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Objective: This study aimed to investigate the effectiveness and tolerability of anlotinib plus PD-1 blockades in patients with
previously immunotherapy treated advanced non-small-cell lung cancer (NSCLC).

Methods: A total of 67 patients with previously immunotherapy treated advanced NSCLC who received anlotinib plus PD-1
blockades in clinical practice were screened retrospectively. All the PD-1 blockades used in this study were approved in China and
consisted of sintilimab, camrelizumab, tislelizumab and pembrolizumab. Effectiveness and safety of anlotinib plus PD-1 blockades
were assessed, and all patients were followed up regularly. Clinical significance between response status to previous immune-related
treatment regimens and therapeutic outcomes of anlotinib plus PD-1 blockades was further explored.

Results: The best overall response among the 67 patients suggested that a partial response was observed in 16 patients, stable disease
was noted in 41 patients and progressive disease was found in 10 patients, which yielded an objective response rate of 23.9% (95% CI:
14.3-35.9%) and a disease control rate of 85.1% (95% CI: 74.3-92.6%). Prognostic outcomes indicated that the median progression-
free survival (PFS) was 6.1 months (95% CI: 2.37-9.83) and the median overall survival (OS) was 16.5 months (95% CI: 10.73—
22.27). Exploratory analysis highlighted that patients who were intolerant to previous immune-related regimens (17 patients) might
have a superior prognosis (median OS: 22.3 months vs 12.5 months, P=0.024). Additionally, adverse reactions with any grades during
anlotinib plus PD-1 blockades administration were observed in 62 patients (92.5%), of which 31 patients (46.3%) had >grade 3
adverse reactions. Most common adverse reactions were fatigue, hypertension, diarrhea and hepatotoxicity.

Conclusion: Anlotinib plus PD-1 blockades demonstrated promising effectiveness and tolerable safety in patients with previously
immunotherapy treated advanced NSCLC. Those who were intolerant to previous immune-related regimens might benefit significantly
from treatment with anlotinib plus PD-1 blockades. This conclusion should be confirmed in future studies.
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Introduction

Lung cancer is the second most common malignant tumor worldwide with the highest mortality globally.' In China, lung
cancer is the most common malignant tumor with 815,000 new cases and 715,000 deaths annually. Non-small cell lung
cancer (NSCLC) is the most common type of lung cancer, accounting for approximately 85%, resulting in about 693,000
new cases and 608,000 new deaths in China each year.” Considerable driver gene in NSCLC and the respective targeted
drugs have been developed consecutively recently, rendering NSCLC with positive driver gene mutations the most
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successful cancer in precision medicine.> However, almost 50% of patients with advanced NSCLC with negative driver
genes have to receive chemotherapy as the first-line therapeutic regimens; 5-year overall survival (OS) rate of these
patients improves from 5% to 20% with the combination of immunotherapy currently.*

Immunotherapy represented by programmed cell death protein 1 (PD-1), including PD-L1 and CTLA-4, was one of the
most important breakthroughs in the field of oncology in recent years, indicating that immunotherapy might provide a new
therapeutic strategy for solid tumors clinically.” Among patients with advanced NSCLC, the Keynote and Checkmate series
of clinical trials demonstrated that pembrolizumab and nivolumab had surpassed chemotherapy and became the
standard second-line therapy recently.® Subsequently, pembrolizumab, sintilimab, camrelizumab, tislelizumab and toripali-
mab were also approved as first-line treatment for patients with advanced NSCLC in China,” which indicated that PD-1
blockades had become the therapeutic trend for NSCLC in China and accessibility of the drugs might significantly improve
with the price reductions. As a result, a considerable number of patients with advanced NSCLC might receive PD-1 plus
chemotherapy regimen as the first-line therapy in clinical practice.® Still and all, many patients might discontinue PD-1
blockades therapy in clinical practice, such as disease progression, intolerance of immune-related adverse events or
completion of a prespecified therapeutic course.” However, there was still no consensus regarding whether PD-1-related
regimens might be kept in subsequent treatment among patients who had failed the previous immunotherapy-related
treatment currently.'® Noteworthily, some researchers believed that rechallenge of PD-1-related regimens was also
a promising therapeutic strategy that might benefit patients consecutively.'' Unfortunately, no sufficient evidence-based
results were available on this topic, and more research data was needed to support the feasibility and rationality of PD-1
blockade rechallenge for patients with previously immunotherapy treated advanced NSCLC in clinical practice.'?

