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Abstract 

Epidermal growth factor receptor tyrosine kinase inhibitor (EGFR-TKI) is currently the standard first-line therapy for 
EGFR-mutated advanced non-small cell lung cancer (NSCLC). The life quality and survival of this subgroup of patients 
were constantly improving owing to the continuous iteration and optimization of EGFR-TKI. Osimertinib, an oral, third-
generation, irreversible EGFR-TKI, was initially approved for the treatment of NSCLC patients carrying EGFR T790M 
mutations, and has currently become the dominant first-line targeted therapy for most EGFR mutant lung cancer. 
Unfortunately, resistance to osimertinib inevitably develops during the treatment and therefore limits its long-term 
effectiveness. For both fundamental and clinical researchers, it stands for a major challenge to reveal the mechanism, 
and a dire need to develop novel therapeutics to overcome the resistance. In this article, we focus on the acquired 
resistance to osimertinib caused by EGFR mutations which account for approximately 1/3 of all reported resistance 
mechanisms. We also review the proposed therapeutic strategies for each type of mutation conferring resistance to 
osimertinib and give an outlook to the development of the next generation EGFR inhibitors.
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Introduction
Lung cancer is one of the leading causes of cancer death 
worldwide, and about 85% of lung cancer is non–small 
cell lung cancer (NSCLC) [1, 2]. Especially the prognosis 
for lung cancer is often poor because most patients have 
already been in the advanced stage at the time of diagno-
sis [3]. However, this situation has been partly changed by 
the in-depth understanding of molecular biology in lung 
cancer and the rapid advancement of drug development 
in the recent decade [4]. The success of targeted ther-
apy, including monoclonal antibodies (mAbs), tyrosine 
kinase inhibitors (TKIs), and immunotherapy (immune 
checkpoint inhibitors, ICIs), has completely changed the 
treatment landscape of NSCLC [5–7]. By targeting key 
oncogenic driver gene mutations, the concept of preci-
sion medicine has been widely applied in the field of tar-
geted therapy for lung cancer.
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Among NSCLC patients, activating mutations of EGFR 
are the most common, and about 10–15% of Cauca-
sians and 30–40% of Asian patients with non-squamous 
histology carry such mutations [8]. The firstgenera-
tion EGFR-TKI represented by gefitinib and erlotinib, 
and the second generation EGFR-TKI represented by 
afatinib and dacomitinib have achieved desirable effi-
cacy in the treatment of EGFR-mutant NSCLC patients 
[9]. However, most NSCLC patients develop drug resist-
ance 9–14  months after the initiation of first- and sec-
ond-generation targeted therapy, and the most common 
resistance mechanism is caused by EGFR exon20 T790M 
mutation (incidence ≥ 50%) [10]. The T790M mutation 
spatially hinders the binding of the first and second-gen-
eration TKIs to the ATP -binding site of EGFR, causing 
the inability to inhibit its activity [11]. To overcome the 
T790M-mediated resistance, the third-generation EGFR-
TKI represented by osimertinib (Tagrisso™, trade name 
Teresa) emerged as the times require, which can target 
the T790M mutation while hardly affecting the wild-type 
epidermal growth factor receptor (WT EGFR) [12]. Osi-
mertinib is an irreversible EGFR-TKI that selectively tar-
gets EGFR with T790M resistance mutation by forming a 
covalent bond with residue C797 in the ATP-binding site 
of mutant EGFR resistance mutations. Compared with 
WT EGFR, osimertinib is nearly 200 -fold more selective 
for mutant EGFR [13]. In several multiple multicenter 
Phase III clinical trials, osimertinib demonstrated its 
excellent efficacy and was approved by the FDA in 2015 
for the treatment of patients with EGFR T790M-mutated 
NSCLC. It was initially approved as a second-line treat-
ment for patients with T790M-acquired drug-resistant 
mutation NSCLC [13, 14]. Later, based on the FLAURA 
3 trial, the first-line application of osimertinib in EGFR 
mutant NSCLC patients resulted in longer progression-
free survival (PFS) and longer overall survival (OS) than 
the first-line application of other EGFR-TKIs [15]. In 
addition, osimertinib has been shown in AURA III and 
FLAURA trials to reduce the risk of central nervous sys-
tem (CNS) metastasis in patients with T790M-mutated 
NSCLC compared with first- and second-generation 
TKIs, which is another advantage of this third-generation 
TKI [16]. As a result, osimertinib is approved for both 
first-line treatment of patients with T790M-positive and 
advanced EGFR-mutated NSCLC who have progressed 
on first- or second-generation EGFR-TKIs [15]. Cur-
rently, other third-generation EGFR-TKIs targeting the 
T790M mutation, such as Rociletinib, Olmutinib, Naz-
artinib, and Naquotinib are under clinical evaluation in 
addition to osimertinib [17, 18].

Although the efficacy of osimertinib both as the first- 
and second-line therapy for NSCLC is outstanding, the 
development of drug resistance, unfortunately, remains 

inevitable. In general, NSCLC patients who have been 
using osimertinib for 19  months in first-line therapy or 
11  months in second-line therapy tend to experience 
relapse resistance [19–21]. A number of recent studies 
revealed that those resistance mechanisms are highly 
complex and manifold, including EGFR-dependent and 
EGFR-independent mechanisms (Fig. 1) [20]. In view of 
the current challenges of the development of the next 
generation of EGFR inhibitors, the mechanism of third-
generation targeted drug resistances and targeted strate-
gies are particularly important for further exploration. In 
this article, we review recent advancements in the types, 
the mechanisms and the potential therapeutic strategies 
for resistance to osimertinib acquired by additional EGFR 
mutations.

EGFR and its downstream signaling pathways
The epidermal growth factor (EGF) receptor (EGFR, 
HER1, ErbB1) is a transmembrane receptor with tyrosine 
kinase activity [22]. Structurally, it consists of an extra-
cellular domain, a hydrophobic transmembrane domain 
(TM domain), a juxtamembrane domain (JM domain), 
an intracellular protein tyrosine kinase domain that binds 
ligands, and a C-terminal (Fig. 2a) [23]. Its usual existent 
forms are monomers (inactivated) or dimers (activated), 
ready to bind to extracellular ligands and to activate mul-
tiple downstream cascades.

However, some mutations of EGFR can cause its con-
stitutive activation even in the absence of its ligand. 
These are gain-of-function mutations and can be sim-
ply divided into classical activating mutations (exon 19 
deletion mutation, exon 21 L858R mutation, etc.) and 
rare mutations [24, 25]. The exon 19 deletion and the 
L858R point mutation in exon 21 together account for 
approximately 85% of total EGFR mutations in NSCLC. 
Both of these mutations are highly correlated with the 
sensitivity of the first-generation EGFR-TKI, so they can 
be categorized as classical activating EGFR mutations. 
In comparison, rare EGFR mutations, including point 
mutations, deletions and insertions in exons 18–25 of 
the EGFR gene, have a low mutation rate, accounting 
for only 15% of total EGFR mutations [26]. The EGFR 
mutation sites are often located in the ATP-binding site 
of its kinase, so the consequent alteration(s) of amino 
acid residue(s) in this region will cause a change of 
the chemical properties of the binding region (such as 
hydrogen bond formation, hydrophobic interaction, 
etc.), leading to disturbance of its affinity for ATP and 
the stability of its inactive conformation, and finally the 
aberrant activation of its kinase activity. Therefore, the 
gain-of-function mutations of EGFR frequently act as 
carcinogenic drivers causing ligand-independent acti-
vation of downstream signaling of EGFR or sometimes 
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drug resistance drivers, causing futility of the TKI that 
was supposed to be effective [25, 27].

Regardless of the way that EGFR is activated, by 
nature or by aberrant means, it will in turn cause mul-
tiple downstream signaling cascade activation [28]. The 
first downstream signaling pathway is the RAS-RAF-
MEK-ERK pathway [29]. Dimerization of EGFR upon 
ligand binding activates RAS, resulting in the phospho-
rylation of MEK by RAF kinase activation. Phospho-
rylation of MEK sequentially triggers ERK activation, 

which leads to the activation of cell cycle-related tran-
scription factors such as C-FOS, MYC, NF-κB, CREB, 
etc. [30]. These transcription factors further initiate 
the transcription of target genes, such as cyclin D, and 
eventually promote cell division and cell prolifera-
tion, invasion and metastasis [31]. The second signal-
ing pathway is the PI3K/AKT signal pathway [32]. The 
phosphorylated EGFR tyrosine kinase acts as the bind-
ing site of PI3K to stimulate phosphatidylinositol 3, 
4, 5 -triphosphate (PIP-3), which in turn activates the 

Fig. 1  Molecular mechanisms of 3rd-generation EGFR-TKI (osimertinib) resistance, including EGFR modification (mutation/amplification), 
alternative pathway activation (MET/HER2/FGFR1 Amp, IGF1R/AXL Act), downstream pathway activation, epithelial-mesenchymal transition 
(EMT), histological transition, oncogenes fusions and cell cycle gene aberrations. Once EGFR is activated, it will cause multiple downstream 
signaling cascades activation such as RAS-RAF-MEK-ERK pathway, PI3K/AKT signal pathway, JAK/STAT signal transduction pathway, thus promoting 
transcriptional activation, cell proliferation, mitosis, anti-apoptosis, invasion and metastasis. act Activation; amp, amplification, del Deletion, mut 
Mutation
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AKT, a master oncogenic hub molecule. Subsequently, 
mTOR, the key downstream regulatory molecule of 
AKT, is activated and starts to upregulate the expres-
sion of related proteins required for cell cycle progres-
sion from the G1 phase to the S phase and elevate the 
anti-apoptotic cascade signals, etc. [33]. Last but not 
least is the JAK/STAT signal transduction pathway, 
which mainly regulates immunity and mediates the 
proliferation and invasion of cancer cells [34, 35]. These 
signal transduction pathways have their respective 
functions and play important roles in promoting tran-
scriptional activation, cell proliferation, mitosis, anti-
apoptosis, invasion, and metastasis [36].

