody mixture against. Clin Cancer 
Res. 2017;23(19):5923–35.

 72. Lokker NA, Mark MR, Luis EA, Bennett GL, Robbins KA, Baker JB, et al. 
Structure-function analysis of hepatocyte growth factor: identification of 
variants that lack mitogenic activity yet retain high affinity receptor bind-
ing. EMBO J. 1992;11(7):2503–10.

 73. Basilico C, Hultberg A, Blanchetot C, de Jonge N, Festjens E, Hanssens 
V, et al. Four individually druggable MET hotspots mediate HGF-driven 
tumor progression. J Clin Invest. 2014;124(7):3172–86.

 74. Grandal MM, Havrylov S, Poulsen TT, Koefoed K, Dahlman A, Galler GR, 
et al. Simultaneous targeting of two distinct epitopes on MET effectively 
inhibits MET- and HGF-driven tumor growth by multiple mechanisms. 
Mol Cancer Ther. 2017;16(12):2780–91.

 75. DaSilva JO, Yang K, Perez Bay AE, Andreev J, Ngoi P, Pyles E, et al. A Bipara-
topic antibody that modulates MET trafficking exhibits enhanced efficacy 
compared with parental antibodies in MET-driven tumor models. Clin 
Cancer Res. 2020;26(6):1408–19.

 76. Cignetto S, Modica C, Chiriaco C, Fontani L, Milla P, Michieli P, et al. Dual 
constant domain-fab: a novel strategy to improve half-life and potency of 
a met therapeutic antibody. Mol Oncol. 2016;10(6):938–48.

 77. Deng R, Iyer S, Theil FP, Mortensen DL, Fielder PJ, Prabhu S. Projecting 
human pharmacokinetics of therapeutic antibodies from nonclinical 
data: what have we learned? MAbs. 2011;3(1):61–6.

 78. Lee J, Kim ST, Park S, Lee S, Park SH, Park JO, et al. Phase I trial of anti-MET 
monoclonal antibody in MET-overexpressed refractory Cancer. Clin 
Colorectal Cancer. 2018;17(2):140–6.

 79. Scagliotti G, Moro-Sibilot D, Kollmeier J, Favaretto A, Cho EK, Grosch H, 
et al. A randomized-controlled phase 2 study of the MET antibody Emi-
betuzumab in combination with Erlotinib as first-line treatment for EGFR 
mutation-positive NSCLC patients. J Thorac Oncol. 2020;15(1):80–90.

 80. Aftimos P, Rolfo C, Rottey S, Barthélémy P, Borg C, Park K, et al. The 
NHance. Biomedicines. 2021;9:6.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	hOA-DN30: a highly effective humanized single-arm MET antibody inducing remission of ‘MET-addicted’ cancers
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	Background
	Methods
	hOA-DN30 generation, production, and purification
	ELISA assays
	MET shedding and MET inhibition
	Biological assays
	Evaluation of tumor growth inhibition in vivo
	Pharmacokinetics, pharmacodynamics, and toxicological studies
	Statistical analysis

	Results
	Generation and characterization of hOA-DN30, a humanized ‘one-arm’ form derived from the DN30 mAb
	hOA-DN30 potently induces MET ‘shedding’ and strongly inhibits MET activation
	hOA-DN30 powerfully inhibits MET-addicted cell growth, blocking proliferation and inducing cell death
	hOA-DN30 impairs growth of MET-addicted tumors in vivo
	hOA-DN30 induces complete and long-lasting remission of MET- highly amplified patient-derived gastric cancer xenografts
	hOA-DN30 shows a favorable pharmacokinetic profile and no toxic effects in vivo

	Discussion
	Conclusions
	Acknowledgments
	References