It seemed that rechallenge strategy originated from 1970s and achieved promising potentiality in certain circumstance
such as bevacizumab rechallenge in patients with metastatic colorectal cancer.'® Interestingly, previous studies high-
lighted that based on clinical experience, patients who discontinued primary immunotherapy due to toxicity or clinical
decision or the completion of a fixed therapeutic course might be more likely to benefit from immunotherapy
rechallenge.'® The potential rationality for immunotherapy rechallenge for these patients might be the fact that
immunotherapy responded to these subjects clinically. However, there was still no clinical guideline to provide
a specific treatment of immunotherapy rechallenge for NSCLC in terms of efficacy and safety currently.

Furthermore, inhibiting angiogenesis has been an important therapeutic option for patients with advanced NSCLC over
the past years." It should be noted that anlotinib exhibited outstanding efficacy and acceptable safety profile as a third-line
treatment for patients with advanced NSCLC, according to the ALTER0303 clinical trial by comprehensively inhibiting
various targets such as VEGFR1-3, PDGFRa-f, FGFR1-4, c-FMS, c-Kit and RET.!'® Therefore, anlotinib became the
standard of care as third-line treatment for advanced NSCLC patients in China, and then anlotinib was included in the
national medical insurance program successfully. Therefore, anlotinib could be widely used for patients with advanced
NSCLC in clinical practice.!” Interestingly, previous work highlighted that the abnormality in tumor vasculature might be
one of the potential mechanisms of resistance to PD-1/PD-L1 blockades, which resulted in immunosuppressive effect and
compromised the efficacy of immunotherapy in vivo.'®' Therefore, the combination of PD-1/PD-L1 blockades with
antiangiogenic targeted drugs demonstrated synergistic action in cancer therapy recently.?’ Consequently, we noticed that
the phase III clinical trial of bevacizumab plus atezolizumab (PD-L1 blockade) achieved remarkable therapeutic activity in
hepatocellular carcinoma and was approved as the first-line indication in hepatocellular carcinoma accordingly.”' However,
it remained to be elucidated whether the combination of anlotinib plus PD-1 blockades might result in potential synergistic
action for patients with previously immunotherapy treated advanced NSCLC clinically.

As a result, this study aimed to investigate the feasibility and tolerability of anlotinib plus PD-1 blockades in patients
with previously immunotherapy treated advanced NSCLC retrospectively.

Patients and Methods
Design of This Study and Eligibility Criteria

Given the widespread administration of PD-1 blockades in combination with chemotherapy and the approval of the third-
line indication for anlotinib in advanced NSCLC, a considerable number of patients had received treatment for anlotinib
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in combination with PD-1 blockades in clinical practice. Therefore, this study retrospectively screened patients with
previously immunotherapy (including PD-1 and PD-L1 blockades) treated advanced NSCLC who received anlotinib plus
PD-1 blockades in clinical practice from February 2019 to December 2022 at the Aerospace Center Hospital. The
detailed inclusion criteria were as follows: (1) pathologically confirmed NSCLC with staging of I1IB or IV; (2) age > 18
years; (3) Eastern Cooperative Oncology Group (ECOG) performance status of 0-2 score; (4) failure to the previous
immunotherapy-related regimens, including PD-1 or PD-L1 blockades (progression or intolerance to these regimens),
and subsequent treatment with anlotinib plus PD-1 blockades in clinical practice; (5) measurable target lesions according
to RECISTv1.1 criteria to assess the therapeutic response.”” Exclusion criteria were as follows: (1) history of auto-
immune diseases or treatment with steroids or other immunosuppressive agents; (2) diagnosis of one more tumor or
a serious disease that might compromise their life; (3) patients received other systemic treatment than anlotinib combined
with PD-1 blockades; (4) efficacy assessment data were not available. The study profile is illustrated in Figure 1, and
ultimately, a total of 67 patients with previously immunotherapy treated advanced NSCLC met the study screening
criteria and were included in this study. The main objective of this study was to identify the feasibility and tolerability of
combination treatment with anlotinib plus PD-1 blockades in patients with advanced NSCLC who previously received
immunotherapy. The primary endpoints included objective response rate (ORR), disease control rate (DCR), progression-
free survival (PFS), OS and exploratory analysis between OS and baseline subgroups. The protocol and appendants used
in this study were approved by the ethics committee of Aerospace Center Hospital. Written informed consent was
provided by patients prior to study commencement according to a statement from the Declaration of Helsinki.