EGFR mutations in exon 20
The most common EGFR mutation known to cause 
resistance to osimertinib treatment is the C797S muta-
tion in EGFR exon 20 [37]. Apart from that, mutations in 

exon 20, including M766Q, S768I, and L718V, etc., have 
also been reported, and NSCLC patients with some of 
these mutations remain to be sensitive to afatinib [38, 
39]. In addition, a series of other EGFR mutations located 
in exon 20, such as L792H/L792V and G796S/G796C 
mutations, are also associated with osimertinib resist-
ance (Fig. 2b) [39].

 Loss of T790M mutation
Loss of T790M is one consequence of the continuous 
treatment of third-generation EGFR-TKI and will con-
fer resistance to osimertinib. Based on AURA3 plasma 
samples from 73 patients with disease progression after 
second-line osimertinib therapy, 36 (49%) patients were 
subject to loss of T790M [40]. In these 36 samples, the 
incidence of ex19del was higher than that of L858R (83 
vs. 14%) [40]. This suggests that osimertinib resistance 
mediated by deletion of T790M is a preferential event. 

Fig. 2  Schematic diagram of EGFR molecular domains a Domain of human EGFR and exons encoding it. It locates on chromosome 7, which 
consists of 28 exons. It consists of an extracellular domain, a hydrophobic transmembrane domain (TM domain), a juxtamembrane domain 
(JM domain), an intracellular protein tyrosine kinase domain that binds ligands and a C-terminal. b EGFR molecular structure and common 
EGFR-dependent drug resistance mutation sites, including L858R mutation, T790 M’ gatekeeper’ mutation and tertiary mutation such as C797S
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Another study of tumor biopsy samples from 143 osi-
mertinib-resistant patients also showed that deletion of 
the T790M mutation was common (68%), and the occur-
rence of this deletion was associated with early resist-
ance to osimertinib [41], further study results confirmed 
that T790M loss would adversely affect the PFS and OS 
of patients [42, 43]. It has also been suggested that the 
timing of the occurrence of osimertinib resistance may 
predict different molecular mechanisms. Early resistance 
is usually associated with the loss of T790M, while late 
resistance is associated with the retention of the T790M 
mutation [41].

In addition, the T790M mutation status can predict 
the type of acquired resistance [44]. Deletion of T790M 
may be misinterpreted as resensitization of tumor cells 
to first-line EGFR TKIs. However, T790M deletion-
mediated resistance is often associated with EGFR-inde-
pendent alternative or downstream competing resistance 
mechanisms, such as KRAS mutations, MET amplifica-
tion, small cell transformation and gene fusion, etc.[39]. 
The occurrence of these events is not favorable for the 
re-implementation of EGFR-targeted therapy for first 
to third generations. Therefore, repeated detection of 
T790M mutation status after osimertinib resistance is 
conducive to clarifying the mechanism of osimertinib 
resistance and formulating the subsequent treatment 
strategies. Chic et al. reported on a patient with lung ade-
nocarcinoma initially had an EGFR T790M mutation but 
progressed to EGFR ex19del+ /T790M− /C797S+ muta-
tion after treatment with osimertinib. At this time, the 
tumor is resistant to osimertinib, but the first-generation 
TKI gefitinib helps the patients achieve meaningful clini-
cal improvement [45].

C797 site mutation
The most common tertiary EGFR mutation is the EGFR 
C797S mutation, which occurs in exon 20 and accounts 
for 10–26% of cases of resistance to second-line osi-
mertinib (the most common mechanism of resistance 
to second-line osimertinib), 7% of cases of resistance to 
first-line osimertinib treatment (the second most com-
mon resistance mechanism after MET amplification in 
first-line osimertinib resistance) [25]. Thress et  al. first 
observed this mutation in NSCLC patients [37]. The 
C797S mutation refers to the substitution of cysteine by 
serine at codon 797 in the ATP-binding site of the EGFR 
tyrosine kinase domain [46, 47]. Osimertinib covalently 
binds to EGFR C797 via the stable binding of two hydro-
gen bonds between the pyrimidine core and M793 [48]. 
When C797S mutation occurs, this binding capacity is 
greatly reduced, thereby reducing the effect of osimer-
tinib in inhibiting cell proliferation and EGFR phospho-
rylation by 100- to 1000- fold [48]. Predictably, the C797S 

mutation also confers cross-resistance to other irrevers-
ible third-generation TKIs by preventing their binding to 
the EGFR active site [49]. This suggests that these point 
mutations can cause steric interference, resulting in 
reduced affinity of these compounds to the EGFR kinase 
domain.

Importantly, the allelic information for C797S has 
potential therapeutic implications. According to in vitro 
studies, the C797S mutation and T790M mutation 
occur in cis (on the same allele) or trans (on a different 
allele). The C797S/T790M trans configuration accounts 
for 15% of the mutations, and cells with this configura-
tion are sensitive to the combined treatment of first- and 
third-generation EGFR-TKIs [25, 50]. Wang and col-
leagues reported the first clinical evidence of the efficacy 
of the first- and third-generation EGFR-TKIs in combi-
nation with targeted therapy against the EGFR C797S/
T790M trans configuration [50, 51], and found that erlo-
tinib combined with osimertinib, or gefitinib combined 
with osimertinib both have certain effects (Figs.  3–4). 
However, the C797S/T790M cis configuration, which 
accounts for 85% of EGFR mutations, is resistant to osi-
mertinib alone and in combination treatment [51].

At the same time, C797 also has a rare mutation form: 
C797G. Yang et  al. studied the plasma samples from 93 
advanced NSCLC patients treated with osimertinib as 
second-line therapy and found that 1/3 of the patients 
developed EGFR tertiary mutation (such as EGFRm/
T790M/C797S) after osimertinib resistance [52]. Among 
the patients with EGFR tertiary mutations, 24% were 
C797S mutations, and C797G/C797S mutations were 
found to coexist in 2 cases. Next-generation sequencing 
of pleural biopsy specimens from one of these patients 
was accompanied by MYC and EGFR amplification [53].

G796 site mutation
G796 is adjacent to residue C797, located below the 
phenyl aromatic ring of osimertinib, and occupies the 
solvent-front position, which is the area on the surface 
of the kinase where many inhibitors are attached, and 
the use of kinase inhibitors is often easy to trigger the 
mutations here in turn leading to drug resistance. For 
example, TKIs of ALK, ROS1, and RET often cause muta-
tions in the solvent-front position. G796 mutant forms 
are G796R, G796S, and G796D, and the substituted 
residues may interfere with osimertinib in the solvent-
front aromatic ring [54]. It is worth noting that the co-
crystal structure of osimertinib and EGFR shows that 
the "hydrophobic interlayer" formed between L718 and 
G796 is exactly the site of the hydrophobic interaction of 
aromatic rings in the solvent-front of osimertinib. Both 
mutations disrupt hydrophobic interactions and interfere 
with osimertinib binding to the kinase domain. G796R 
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interferes with osimertinib-EGFR binding more strongly 
than G796S [54]. In addition, EGFR G796D mutation 
was also detected in second-line osimertinib-resistant 
patients, and neither the first-generation TKI nor osi-
mertinib could inhibit EGFR G796D-driven cell prolif-
eration [52, 55]. Although there are no targeted therapy 
options, in vitro studies have shown that tumor cells with 
G796X mutations proliferate much slower than L792X 
and T790M mutant cells, and patients with these muta-
tions may be more suitable for conventional chemother-
apy. However, Lin’s team has now established a computer 
model study of 1058 osimertinib-resistant patient sam-
ples and found that the first-generation TKI gefitinib still 
has the activity of binding to EGFR in the presence of the 
G796S mutation, which may be a way to overcome the 
G796S mutation. One of the potential therapeutic strate-
gies for drug resistance mutations [56].