Therapeutic Regimens and Efficacy Evaluation Protocol in Clinical Practice

All the 67 patients included in this study had advanced NSCLC that progressed or were intolerant to previous
immunotherapy regimens and then received a combination treatment of anlotinib plus PD-1 blockades in clinical
practice. Anlotinib was administered orally at 12 or 10 mg once daily for 14 consecutive days, discontinued for 7
days, and every 21 days was deemed as one therapeutic cycle. PD-1 blockades used in this study had been marketed in
China, including sintilimab, camrelizumab, tislelizumab, and pembrolizumab. PD-1 blockades were administered at

151 patients with advanced NSCLC underwent eligibility screening from
February 2019 to December 2022 retrospectively

» 69 patients failed to meet the inclusion criteria
» 15 patients met the exclusion criteria

A

67 patients with previously immunotherapy treated advanced NSCLC who

received anlotinib plus PD-1 blockades met the eligibility criteria

/56 patients discontinued the treatment at the date of data cut-off \
» 42 patients had disease progression

8 patients could not tolerate the adverse reaction

>
» 4 patients lost to follow-up
>

2 patients received another treatment

Ql patients were still in the treatment at the date of data cut-off /

Y

( A total of 67 patients were included in the full analysis set (FAS) and safety

analysis set (SAS)

Figure | Study profile of this retrospective study.
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a dose of 200 mg on the first day, intravenous infusion for more than half an hour, and every 21 days as one therapeutic
cycle. Combination regimens continued until disease progressed or intolerable adverse reactions. The longest treatment
for PD-1 blockades in this study was 2 years. Patients who were intolerant to anlotinib plus PD-1 blockades might switch
to single-drug treatment with one of the two drugs. PD-1 blockades might not be used for dose adjustment. However,
anlotinib could be adjusted from 12 mg to 10 mg or from 10 mg to 8§ mg.

CT or MRI was adopted to evaluate the therapeutic response based on target lesions of the patients every two treatment
cycles. However, given that this study was designed as a retrospective analysis, the compliance of some patients was
disappointing, and the on-demand efficacy evaluation protocols based on their actual conditions were also accepted. The
radiological efficacy evaluation results of the patients were assessed using RECISTv1.1 criteria accordingly.

Collection for Baseline and Safety Data and Follow-Up Plan of the Patients
Before the implementation of the study, relevant case collection forms were designed to collect patients’ baseline clinical
characteristics and their entire treatment process through the hospital’s electronic medical record system. Additionally,
given that this study also used OS as a primary endpoint, patients were followed up regularly and evaluated for adverse
reactions after disease progression. Safety profile of patients treated with anlotinib plus PD-1 blockades was evaluated
using Common Terminology Criteria for Adverse Events (CTCAE) 5.0. The highest levels of adverse reactions that
occurred during treatment were recorded in the safety analysis in this study.

Follow-up was conducted monthly via mobile phone. Regular telephone communication with the patients or their
family members was performed to obtain prognostic data of the patients after disease progression, mainly the survival
status and date of death. The data cutoff date for this study was April 15, 2023.

Statistical Analysis

The definition of ORR and DCR in this study was adopted according to the previous study.*® Statistical analysis of the
data was performed using SPSS (version 25.0). Continuous variables were presented as median and range, categorical
variables were presented as frequency (percentage). Kaplan—Meier curves for PFS and OS data were generated using
Stata software (version 14.0). The definition of PFS and OS in this study was adopted from the previous study.”’
Noteworthily, the association between baseline clinical characteristics and OS was performed using Log rank test. Those
who failed to experience disease progression or death at the date of data cutoff were treated as censored data. P<0.05 was
considered as statistically significant.

Results
Baseline Characteristics of the 67 Patients with Previously Immunotherapy Treated
Advanced NSCLC

Baseline characteristics of 67 patients with previously immunotherapy treated advanced NSCLC are presented in Table 1.
The median age of the patients was 63 years (range: 19-82 years). Patients with age >63 and <63 years were found in 36
and 31 cases, respectively. Male and female were observed in 43 and 24 patients, respectively. An ECOG performance

Table | Baseline Characteristics of the 67 Patients with Previously Immunotherapy Treated
Advanced NSCLC

Baseline Characteristics Total (N=67) | Percentage

Age (year)

Median (range) 63 (19-82)

263 36 53.7%

<63 31 46.3%

Gender

Male 43 64.2%

Female 24 35.8%
(Continued)
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Table | (Continued).

Baseline Characteristics Total (N=67) | Percentage

ECOG performance status

0-1 44 65.7%
2 23 34.3%
Pathological staging

llb 4 6.0%
v 63 94.0%
Smoking status

Nonsmoker 15 22.4%
Former smoker/smoker 52 77.6%

Histological category

Adenocarcinoma 41 61.2%
Squamous cell carcinoma 26 38.8%
EGFR mutation status

Positive 9 13.4%
Negative 58 86.6%
Number of metastatic lesions

<3 45 67.2%
>3 22 32.8%
Lines of previous treatment

First-line 28 41.8%
Second-line 39 58.2%
Regimens of previous immunotherapy

PD-I related regimens 58 86.6%
PD-LI related regimens 9 13.4%
Response of previous immunotherapy

Progression 50 74.6%
Intolerance 17 25.4%

Whether PD-1 blockades used as previously

Yes 29 43.3%
No 38 56.7%
Interval from prior immunotherapy to rechallenge (months)

Median (range) 0.92 (0.26-9.81)

Initial dosage of anlotinib (mg)

12 54 80.6%
10 13 19.4%
PD-1 blockades

Sintilimab 23 34.3%
Camrelizumab 20 29.9%
Tislelizumab 15 22.4%
Pembrolizumab 9 13.4%

status of 0—1 score was noted in 44 patients. Most patients (94.0%) had stage IV disease. Fifteen patients were
nonsmokers. Furthermore, 41 and 26 patients had adenocarcinoma and squamous cell carcinoma, respectively.
Interestingly, EGFR positive mutation and negative mutation were found in 9 and 58 patients, respectively. Patients
had <3 metastatic lesions and >3 metastatic lesions were found in 45 and 22 cases, respectively. Interestingly, lines of
previous first- and second-line treatments were observed in 28 and 39 patients, respectively. Most of the patients were
treated with PD-1 related regimens (86.6%). Progression and intolerance to immunotherapy were detected in 50 and 17
patients, respectively. Noteworthily, a total of 29 patients (43.3%) were administered with the same PD-1 blockades that
were used previously. The median interval from prior immunotherapy termination to rechallenge of PD-1 blockades was
0.92 months (ranging from 0.26 months to 9.81 months). In addition, the initial dosages of anlotinib (12 and 10 mg) were
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noted in 54 and 13 patients, respectively. Four PD-1 blockers were used in this study: sintilimab, camrelizumab,
tislelizumab, and pembrolizumab were administered to 23, 20, 15, and 9 patients, respectively.