L792 site mutation
The N-lobe and C-lobe of the tyrosine kinase domain in 
the cytoplasm of the EGFR molecule are connected by 
the so-called "hinge" region of the kinase [57]. Computer 
simulations suggest that mutations of residue L792 in this 
region can sterically interfere with the methoxy group 
on the phenyl ring of osimertinib and bend its connec-
tion to the kinase domain, disrupting the positioning and 

combination of osimertinib and the ATP-binding pocket 
[58]. L792H is the most common hinge region mutation 
in the L792 residue. L792 mutation usually coexists with 
other EGFR mutations, such as T790M can coexist in cis 
form, and G796/C797 can coexist in trans form [58, 59], 
which indicates that L792 mutation may independently 
lead to osimertinib resistance. Furthermore, the L792 
mutant in vitro remained sensitive to the first-generation 
TKI gefitinib (Fig. 3) [60].

Rare mutation in exon 20
In addition to the well-known EGFR tertiary mutations 
that lead to osimertinib resistance, other mutations in 
exon 20 rarely occur after osimertinib resistance. EGFR 
S768I is a rare mutation in exon 20 that has been detected 
in patients who progressed on second- and first-line osi-
mertinib therapy, often co-occurring with sensitizing 
EGFR mutations [39, 61], but the exact mechanism and 
prognostic impact have not been fully elucidated. What 
is currently known is that S768I, as part of the αC helix 
in the kinase domain of EGFR, stabilizes the active ’αC-
in’ conformation by improving the hydrophobic accumu-
lation between the αC-helix and the adjacent β9 strand, 
reducing osimertinib sensitivity [62]. One patient also 

Fig. 3  Therapeutic strategies based on clinical and vitro studies. Erlotinib combined with osimertinib, or gefitinib combined with osimertinib 
both have certain effects on the EGFR C797S/T790M trans configuration based on vitro studies and clinical evidence. Brigatinib combined with 
cetuximab or CH7233163 or BLU-945 treatment exhibited potent anti-tumor activity against the EGFR ex19del /T790M/C797S triple mutation. 
Brigatinib combined with bevacizumab and osimertinib or EAI045 or BLU-945 combined with cetuximab treatment, have a significant effect on 
the EGFR L858R-T790M-C797S triple mutation. Afatinib treatment is a potentially effective strategy for EGFR L858R/L718Q/V or EGFR G719S/C or 
EGFR ex19del/G724S mutation based on clinical cases or research evidence. Gefitinib can combat lung adenocarcinoma with EGFR L858R-cis 
T790M-L792H triple mutation in vitro
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reported an exon 20 insertion (1%) in second-line osi-
mertinib failure cases [39, 63].

EGFR mutations in exon 18
L718 and G719 site mutation
In vitro and in  vivo studies have shown that mutations 
in the L718 residue can also lead to osimertinib resist-
ance. The L718 residue is located near the highly con-
served flexible glycine loop in the N-Lobe of the EGFR 
kinase domain, which is the binding site for ATP [63]. 
The common drug-resistant mutations generated on 
L718 are L718Q and L718V, of which the former has a 

higher frequency and drug resistance. Computer simu-
lations showed that the L718Q mutation causes steric 
restriction and reduces the hydrophobic interaction of 
osimertinib with EGFR, thereby hindering the binding 
to EGFR [64]. The first evidence of L718Q mutation was 
found in an EGFR L858R/T790M co-mutated metastatic 
NSCLC patient treated with osimertinib [64]. However, 
in vitro studies have shown that EGFR ex19del/T790M/
L718Q co-mutated cells remained sensitive to osimerti-
nib. So it is speculated that L718Q-mediated resistance 
preferentially occurs at L858R rather than ex19del [64]. 
Notably, EGFR L718Q was also found to be a resistance 

Fig. 4  Evolutionary mechanism of drug resistance and targeted therapeutic strategies. Cell clones with primary EGFR activating mutations (e.g., 
L858R and ex19del mutation) appeared T790M resistant clones under the selection or induction of the 1st and 2nd generation TKIs. C797S resistant 
clones appeared under the same mechanism of 3rd generation TKIs. The two mutated genes, C797S and T790M, can be located on the same DNA 
strand (in cis) or on different DNA strands (in trans). There are now different effective therapeutic strategies for these specific combinations of 
drug-resistant mutations that have evolved from drug selection
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mechanism to first-line osimertinib therapy (2%) [39]. 
Meanwhile, according to Yang et al., most patients with 
L718Q/V mutation did not have coexisting C797 muta-
tion (6/7), suggesting that mutation at L718 may be 
another strong candidate factor mediating osimertinib 
resistance, which is mutually exclusive with the C797 
mutation [52].

In addition, the G719X mutation in EGFR exon 18 
is one of the more common rare mutations in EGFR, 
including G719A, G719D, and G719C [44, 52]. On the 
one hand, since the L718 residue is very close to the 
G719A residue, similar to the mechanism of L718, the 
spatial limitation predicted by computer simulation may 
also be the reason for the resistance of G719A muta-
tion patients to osimertinib [52]. On the other hand, The 
EGFR G719X mutation can lead to constitutive activation 
of the EGFR [65].

Based on current studies, the L718Q/V mutation 
occurs almost exclusively in the context of the L858R 
driver mutation, and both in  vitro and in  vivo models 
have shown sensitivity to afatinib, as well as resistance 
to erlotinib and osimertinib [66]. Clinically, Liu et  al. 
reported a patient with EGFR L858R/L718Q-mutated 
NSCLC. After treatment with afatinib, the patient’s clini-
cal symptoms were relieved, and the ECOG score was 
significantly improved [67]. Song also reported a patient 
with L718V mutation persistently sensitive to afatinib 
therapy [68]. All the above evidence suggests that afatinib 
treatment is a potentially effective strategy for L718Q/V 
mutation (Fig. 3).

For G719X mutations, current studies have found that 
different types of G719X mutations may retain sensitiv-
ity to different types of TKIs, depending on the different 
substitution types of amino acid residues [47]. In  vitro 
studies, Shinichi Kimura’s team found that G719S mutant 
cells were sensitive to afatinib [69], and similarly, G719C 
mutants were also sensitive to afatinib (Fig. 3) [70]. How-
ever, a small number of G719X mutations are still sen-
sitive to osimertinib. In a case of a patient with L747S/
G719C mutation reported by Emmanuel Grolleau et al., 
the tumor shrank significantly after treatment with osi-
mertinib, showing that the L747S/G719C mutation is 
sensitive to osimertinib [71].

G724 site mutation
Researchers have identified the G724S mutation in the 
ATP phosphate-binding loop (P-loop) of the EGFR 
tyrosine kinase domain in multiple osimertinib-resistant 
patients [72]. Structural analysis shows that the G724S 
mutation affects the adjacent ELREA sequence (the 
ATP-binding site of the EGFR-TK region), modulates 
the αC helix structure in the kinase domain, and then 
affects the structure and dynamics of the binding site, 

interfering with osimertinib binds to EGFR [73]. The 
researchers speculate that G724S-mediated resistance 
preferentially occurs at ex19del rather than the L858 
locus, that is, G724S mutation is a specific resistance 
mechanism to osimertinib ex19del, and its occurrence 
is highly correlated with ex19del [73]. Interestingly, the 
second-generation TKI still retains the kinase affinity in 
the G724S mutant. Benjamin’s team simulated the stable 
binding of afatinib to the EGFR G724S mutant by com-
puter modeling and verified in  vitro that afatinib could 
effectively overcome G724S-driven drug resistance [73]. 
At the same time, Fang’s clinical case reported that in a 
patient with osimertinib-resistant EGFR G724S/ex19del 
lung adenocarcinoma, afatinib treatment achieved sig-
nificant results, indicating that G724S mutant tumors 
may still be sensitive to afatinib in vivo, which provides 
a promising therapeutic strategy for patients with such 
mutations(Fig. 3) [74].

EGFR copy number alterations
EGFR amplification and copy number alterations are also 
important resistance mechanisms. It translates to the 
overexpression of EGFR protein, which in turn leads to 
aberrant activation of several downstream signal regu-
lation pathways such as RAS/RAF/MAPK and PI3K/
AKT/mTOR and STAT signaling pathway etc., and con-
sequently promotes tumor occurrence and progression 
even in the presence of EGFR TKI. Moreover, EGFR 
amplification often occurs concurrently with EGFR-TKI 
mutations. Therefore, it is difficult to determine whether 
EGFR amplification is a primary or acquired mechanism 
of osimertinib resistance [75, 76]. Roper et al. found that 
in the presence of osimertinib resistance, the mutated 
EGFR allele (rather than the wild-type allele) was fur-
ther amplified. This suggests that further amplification 
of the EGFR mutant allele is more common in acquired 
resistance to osimertinib [77]. Franciele H. Knebel 
detected significant and unequal amplification of EGFR 
ex19del copy number in the blood of a patient with EGFR 
ex19del/T790M/C797S mutated osimertinib-resistant 
NSCLC, suggesting that selective amplification of the 
EGFR-ex19del allele may represent a novel resistance 
mechanism to osimertinib [76]. A cohort analysis by Le 
et  al. showed that EGFR amplification occurred in 19% 
(8/42) of 42 osimertinib-resistant NSCLC patients [78]. 
In another study, Helman et al. found that 29% (17/58) of 
osimertinib-resistant patients developed EGFR amplifi-
cation [79].