Efficacy of the 67 Patients with Previously Immunotherapy Treated Advanced NSCLC
Who Received Anlotinib Plus PD-| Blockades

Radiological results of the 67 patients who underwent anlotinib combined with PD-1 blockades treatment were collected
and evaluated retrospectively. Each patient was assessed based on the best overall response during the treatment, which
showed that none of the patients achieved complete response, partial response (PR) was detected in 16 patients, stable
disease (SD) was observed in 41 patients and progressive disease was noted in 10 patients, which yielded an ORR of
23.9% (95% CI: 14.3-35.9%) and a DCR of 85.1% (95% CI: 74.3-92.6%). A waterfall plot of target lesion changes
(percentage) among the 67 patients with previously immunotherapy treated advanced NSCLC who received anlotinib
combined with PD-1 blockades treatment is shown in Figure 2, it was evident that most patients demonstrated varying
degrees of shrinkage in the target lesions after treatment of anlotinib combined with PD-1 blockades.

Prognosis of the 67 Patients with Previously Immunotherapy Treated Advanced
NSCLC Who Received Anlotinib Plus PD-1 Blockades

The median time interval between the last immunotherapy treatment and the initiation of second-time immunotherapy
among the 67 patients was 0.92 months (ranging from 0.26 months to 9.81 months). Additionally, to identify the therapeutic
outcomes of anlotinib combined with PD-1 blockades among patients with previously immunotherapy treated advanced
NSCLC, this study performed regular follow-up and collected radiological results for each patient to evaluate their PFS
data. At the data cutoff date of April 15, 2023, 11 patients were still receiving treatment for anlotinib combined with PD-1
blockades, whereas other 56 patients terminated the treatment. The median follow-up duration of the 67 patients was 15.3
months (range: 0.8-33.5 months). At the data cutoff date, 48 patients experienced disease progression or death events,
resulting in a data maturity of 71.6% for PFS data. Kaplan—-Meier survival curve for PFS is presented in Figure 3, which

50+
40
30+
20- Y

104

-30-o.oo.o.oo.o0.oo.o.oo.oo.oo.o.oo.oo.oo.o.oo.o

-40-

Best Change from Baseline (%)

-50

=70

-80

Figure 2 Waterfall plot for the best change in target lesion among the 67 patients with previously immunotherapy treated advanced NSCLC who received anlotinib plus PD-
| blockades administration (Blue columns represent PR, yellow columns represent SD and red columns represent PD during the best overall response).
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Figure 3 Progression-free survival of the 67 patients with previously imnmunotherapy treated advanced NSCLC who received anlotinib plus PD-1 blockades administration.

exhibited that the median PFS of the 67 previously immunotherapy treated patients who received anlotinib plus PD-1
blockades was 6.1 months (95% CI: 2.37-9.83). Furthermore, the 6-month PFS rate was 50.1% (95% CI: 37.6-1.4%) and
the 12-month PFS rate was 31.1% (95% CI: 20.0-42.9%) among the 67 patients.

Additionally, a total of 45 patients died by the data cutoff date, resulting in a data maturity of 67.2% for OS data.
Kaplan—Meier survival curve for OS is illustrated in Figure 4, the median OS of the 67 patients who received anlotinib
plus PD-1 blockades was 16.5 months (95% CI: 10.73-22.27). The 12-month OS rate was 58.0% (95% CI: 44.8-69.0%),
and the 24-month OS rate was 28.0% (95% CI: 16.9—40.1%).

Interestingly, exploratory analysis in our study focused on the association between OS and the response to previous
immunotherapy, which is illustrated in Figure 5, the median OS of patients with intolerance and progression of previous
immunotherapy was 22.3 (95% CI: 14.24-30.36) months and 12.5 (95% CI: 4.59-20.41) months, respectively, and the
difference was statistically significant (y’=5.122, P=0.024).

Safety Profile of the 67 Patients with Previously Immunotherapy Treated Advanced
NSCLC Who Received Anlotinib Plus PD-1 Blockades

The maximum grade of adverse reactions in each patient who received anlotinib combined with PD-1 blockades was
collected and assessed, and the results are shown in Table 2. Obviously, adverse reactions were observed in 62 patients of
any grade, yielding an incidence of 92.5%; of these, 31 patients had adverse reactions of > grade 3 with an incidence of
46.3%. Common adverse reactions included fatigue (61.2%), hypertension (53.7%), diarrhea (40.3%), hepatotoxicity
(29.9%), dermal toxicity (25.4%), hand-foot syndrome (17.9%), pneumonia (11.9%) and myelosuppression (7.5%).
Grade > 3 adverse reactions manifested as hypertension (14.9%), fatigue (9.0%), hepatotoxicity (9.0%), diarrhea (7.5%),
dermal toxicity (3.0%), hand-foot syndrome (3.0%) and pneumonia (1.5%). However, it should be noted that grade 5
adverse reaction occurred in one patient who died of liver failure after two cycles of anlotinib combined with
camrelizumab treatment. The overall tolerability of anlotinib combined with PD-1 blockades among patients with
previously immunotherapy treated advanced NSCLC was acceptable and manageable.
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Figure 4 Overall survival of the 67 patients with previously immunotherapy treated advanced NSCLC who received anlotinib plus PD-| blockades administration.
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Table 2 Safety Profile of the 67 Patients with Previously Immunotherapy Treated Advanced
NSCLC Who Received Anlotinib Plus PD-1 Blockades

Safety Profile Total (n, %) | Grade 1-2 (n, %) | Grade =3 (n, %)
Adverse reactions of any grades 62 (92.5) 31 (46.3)
Fatigue 41 (61.2) 35 (52.2) 6 (9.0
Hypertension 36 (53.7) 26 (38.8) 10 (14.9)
Diarrhea 27 (40.3) 22 (32.8) 5(7.5)
Hepatotoxicity 20 (29.9) 14 (20.9) 6 (9.0)
Dermal toxicity 17 (25.4) 15 (22.4) 2 (3.0
Hand-foot syndrome 12 (17.9) 10 (14.9) 2 3.0
Pneumonia 8 (11.9) 7 (10.4) I (1.5)
Myelosuppression 5(7.5) 5(7.5) 0 (0.0)

Discussion

In this retrospective study, the feasibility and tolerability of anlotinib plus PD-1 blockades among patients with
previously immunotherapy treated advanced NSCLC were analyzed and presented in real-world clinical practice,
which suggested that this combination regimen demonstrated promising efficacy and tolerable safety profile in patients
with previously immunotherapy treated advanced NSCLC. Notably, those who were intolerant to previous immunother-
apy might benefit profoundly from treatment with the combination of anlotinib and PD-1 blockades.

Recent years have witnessed that immunotherapy represented by PD-1 blockades had made great breakthrough in the
treatment of advanced NSCLC. PD-1 blockades monotherapy and PD-1 blockades combined with chemotherapy achieved
dramatically promising results as the second-line and first-line treatments for advanced NSCLC, respectively, thus changing
the therapeutic landscape of advanced NSCLC recently.** Therefore, PD-1 blockades combined with chemotherapy became
the new standard of care as the first-line treatment for advanced NSCLC, and more patients in the first-line setting were able to
receive this regimen with PD-1 blockades being covered in medical insurance system.>> Still and all, considerable patients
might experience disease progression or intolerable adverse reactions within 8 months of this regimen, suggesting that it was
necessary to further explore novel therapeutic strategy in clinical practice.”® The current standard treatment for patients who
experienced disease progression after previous immunotherapy was still chemotherapy-based regimens. However, chemother-
apy regimens were typically associated with moderate efficacy and intolerable adverse reactions, failing to meet current
clinical needs.?” Anlotinib was the standard treatment for patients with advanced NSCLC who failed at least two lines of
treatment in China. Previous studies demonstrated the potential synergistic action of anlotinib combined with PD-1 blockades
clinically. Therefore, it was necessary to identify the feasibility and tolerability of anlotinib plus PD-1 blockades in patients
with previously immunotherapy treated advanced NSCLC.*®