The evolution of osimertinib‑resistant subclone
Subclones of various mutation types exist in advanced 
NSCLCs. Under the strong selection pressure of EGFR-
TKI, tumor cells undergo clonal selection. Clones with 
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primary or secondary drug-resistant mutations survive 
and replicate for many cycles, replacing those drug-sensi-
tive clones and ultimately driving the progression of drug 
resistance and tumor relapse [79]. The T790M muta-
tion that leads to the acquisition of resistance of EGFR 
to the first and second-generation TKIs is such a win-
ner in the subclonal selection mechanism of resistance. 
Alternatively, Hata et al. found that drug-resistant clones 
can pre-exist or evolve from earlier drug-resistant cells, 
so those survived the initial treatment can act as evolu-
tionary ancestors for subsequent drug-resistant cells [80]. 
Similarly, although the current study has not yet deter-
mined whether or not the EGFR-dependent resistance 
mutations of osimertinib led by C797S are derived from 
pre-existing subclones, we can reasonably speculate that 
it has a similar development trajectory as above, and con-
duct exploratory research based on this idea, and ulti-
mately elucidate the resistance mechanism.

While resistance originated from evolutionary pres-
sures to select specific subclones, resistance to TKIs is 
often associated with the emergence of novel mutations 
in the resistance-related genes or in the targeted gene 
itself. For example, a recent study revealed that the treat-
ment response to osimertinib is often incomplete due to 
the additional co-occurring genetic alterations together 
with EGFR mutations. As an example, they reported 
the loss of function mutations of RBM10 that co-occur 
with mutant EGFR decreased the efficacy of osimerti-
nib in patient-derived EGFR-mutant tumor models. The 
reason, as they inferred, was the inactivation of RBM10 
decreased the ratio of (proapoptotic) Bcl-xS to (antiapop-
totic) Bcl-xL isoforms of Bcl-x and therefore diminished 
EGFR inhibitor–mediated apoptosis [81]. Interestingly, 
the origin of such recurrent mutations can also be attrib-
uted to the strong apoptosis inductive effect of TKIs, 

and finally resulted in drug-induced mutation [82]. TKI 
induces repeated apoptosis which in turn triggers the 
down-regulation of genes involved in mismatch repair 
and homologous recombination DNA repair. Conse-
quently, these events lead to the increased error rate of 
DNA polymerase, making damage repair more prone to 
errors and thus increasing the incidence of EGFR muta-
tions [83]. For example, Russo et  al. found that drug-
resistant cancer cells that survived EGFR inhibition 
exhibited reduced expression of mismatch repair (MMR) 
genes MLH1 and decreased expression of MSH2, MSH6, 
and homologous recombination (HR) repair effec-
tors BRCA2 and RAD51, thus shifting DNA polymer-
ase from high fidelity to low fidelity, leading to damage 
repair system more error-prone and transiently increases 
its mutagenic capacity [83]. The above additional EGFR 
mutations are associated with the disruption of osimerti-
nib binding to tyrosine kinase by altering the binding site 
through allosteric/conformational transitions and alter-
ing the target through EGFR-TKI susceptibility muta-
tions (specifically the C797S mutation).

Development of the fourth‑generation TKI
Since the C797S mutation is the most abundant cis con-
figuration (85%), overcoming the C797S-mediated resist-
ance to the third-generation TKIs has become a hot issue 
for both researchers and pharmaceutical companies. As 
shown in Table  1, two potential solutions to solve this 
problem is the combination therapy and the develop-
ment of the fourth-generation TKI [10]. Especially for 
the latter, it started coming into public attention as all 
the currently developed fourth-generation TKIs, such as 
brigatinib, EAI045, CH 7,233,163, etc., exhibited good 
curative effects in NSCLC patients with C797S muta-
tion [84–86]. For example, brigatinib (Alunbrig), a novel 

Table 1  The next generation TKIs/TKIs combination currently undergoing development and clinical trials

TKI Tyrosine Kinase Inhibitor

The fourth – generation 
TKI

Suppression Study Outcome References

Brigatinib EGFR ex19del/T790M/C797S 
Mutation

In vitro and in vivo research Effective Uchibori K et al. 2017 [48]

Brigatinib + Cetuximab EGFR ex19del/T790M/cis-
C797S Mutation

A retrospective analysis of 15 
patients

ORR 60%; DCR 100% Wang Y et al., 2020 [89]

Brigatinib + Cetuxi-
mab + Osimertinib

EGFR L858R/T790M/cis-
C797S Mutation

A case report Partial remission was 
observed after one month of 
the treatment

Zhao J et al., 2018 [90]

EAI045 + Cetuxi mab EGFR ex19del/T790M/C797S 
Mutation

In vitro and in vivo research Effective Jia Y et al., 2016 [91]

CH7233163 EGFR ex19del/T790M/C797S 
Mutation

In vivo resarch Effective Kashima K et al., 2020 [92]

BLU-945 EGFR + /T790M;EGFR + /
T790M/C797S Mutation

In a phase ½ clinical trial 
(NCT 04862780)

In progress Eno MS et al., 2022 [93]
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dual kinase inhibitor of ALK and EGFR, was approved 
by FDA in April 2017 and used for first-line treatment 
of locally advanced or metastatic ALK-positive NSCLC 
patients [87]. It can effectively suppress the prolifera-
tion of ex19del-T790M-C797S triple mutant cells in vitro 
and in vivo, and it was found to be more effective when 
combined with the anti-EGFR antibody cetuximab 
[48]. Meanwhile, Wang et  al. reported that a patient 
with EGFR ex19del-mutated lung adenocarcinoma was 
initially treated with gefitinib and then osimertinib, 
followed by disease progression after gaining triple muta-
tion of EGFR ex19del/T790M/cis-C797S, and achieved 
significant efficacy by using brigatinib in combination 
with cetuximab (Figs. 3–4) [88]. A retrospective analysis 
of 15 patients with osimertinib resistance who also car-
ried C797S/T790M mutations showed that the Objective 
Response Rate (ORR) reached 60% after using brigatinib 
combined with cetuximab, and the Disease Control Rate 
(DCR) reached 100% [89]. In addition to anti-EGFR anti-
bodies, brigatinib can also be combined with the vascular 
endothelial growth factor (VEGF) inhibitor bevacizumab, 
in combination with osimertinib to effectively combat 
lung adenocarcinoma with EGFR L858R-T790M-cis 
C797S triple mutation (Figs. 3–4)[90].

In addition to brigatinib, Yong Jia’s team found that 
the combination of the novel EGFR allosteric inhibi-
tor EAI045, combined with cetuximab, has a signifi-
cant effect on the L858R-T790M-C797S triple mutant 
but not on the ex19del mutant NSCLC cells (Figs. 3–4) 
[91]. Fortunately, another fourth-generation TKI, 
CH7233163, exhibited even more potent anti-tumor 
activity against the EGFR ex19del-T790M-C797S triple 
mutation (Figs.  3–4) [92]. Even though so far an ideal 
fourth-generation TKI is yet to come, the future is sure 
to be optimistic as more and more candidates with better 
therapeutic effects and pharmacokinetic and pharmaco-
dynamic properties are emerging.

Conclusion and future perspectives
The mechanisms of multiple EGFR-dependent osimer-
tinib resistance have been extensively studied from the 
bench to the bed side, but a comprehensive and stand-
ardized solution to each type of the osimertinib resist-
ance is so far not available. Considering the central role of 
osimertinib in the treatment of EGFR-mutanted NSCLC, 
it is urgent to elucidate various types of drug resist-
ance mechanisms and develop corresponding strategies. 
Importantly, next-generation sequencing is nowadays 
widely applied in detecting the plasma ctDNA for tumor 
re-biopsy. It not only tells the tumor genotypes, together 
with other clinical data and omic analysis provide very 
useful information for understanding specific osimertinib 

resistance mechanisms in a clinical setting and decision-
making for the follow-up treatment strategy.

Chemotherapy remains as an indispensable solution 
until newer generations of targeted drugs are approved. 
At the same time, ICIs, such as PD-1 and PD-L1, have 
made breakthroughs in the immunotherapy of advanced 
NSCLC [94]. Despite that large-scale trials showed 
negative outcomes in the treatment of EGFR mutation-
driven NSCLC, there are also a number of studies report-
ing positive results from the combined treatment of 
ICIs and chemotherapy or the combination of ICIs and 
EGFR-TKIs for the treatment of EGFR-mutated NSCLC 
[7, 95–98]. In addition, chimeric antigen receptor T cell 
(CAR-T) immunotherapy is also a new idea for the treat-
ment of NSCLC [99, 100], but its efficacy in patients with 
EGFR mutations still needs support from more research 
and case studies.

Finally, large-scale clinical trials like the ORCHARD 
trial need to be conducted in the osimertinib-resistant 
cohort in addition to preclinical in vitro and in vivo stud-
ies to evaluate the effectiveness of various treatment 
options. Excitingly, the development and early trials of 
fourth-generation EGFR-TKIs targeting tertiary EGFR 
mutations have made great progress. It is foreseeable 
that with the continuous progress of next-generation 
EGFR inhibitors, chemotherapy, antibodies, and immune 
checkpoint inhibitors, there will be more and better solu-
tions in the toolbox of clinicians when they confront the 
osimertinib-resistant NSCLC in the future.

Abbreviations
EGFR	� Epidermal growth factor receptor
TKI	� Tyrosine kinase inhibitor
EGFR-TKI	� Epidermal growth factor receptor tyrosine kinase inhibitor
NSCLC	� Non-small cell lung cancer
PFS	� Progression free survival
ATP	� Adenosine triphosphate
WT	� Wild type
ErbB	� Erythroblastic oncogene B
RAS	� Rat sarcoma
RAF	� Rapidly accelerated fibrosarcoma
MEK	� METhyl ethyl ketone
MAPK	� Mitogen-activated protein kinase
ERK	� Extracellular regulated protein kinase
FOS	� Finkel-Biskis-Jinkins murine osteogenicsarcoma
MYC	� Myelocytomatosis
NF-κB	� Nuclear factor kappa-B
CREB	� CAMP-response element binding protein
PI3K	� Phosphatidylinositide 3-kinases
AKT	� (PKB: protein kinase B)
PIP-3	� Phosphatidylinositol-3, 4, 5-phosphate
mTOR	� Mechanistic target of rapaMYCin
JAK	� Janus kinase
STAT​	� Signal transducer and activator of transcription
TK	� Tyrosine kinase
mPFS	� Median PFS
CNS	� Central nervous system
MET	� Mesenchymal-epithelial transition factor
Ex19del	� Exon 19 deletion
OS	� Overall survival



Page 11 of 13Li et al. Cell Communication and Signaling           (2023) 21:71 	

NGS	� Next generation sequencing
KRAS	� Kirsten rat sarcoma viral oncogene homolog
BRAF	� V-RAF murine sarcoma viral oncogene homolog B1
ctDNA	� Circulating tumor DNA

Supplementary Information
The online version contains supplementary material available at https://​doi.​
org/​10.​1186/​s12964-​023-​01082-8.

Author contributions
FL and HS have contributed significantly to the conception and design of the 
work (They are all corresponding authors). YL and TM have contributed mainly 
to drafting the work and revising it critically for important intellectual content. 
JW and HZ have prepared all the figures and citations. The other authors have 
contributed in collecting and organizing the relevant materials, data and refer-
ences. All authors read and approved the final manuscript.

Funding
This work was supported by National Natural Science Foundation of China 
(81672962, 32170738) and the Natural Science Foundation of Jiangsu Province 
(BK20211256).

Availability of data and materials
The original contributions presented in the study are included in the article, 
further inquiries can be directed to the corresponding authors.

Declarations

Ethical approval and consent to participate
Not applicable.

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

Received: 4 January 2023   Accepted: 14 February 2023

References
	 1.	 Cheng G, Zhang Q, Pan J, Lee Y, Ouari O, Hardy M, Zielonka M, Myers CR, 

Zielonka J, Weh K, et al. Targeting lonidamine to mitochondria mitigates 
lung tumorigenesis and brain metastasis. Nat Commun. 2019;10:2205.

	 2.	 Bray F, Ferlay J, Soerjomataram I, Siegel RL, Torre LA, Jemal A. Global 
cancer statistics 2018: GLOBOCAN estimates of incidence and 
mortality worldwide for 36 cancers in 185 countries. CA Cancer J Clin. 
2018;68:394–424.

	 3.	 Bade BC, Dela Cruz CS. Lung cancer 2020: epidemiology, etiology, and 
prevention. Clin Chest Med. 2020;41:1–24.

	 4.	 Thai AA, Solomon BJ, Sequist LV, Gainor JF, Heist RS. Lung cancer. Lan-
cet. 2021;398:535–54.

	 5.	 Khoja L, Day D, Wei-Wu Chen T, Siu LL, Hansen AR. Tumour- and class-
specific patterns of immune-related adverse events of immune check-
point inhibitors: a systematic review. Ann Oncol. 2017;28:2377–85.

	 6.	 Tan CS, Kumarakulasinghe NB, Huang YQ, Ang YLE, Choo JR, Goh BC, 
Soo RA. Third generation EGFR TKIs: current data and future directions. 
Mol Cancer. 2018;17:29.

	 7.	 Duma N, Santana-Davila R, Molina JR. Non-small cell lung cancer: 
epidemiology, screening, diagnosis, and treatment. Mayo Clin Proc. 
2019;94:1623–40.

	 8.	 Shi Y, Au JS, Thongprasert S, Srinivasan S, Tsai CM, Khoa MT, Heeroma 
K, Itoh Y, Cornelio G, Yang PC. A prospective, molecular epidemiology 
study of EGFR mutations in Asian patients with advanced non-small-
cell lung cancer of adenocarcinoma histology (PIONEER). J Thorac 
Oncol. 2014;9:154–62.

	 9.	 Xu L, Xu Y, Zheng J, Zhao Y, Wang H, Qi Y. Dacomitinib improves chemo-
sensitivity of cisplatin-resistant human ovarian cancer cells. Oncol Lett. 
2021;22:569.

	 10.	 Du X, Yang B, An Q, Assaraf YG, Cao X, Xia J. Acquired resistance to third-
generation EGFR-TKIs and emerging next-generation EGFR inhibitors. 
Innovation (Camb). 2021;2: 100103.

	 11.	 Yun CH, Mengwasser KE, Toms AV, Woo MS, Greulich H, Wong KK, 
Meyerson M, Eck MJ. The T790M mutation in EGFR kinase causes drug 
resistance by increasing the affinity for ATP. Proc Natl Acad Sci USA. 
2008;105:2070–5.

	 12.	 Oxnard GR, Hu Y, Mileham KF, Husain H, Costa DB, Tracy P, Feeney N, 
Sholl LM, Dahlberg SE, Redig AJ, et al. Assessment of resistance mecha-
nisms and clinical implications in patients with EGFR T790M-positive 
lung cancer and acquired resistance to osimertinib. JAMA Oncol. 
2018;4:1527–34.

	 13.	 Wu SG, Shih JY. Management of acquired resistance to EGFR TKI-
targeted therapy in advanced non-small cell lung cancer. Mol Cancer. 
2018;17:38.

	 14.	 Mok TS, Wu YL, Ahn MJ, Garassino MC, Kim HR, Ramalingam SS, 
Shepherd FA, He Y, Akamatsu H, Theelen WS, et al. Osimertinib or 
platinum-pemetrexed in EGFR T790M-positive lung cancer. N Engl J 
Med. 2017;376:629–40.

	 15.	 Soria JC, Ohe Y, Vansteenkiste J, Reungwetwattana T, Chewaskulyong B, 
Lee KH, Dechaphunkul A, Imamura F, Nogami N, Kurata T, et al. Osimer-
tinib in untreated EGFR-mutated advanced non-small-cell lung cancer. 
N Engl J Med. 2018;378:113–25.

	 16.	 Leonetti A, Facchinetti F, Tiseo M. Upfront osimertinib in EGFR-mutated 
non-small cell lung cancer: is brain still a sanctuary? Ann Transl Med. 
2018;6:S110.

	 17.	 Choi J, Sung JY, Lee S, Yoo J, Rongo C, Kim YN, Shim J. Rab8 and Rabin8-
mediated tumor formation by hyperactivated EGFR signaling via FGFR 
signaling. Int J Molecul Sci. 2020;21(20):7770.

	 18.	 Martinez-Marti A, Felip E, Matito J, Mereu E, Navarro A, Cedrés S, Pardo 
N, de Castro AM, Remon J, Miquel JM, Guillaumet-Adkins A. DualMET 
andERBB inhibition overcomes intratumor plasticity in osimertinib-
resistant-advanced non-small-cell lung cancer (NSCLC). Annals Oncol. 
2017;28(10):2451–7.