In this study, a total of 67 patients with previously immunotherapy treated advanced NSCLC were administered with
a combination of anlotinib and PD-1 blockades, resulting in an ORR of 23.9%, DCR of 85.1% and median PFS of 6.1
months. Compared to the efficacy of anlotinib monotherapy, this combination regimen in our study demonstrated
numerically superior efficacy (anlotinib group: ORR=9.2%, DCR=81.0% and median PFS=5.4 months), highlighting
the potential synergistic action of anlotinib in combination with PD-1 blockades in clinical practice.?” It should be noted
that no standard therapeutic regimens are currently available among patients with previously immunotherapy treated
advanced NSCLC and whether PD-1 rechallenge regimens for patients with advanced NSCLC made a difference is still
a debatable research direction clinically.*® We noticed that a previous retrospective post-hoc study of the phase III OAK
trial demonstrated that those who were treated with atezolizumab after progression conferred superior OS numerically,
which showed that the median OS in atezolizumab arm, other anticancer therapy arm and no cancer treatment arm were
12.7 months vs 8.8 months vs 2.2 months, respectively,’’ suggesting that PD-L1 blockades rechallenge for patients with
immunotherapy treated advanced NSCLC might be a promising therapeutic strategy that warranted to be elucidated
subsequently. Furthermore, another exploratory study initiated by Xu et al included a total of 40 patients with metastatic
NSCLC who were rechallenged with mainly PD-1 blockades based regimens after they progressed to previous
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immunotherapy-related regimens.*> These PD-1 blockades based regimens achieved an ORR of 22.5%, a DCR of 85%,
a median PFS of 6.8 months and the OS data were immature, which was consistent with the therapeutic outcomes in our
study. These studies demonstrated that immunotherapy rechallenge might be a promising therapeutic option for patients
with previously immunotherapy treated advanced NSCLC in clinical practice. Additionally, results of our study were
consistent with those of two recently reported single-arm clinical studies regarding anlotinib combined with PD-1
blockades in patients with advanced NSCLC.'®** Interestingly, another exploratory study investigated the efficacy and
safety of anlotinib combined with PD-1 blockades compared to anlotinib alone in patients with previously treated
advanced NSCLC.** They recruited a total of 139 patients who received either anlotinib plus PD-1 blockades combina-
tion therapy or anlotinib monotherapy for previously treated advanced NSCLC. The ORR in the two groups was 20.5%
vs 18.2%, and the median PFS was 5.8 months versus 4.2 months, respectively (P=0.022). The efficacy of anlotinib plus
PD-1 blockades combination therapy in this study was consistent with that in our study, suggesting that the combination
therapy might yield synergistic therapeutic action in vivo. The high neovascularization status in the tumor microenvir-
onment might partially prevent the immune response in vivo and attenuate the clinical efficacy of PD-1 blockades
clinically.®®> Therefore, the administration of anlotinib improved the angiogenesis state of tumor tissues, promoted the
normalization of blood vessels, and increased the immune response of tumor tissues, which might be the rationality of the
synergistic action regarding anlotinib combined with PD-1 blockades in vivo to some extent.*® Noteworthily, bevacizu-
mab combined with atezolizumab made an amazing breakthrough in the treatment of hepatocellular carcinoma and
obtained indications accordingly,”’ which also suggested that anlotinib combined with PD-1 blockades demonstrated
promising therapeutic significance and valuable exploration implication in the treatment of solid tumors.