	 19.	 Sanomachi T, Suzuki S, Togashi K, Sugai A, Seino S, Okada M, Yoshioka T, 
Kitanaka C, Yamamoto M. Spironolactone, a classic potassium-sparing 
diuretic, reduces survivin expression and chemosensitizes cancer cells 
to non-DNA-damaging anticancer drugs. Cancers. 2019;11(10):1550.

	 20.	 Schmid S, Li JJN, Leighl NB. Mechanisms of osimertinib resistance and 
emerging treatment options. Lung Cancer. 2020;147:123–9.

	 21.	 Cheng Y, He Y, Li W, Zhang HL, Zhou Q, Wang B, Liu C, Walding A, 
Saggese M, Huang X, et al. Osimertinib versus comparator EGFR TKI as 
first-line treatment for EGFR-mutated advanced NSCLC: FLAURA China. 
Random Stud Target Oncol. 2021;16:165–76.

	 22.	 Holbro T, Civenni G, Hynes NE. The ErbB receptors and their role in 
cancer progression. Exp Cell Res. 2003;284:99–110.

	 23.	 Suda K, Mitsudomi T. Role of EGFR mutations in lung cancers: prognosis 
and tumor chemosensitivity. Arch Toxicol. 2015;89:1227–40.

	 24.	 Passaro A, Mok T, Peters S, Popat S, Ahn MJ, de Marinis F. Recent 
advances on the role of EGFR Tyrosine Kinase Inhibitors in the manage-
ment of NSCLC With uncommon, non exon 20 insertions. EGFR Muta-
tions J Thorac Oncol. 2021;16:764–73.

	 25.	 Duggirala KB, Lee Y, Lee K. Chronicles of EGFR Tyrosine Kinase Inhibitors: 
targeting EGFR C797S containing triple Mutations. Biomol Ther (Seoul). 
2022;30:19–27.

	 26.	 Harrison PT, Vyse S, Huang PH. Rare epidermal growth factor receptor 
(EGFR) mutations in non-small cell lung cancer. Semin Cancer Biol. 
2020;61:167–79.

	 27.	 Zhang X, Chen J, Jin H, Zhao W, Chang Z, Wu H. Effect of erlotinib com-
bined with cisplatin on IL-6 and IL-12 in mice with Lewis lung cancer. 
Oncol Lett. 2020;20:902–6.

	 28.	 Tomas A, Futter CE, Eden ER. EGF receptor trafficking: consequences for 
signaling and cancer. Trends Cell Biol. 2014;24:26–34.

	 29.	 Yang R, Li X, Wu Y, Zhang G, Liu X, Li Y, Bao Y, Yang W, Cui H. EGFR acti-
vates GDH1 transcription to promote glutamine metabolism through 
MEK/ERK/ELK1 pathway in glioblastoma. Oncogene. 2020;39:2975–86.

	 30.	 Zinatizadeh MR, Miri SR, Zarandi PK, Chalbatani GM, Raposo C, Mirzaei 
HR, Akbari ME, Mahmoodzadeh H. The hippo tumor suppressor 

https://doi.org/10.1186/s12964-023-01082-8
https://doi.org/10.1186/s12964-023-01082-8


Page 12 of 13Li et al. Cell Communication and Signaling           (2023) 21:71 

pathway (YAP/TAZ/TEAD/MST/LATS) and EGFR-RAS-RAF-MEK in cancer 
metastasis. Genes Dis. 2021;8:48–60.

	 31.	 Wee P, Wang Z. Epidermal growth factor receptor cell proliferation 
signaling pathways. Cancers (Basel). 2017;9:52.

	 32.	 Li X, Wu C, Chen N, Gu H, Yen A, Cao L, Wang E, Wang L. PI3K/Akt/mTOR 
signaling pathway and targeted therapy for glioblastoma. Oncotarget. 
2016;7:33440–50.

	 33.	 Mohiuddin M, Kasahara K. Paclitaxel impedes EGFR-mutated PC9 cell 
growth via reactive oxygen species-mediated DNA damage and EGFR/
PI3K/AKT/mTOR signaling pathway suppression. Cancer Genom Prot-
eomics. 2021;18:645–59.

	 34.	 Erdogan F, Radu TB, Orlova A, Qadree AK, de Araujo ED, Israelian J, 
Valent P, Mustjoki SM, Herling M, Moriggl R, Gunning PT. JAK-STAT core 
cancer pathway: an integrative cancer interactome analysis. J Cell Mol 
Med. 2022;26:2049–62.

	 35.	 Sajadimajd S, Bahramsoltani R, Iranpanah A, Kumar Patra J, Das G, 
Gouda S, Rahimi R, Rezaeiamiri E, Cao H, Giampieri F, et al. Advances on 
natural polyphenols as anticancer agents for skin cancer. Pharmacol 
Res. 2020;151: 104584.

	 36.	 Sabbah DA, Hajjo R, Sweidan K. Review on epidermal growth factor 
receptor (EGFR) structure, signaling pathways, interactions, and recent 
updates of EGFR inhibitors. Curr Top Med Chem. 2020;20:815–34.

	 37.	 Thress KS, Paweletz CP, Felip E, Cho BC, Stetson D, Dougherty B, Lai Z, 
Markovets A, Vivancos A, Kuang Y, et al. Acquired EGFR C797S mutation 
mediates resistance to AZD9291 in non-small cell lung cancer harbor-
ing EGFR T790M. Nat Med. 2015;21:560–2.

	 38.	 Liu Y, Li Y, Ou Q, Wu X, Wang X, Shao YW, Ying J. Acquired EGFR L718V 
mutation mediates resistance to osimertinib in non-small cell lung 
cancer but retains sensitivity to afatinib. Lung Cancer. 2018;118:1–5.

	 39.	 Leonetti A, Sharma S, Minari R, Perego P, Giovannetti E, Tiseo M. Resist-
ance mechanisms to osimertinib in EGFR-mutated non-small cell lung 
cancer. Br J Cancer. 2019;121:725–37.

	 40.	 Akamatsu H, Katakami N, Okamoto I, Kato T, Kim YH, Imamura F, Shinkai 
M, Hodge RA, Uchida H, Hida T. Osimertinib in Japanese patients with 
EGFR T790M mutation-positive advanced non-small-cell lung cancer: 
AURA3 trial. Cancer Sci. 2018;109:1930–8.

	 41.	 Oxnard GR, Hu Y, Mileham KF, Husain H, Costa DB, Tracy P, Feeney N, 
Sholl LM, Dahlberg SE, Redig AJ, et al. Assessment of resistance mecha-
nisms and clinical implications in patients with EGFR T790M–positive 
lung cancer and acquired resistance to osimertinib. JAMA Oncol. 
2018;4:1527–34.

	 42.	 Lin CC, Shih JY, Yu CJ, Ho CC, Liao WY, Lee JH, Tsai TH, Su KY, Hsieh MS, 
Chang YL, et al. Outcomes in patients with non-small-cell lung cancer 
and acquired Thr790Met mutation treated with osimertinib: a genomic 
study. Lancet Respir Med. 2018;6:107–16.

	 43.	 Zhao S, Li X, Zhao C, Jiang T, Jia Y, Shi J, He Y, Li J, Zhou F, Gao G, et al. 
Loss of T790M mutation is associated with early progression to osi-
mertinib in Chinese patients with advanced NSCLC who are harboring 
EGFR T790M. Lung Cancer. 2019;128:33–9.

	 44.	 Li K, Yang M, Liang N, Li S. Determining EGFR-TKI sensitivity of G719X 
and other uncommon EGFR mutations in non-small cell lung cancer: 
perplexity and solution (Review). Oncol Rep. 2017;37:1347–58.

	 45.	 Chic N, Mayo-de-Las-Casas C, Reguart N. Successful treatment with 
gefitinib in advanced non-small cell lung cancer after acquired resist-
ance to osimertinib. J Thorac Oncol. 2017;12:e78–80.

	 46.	 Nagasaka M, Balmanoukian AS, Madison R, Zhang SS, Klempner SJ, Ou 
SI. Amivantamab (JNJ-61186372) induces clinical, biochemical, molecu-
lar, and radiographic response in a treatment-refractory NSCLC patient 
harboring amplified triple EGFR mutations (L858R/ T790M/G796S) in 
cis. Lung Cancer. 2022;164:52–5.

	 47.	 Gristina V, Malapelle U, Galvano A, Pisapia P, Pepe F, Rolfo C, Tortorici 
S, Bazan V, Troncone G, Russo A. The significance of epidermal growth 
factor receptor uncommon mutations in non-small cell lung cancer: 
a systematic review and critical appraisal. Cancer Treat Rev. 2020;85: 
101994.

	 48.	 Uchibori K, Inase N, Araki M, Kamada M, Sato S, Okuno Y, Fujita N, 
Katayama R. Brigatinib combined with anti-EGFR antibody overcomes 
osimertinib resistance in EGFR-mutated non-small-cell lung cancer. Nat 
Commun. 2017;8:14768.

	 49.	 Niederst MJ, Hu H, Mulvey HE, Lockerman EL, Garcia AR, Piotrowska 
Z, Sequist LV, Engelman JA. The allelic context of the C797S mutation 

acquired upon treatment with third-generation EGFR inhibitors 
impacts sensitivity to subsequent treatment strategies. Clin Cancer Res. 
2015;21:3924–33.

	 50.	 Wang Z, Yang JJ, Huang J, Ye JY, Zhang XC, Tu HY, Han-Zhang H, Wu 
YL. Lung adenocarcinoma harboring EGFR T790M and In trans C797S 
responds to combination therapy of first- and third-generation EGFR 
TKIs and shifts allelic configuration at resistance. J Thorac Oncol. 
2017;12:1723–7.

	 51.	 Arulananda S, Do H, Musafer A, Mitchell P, Dobrovic A, John T. Combina-
tion osimertinib and gefitinib in C797S and T790M EGFR-mutated 
non-small cell lung cancer. J Thorac Oncol. 2017;12:1728–32.

	 52.	 Yang Z, Yang N, Ou Q, Xiang Y, Jiang T, Wu X, Bao H, Tong X, Wang X, 
Shao YW, et al. Investigating novel resistance mechanisms to third-
generation EGFR tyrosine kinase inhibitor osimertinib in non-small cell 
lung cancer patients. Clin Cancer Res. 2018;24:3097–107.

	 53.	 Menon R, Muller J, Schneider P, Lakis S, Thress K, Wolf J, Heukamp L, 
Heuckmann JM, Griesinger F. A Novel EGFR(C797) variant detected in 
a pleural biopsy specimen from an osimertinib-treated patient using 
a comprehensive hybrid capture-based next-generation sequencing 
assay. J Thorac Oncol. 2016;11:e105-107.

	 54.	 Zheng D, Hu M, Bai Y, Zhu X, Lu X, Wu C, Wang J, Liu L, Wang Z, Ni J, 
et al. EGFR G796D mutation mediates resistance to osimertinib. Onco-
target. 2017;8:49671–9.

	 55.	 Zhang Q, Zhang XC, Yang JJ, Yang ZF, Bai Y, Su J, Wang Z, Zhang Z, Shao 
Y, Zhou Q, et al. EGFR L792H and G796R: two novel mutations mediat-
ing resistance to the third-generation EGFR tyrosine kinase inhibitor 
osimertinib. J Thorac Oncol. 2018;13:1415–21.

	 56.	 Lin L, Lu Q, Cao R, Ou Q, Ma Y, Bao H, Wu X, Shao Y, Wang Z, Shen B. 
Acquired rare recurrent EGFR mutations as mechanisms of resistance 
to osimertinib in lung cancer and in silico structural modelling. Am J 
Cancer Res. 2020;10:4005–15.

	 57.	 García-Godoy MJ, López-Camacho E, García-Nieto J, Nebro AJ, Aldana-
Montes JF Molecular docking optimization in the context of multi-drug 
resistant and sensitive EGFR mutants. Molecules. 2016; 21(11): 1575.

	 58.	 Ou SI, Cui J, Schrock AB, Goldberg ME, Zhu VW, Albacker L, Stephens 
PJ, Miller VA, Ali SM. Emergence of novel and dominant acquired EGFR 
solvent-front mutations at Gly796 (G796S/R) together with C797S/R 
and L792F/H mutations in one EGFR (L858R/T790M) NSCLC patient 
who progressed on osimertinib. Lung Cancer. 2017;108:228–31.

	 59.	 Oztan A, Fischer S, Schrock AB, Erlich RL, Lovly CM, Stephens PJ, Ross JS, 
Miller V, Ali SM, Ou SI, Raez LE. Emergence of EGFR G724S mutation in 
EGFR-mutant lung adenocarcinoma post progression on osimertinib. 
Lung Cancer. 2017;111:84–7.

	 60.	 Fairclough SR, Kiedrowski LA, Lin JJ, Zelichov O, Tarcic G, Stinchcombe 
TE, Odegaard JI, Lanman RB, Shaw AT, Nagy RJ. Identification of osimer-
tinib-resistant EGFR L792 mutations by cfDNA sequencing: oncogenic 
activity assessment and prevalence in large cfDNA cohort. Exp Hematol 
Oncol. 2019;8:24.

	 61.	 Leventakos K, Kipp BR, Rumilla KM, Winters JL, Yi ES, Mansfield AS. 
S768I Mutation in EGFR in patients with lung cancer. J Thorac Oncol. 
2016;11:1798–801.

	 62.	 Shan Y, Eastwood MP, Zhang X, Kim ET, Arkhipov A, Dror RO, Jumper 
J, Kuriyan J, Shaw DE. Oncogenic mutations counteract intrinsic 
disorder in the EGFR kinase and promote receptor dimerization. Cell. 
2012;149:860–70.

	 63.	 Tumbrink HL, Heimsoeth A, Sos ML. The next tier of EGFR resistance 
mutations in lung cancer. Oncogene. 2021;40:1–11.

	 64.	 Bersanelli M, Minari R, Bordi P, Gnetti L, Bozzetti C, Squadrilli A, Lagrasta 
CA, Bottarelli L, Osipova G, Capelletto E, et al. L718Q Mutation as new 
mechanism of acquired resistance to AZD9291 in EGFR-mutated 
NSCLC. J Thorac Oncol. 2016;11:e121-123.

	 65.	 Murakami H, Nokihara H, Hayashi H, Seto T, Park K, Azuma K, Tsai CM, 
Yang JC, Nishio M, Kim SW, et al. Clinical activity of ASP8273 in Asian 
patients with non-small-cell lung cancer with EGFR activating and 
T790M mutations. Cancer Sci. 2018;109:2852–62.

	 66.	 Starrett JH, Guernet AA, Cuomo ME, Poels KE, van Alderwerelt van 
Rosenburgh IK, Nagelberg A, Farnsworth D, Price KS, Khan H, Ashtekar 
KD, et al: Drug sensitivity and allele specificity of first-line osimertinib 
resistance EGFR mutations. Cancer Res 2020; 80: 2017–2030.

	 67.	 Liu J, Jin B, Su H, Qu X, Liu Y. Afatinib helped overcome subse-
quent resistance to osimertinib in a patient with NSCLC having 



Page 13 of 13Li et al. Cell Communication and Signaling           (2023) 21:71 	

leptomeningeal metastasis baring acquired EGFR L718Q mutation: a 
case report. BMC Cancer. 2019;19:702.

	 68.	 Song Z, Ren G, Wang X, Du H, Sun Y, Hu L. Durable clinical benefit from 
afatinib in a lung adenocarcinoma patient with acquired EGFR L718V 
mutation-mediated resistance towards osimertinib: a case report and 
literature review. Ann Palliat Med. 2022;11:1126–34.

	 69.	 Kimura S, Tanaka K, Harada T, Liu R, Shibahara D, Kawano Y, Nakanishi Y, 
Okamoto I. Sensitivity of epidermal growth factor receptor with single 
or double uncommon mutations to afatinib confirmed by a visual 
assay. Cancer Sci. 2018;109:3657–61.

	 70.	 Masuda T, Sunaga N, Kasahara N, Takehara K, Yatomi M, Hara K, Koga 
Y, Maeno T, Hisada T. Successful afatinib rechallenge in a patient with 
non-small cell lung cancer harboring EGFR G719C and S768I mutations. 
Thorac Cancer. 2020;11:2351–6.

	 71.	 Grolleau E, Haddad V, Boissiere L, Falchero L, Arpin D. Clinical efficacy 
of osimertinib in a patient presenting a double EGFR L747S and G719C 
mutation. J Thorac Oncol. 2019;14:e151–3.

	 72.	 Zhang Y, He B, Zhou D, Li M, Hu C. Newly emergent acquired EGFR exon 
18 G724S mutation after resistance of a T790M specific EGFR inhibitor 
osimertinib in non-small-cell lung cancer: a case report. Onco Targets 
Ther. 2019;12:51–6.

	 73.	 Brown BP, Zhang YK, Westover D, Yan Y, Qiao H, Huang V, Du Z, Smith 
JA, Ross JS, Miller VA, et al. On-target resistance to the mutant-selective 
EGFR inhibitor osimertinib can develop in an allele-specific manner 
dependent on the original EGFR-activating mutation. Clin Cancer Res. 
2019;25:3341–51.

	 74.	 Fang W, Huang Y, Gan J, Zheng Q, Zhang L. Emergence of EGFR G724S 
after progression on osimertinib responded to afatinib monotherapy. J 
Thorac Oncol. 2020;15:e36–7.

	 75.	 Nukaga S, Yasuda H, Tsuchihara K, Hamamoto J, Masuzawa K, Kawada I, 
Naoki K, Matsumoto S, Mimaki S, Ikemura S, et al. Amplification of EGFR 
wild-type alleles in non-small cell lung cancer cells confers acquired 
resistance to mutation-selective EGFR tyrosine kinase inhibitors. Cancer 
Res. 2017;77:2078–89.

	 76.	 Knebel FH, Bettoni F, Shimada AK, Cruz M, Alessi JV, Negrao MV, Reis 
LFL, Katz A, Camargo AA. Sequential liquid biopsies reveal dynamic 
alterations of EGFR driver mutations and indicate EGFR amplification as 
a new mechanism of resistance to osimertinib in NSCLC. Lung Cancer. 
2017;108:238–41.

	 77.	 Roper N, Brown AL, Wei JS, Pack S, Trindade C, Kim C, Restifo O, Gao S, 
Sindiri S, Mehrabadi F, El Meskini R. Clonal evolution and heterogeneity 
of osimertinib acquired resistance mechanisms in EGFR mutant lung 
cancer. Cell Reports Med. 2020;1(1):100007.

	 78.	 Le X, Puri S, Negrao MV, Nilsson MB, Robichaux J, Boyle T, Hicks JK, 
Lovinger KL, Roarty E, Rinsurongkawong W, et al. Landscape of EGFR-
dependent and -independent resistance mechanisms to osimertinib 
and continuation therapy beyond progression in EGFR-mutant NSCLC. 
Clin Cancer Res. 2018;24:6195–203.

	 79.	 Helman E, Nguyen M, Karlovich CA, Despain D, Choquette AK, Spira 
AI, Yu HA, Camidge DR, Harding TC, Lanman RB, Simmons AD. Cell-
free DNA next-generation sequencing prediction of response and 
resistance to third-generation EGFR INHIBITOR. Clin Lung Cancer. 
2018;19(518–530): e517.

	 80.	 Hata AN, Niederst MJ, Archibald HL, Gomez-Caraballo M, Siddiqui FM, 
Mulvey HE, Maruvka YE, Ji F, Bhang HE, Krishnamurthy Radhakrishna 
V, et al. Tumor cells can follow distinct evolutionary paths to become 
resistant to epidermal growth factor receptor inhibition. Nat Med. 
2016;22:262–9.

	 81.	 Nanjo S, Wu W, Karachaliou N, Blakely CM, Suzuki J, Chou YT, Ali SM, 
Kerr DL, Olivas VR, Shue J, et al. Deficiency of the splicing factor RBM10 
limits EGFR inhibitor response in EGFR-mutant lung cancer. J Clin Invest. 
2022;132(1):13.

	 82.	 Qiu Y, Yin X, Li X, Wang Y, Fu Q, Huang R, Lu S. Untangling dual-
targeting therapeutic mechanism of epidermal growth factor receptor 
(EGFR) based on reversed allosteric communication. Pharmaceutics. 
2021;13(5):747.

	 83.	 Russo M, Crisafulli G, Sogari A, Reilly NM, Arena S, Lamba S, Bartolini A, 
Amodio V, Magri A, Novara L, et al. Adaptive mutability of colorectal 
cancers in response to targeted therapies. Science. 2019;366:1473–80.

	 84.	 Wang S, Song Y, Liu D. EAI045: the fourth-generation EGFR inhibitor 
overcoming T790M and C797S resistance. Cancer Lett. 2017;385:51–4.

	 85.	 Lu X, Yu L, Zhang Z, Ren X, Smaill JB, Ding K. Targeting EGFR(L858R/
T790M) and EGFR(L858R/T790M/C797S) resistance mutations in 
NSCLC: current developments in medicinal chemistry. Med Res Rev. 
2018;38:1550–81.

	 86.	 Wang S, Song Y, Yan F, Liu D. Mechanisms of resistance to third-genera-
tion EGFR tyrosine kinase inhibitors. Front Med. 2016;10:383–8.

	 87.	 Camidge DR, Kim HR, Ahn MJ, Yang JCH, Han JY, Hochmair MJ, Lee KH, 
Delmonte A, Garcia Campelo MR, Kim DW, et al. Brigatinib versus crizo-
tinib in ALK inhibitor-naive advanced ALK-positive NSCLC: final results 
of phase 3 ALTA-1L trial. J Thorac Oncol. 2021;16:2091–108.

	 88.	 Wang X, Zhou L, Yin JC, Wu X, Shao YW, Gao B. Lung adenocarcinoma 
Harboring EGFR 19del/C797S/t790m triple mutations responds to bri-
gatinib and anti-EGFR antibody combination therapy. J Thorac Oncol. 
2019;14:e85–8.

	 89.	 Wang Y, Yang N, Zhang Y, Li L, Han R, Zhu M, Feng M, Chen H, Lizaso 
A, Qin T, et al. Effective treatment of lung adenocarcinoma harbor-
ing EGFR-activating mutation, T790M, and cis-C797S triple mutations 
by brigatinib and cetuximab combination therapy. J Thorac Oncol. 
2020;15:1369–75.

	 90.	 Zhao J, Zou M, Lv J, Han Y, Wang G, Wang G. Effective treatment of 
pulmonary adenocarcinoma harboring triple EGFR mutations of 
L858R, T790M, and cis-C797S by osimertinib, bevacizumab, and 
brigatinib combination therapy: a case report. Onco Targets Ther. 
2018;11:5545–50.

	 91.	 Jia Y, Yun CH, Park E, Ercan D, Manuia M, Juarez J, Xu C, Rhee K, Chen T, 
Zhang H, et al. Overcoming EGFR(T790M) and EGFR(C797S) resistance 
with mutant-selective allosteric inhibitors. Nature. 2016;534:129–32.

	 92.	 Kashima K, Kawauchi H, Tanimura H, Tachibana Y, Chiba T, Torizawa T, 
Sakamoto H. CH7233163 overcomes osimertinib-resistant EGFR-Del19/
T790M/C797S mutation. Mol Cancer Ther. 2020;19:2288–97.

	 93.	 Eno MS, Brubaker JD, Campbell JE, De Savi C, Guzi TJ, Williams BD, 
Wilson D, Wilson K, Brooijmans N, Kim J, et al. Discovery of BLU-945, a 
reversible, potent, and wild-type-sparing next-generation EGFR mutant 
inhibitor for treatment-resistant non-small-cell lung cancer. J Med 
Chem. 2022;65(14):9662–77.

	 94.	 Huang MY, Jiang XM, Wang BL, Sun Y, Lu JJ. Combination therapy with 
PD-1/PD-L1 blockade in non-small cell lung cancer: strategies and 
mechanisms. Pharmacol Ther. 2021;219: 107694.

	 95.	 Camidge DR, Doebele RC, Kerr KM. Comparing and contrasting predic-
tive biomarkers for immunotherapy and targeted therapy of NSCLC. 
Nat Rev Clin Oncol. 2019;16:341–55.

	 96.	 Tang L, Wang J, Lin N, Zhou Y, He W, Liu J, Ma X. Immune checkpoint 
inhibitor-associated colitis: from mechanism to management. Front 
Immunol. 2021;12: 800879.

	 97.	 Wu L, Ke L, Zhang Z, Yu J, Meng X. Development of EGFR TKIs and 
options to manage resistance of third-generation EGFR TKI osimertinib: 
conventional ways and immune checkpoint inhibitors. Front Oncol. 
2020;10: 602762.

	 98.	 Liao D, Yu L, Shangguan D, Zhang Y, Xiao B, Liu N, Yang N. Recent 
advancements of monotherapy, combination, and sequential treat-
ment of EGFR/ALK-TKIs and ICIs in non-small cell lung cancer. Front 
Pharmacol. 2022;13: 905947.

	 99.	 Qu J, Mei Q, Chen L, Zhou J. Chimeric antigen receptor (CAR)-T-cell 
therapy in non-small-cell lung cancer (NSCLC): current status and future 
perspectives. Cancer Immunol Immunother. 2021;70:619–31.

	100.	 Gao Q, Wang S, Chen X, Cheng S, Zhang Z, Li F, Huang L, Yang Y, Zhou 
B, Yue D, et al. Cancer-cell-secreted CXCL11 promoted CD8(+) T cells 
infiltration through docetaxel-induced-release of HMGB1 in NSCLC. J 
Immunother Cancer. 2019;7:42.

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


	Toward the next generation EGFR inhibitors: an overview of osimertinib resistance mediated by EGFR mutations in non-small cell lung cancer
	Abstract 
	Introduction
	EGFR and its downstream signaling pathways
	EGFR mutations in exon 20
	 Loss of T790M mutation
	C797 site mutation
	G796 site mutation
	L792 site mutation
	Rare mutation in exon 20

	EGFR mutations in exon 18
	L718 and G719 site mutation
	G724 site mutation

	EGFR copy number alterations
	The evolution of osimertinib-resistant subclone
	Development of the fourth-generation TKI
	Conclusion and future perspectives
	References