Furthermore, this study also performed OS analysis due to the relatively long follow-up duration, which showed that
the median OS of 67 patients with advanced NSCLC who received the combination of anlotinib plus PD-1 blockades
treatment was 16.5 months. Interestingly, this regimen produced a longer OS compared to anlotinib monotherapy or PD-1
blockades monotherapy (anlotinib: 9.6 months and PD-1 blockades: 12.5 months).*”*® We speculated that one possible
explanation was that targeted drugs and immune checkpoint inhibitors were approved in China since 2018, making
patients with advanced NSCLC in our study who progressed on anlotinib combined with PD-1 blockades receive
subsequent treatments with other targeted drugs or PD-L1 blockades, providing some patients with survival benefits
consecutively.*

Interestingly, our study further analyzed the difference in efficacy according to the response status of patients with
previous immunotherapy: progression or immune treatment intolerance, which was currently a valuable and urgent issue
to be addressed in clinical practice regarding whether immunotherapy might continue to be used after previous
immunotherapy exposure. Our study suggested that patients who were intolerant to previous immunotherapy seemed
to confer a longer OS than those who progressed the previous immunotherapy (median OS: 22.3 months vs 12.5 months,

P=0.024), which was consistent with a previous study initiated by Santini et al.*’

They included a total of 68 patients
with advanced NSCLC who discontinued previous immunotherapy due to severe adverse reactions. Of these, 38 patients
received immunotherapy rechallenge and 30 patients discontinued treatment. Results of that study suggested that those
who failed to achieve an objective response before initial immunotherapy intolerance conferred superior PFS and OS
after immunotherapy rechallenge. However, no improvement in efficacy was observed in patients who achieved an
objective response before the initial immunotherapy intolerance. Nevertheless, given that the number of previous
immunotherapy-intolerant patients included in this study was relatively limited (only 17 patients), further large-sample
clinical trials were warranted to thoroughly elucidate these conclusions.

Safety profile in our study showed that the incidence of grade >3 adverse reactions was 46.3% of the 67 patients
included, which was slightly higher than the incidence of grade >3 adverse reactions among patients with advanced
NSCLC who were treated with anlotinib plus PD-1 blockades as the subsequent line therapy (approximately 40%).'®
This result suggested that the combination of anlotinib plus PD-1 blockades in patients with previously immunotherapy
treated advanced NSCLC might potentiate the incidence of grade >3 adverse reactions to some extent. Nevertheless, the
overall safety profile of anlotinib plus PD-1 blockades was acceptable and manageable. Hypertension and hand-foot
syndrome might be caused by anlotinib, whereas liver toxicity, skin toxicity and pneumonia might result from PD-1
blockades.*! Therefore, for patients with previously immunotherapy treated advanced NSCLC, the combination of
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anlotinib and PD-1 blockades might increase the incidence of liver toxicity. It should be noted that one patient in this
study died of liver failure. Therefore, attention should be paid to this therapeutic regimen for patients with underlying
liver dysfunction.*” However, given that the sample size of our study was relatively small, this conclusion was still
needed to be confirmed in large-scale clinical trials subsequently. Collectively, the safety profile of anlotinib plus PD-1
blockades in patients with previously immunotherapy treated advanced NSCLC was tolerable and manageable.

Potential limitations of this study should be acknowledged. First, selection biases were inevitable owing to the non-
randomized and retrospective design of our study, and physician discretion regarding PD-1 blockades discontinuation or
rechallenge might also compromise the objective of the results. Second, the heterogeneous PD-1 blockades used in our
study and the absence of PD-L1 expression detection might also confound the conclusions regarding the efficacy and
safety of anlotinib combined with PD-1 blockades in patients with previously immunotherapy treated advanced NSCLC
in clinical practice. Third, the sample size in our study was relatively small, and the results of our study were still needed
to be confirmed in more patients in the future. Undoubtedly, these unresolved critical issues should be emphasized in
future clinical studies.

Collectively, our study might be valuable for clinicians and patients regarding the reintroduction of PD-1 blockades in
the care of this population. Therapeutic regimens with anlotinib plus PD-1 blockades provided encouraging real-world
effectiveness and an acceptable safety profile in patients with previously immunotherapy treated advanced NSCLC,
highlighting a potentially feasible treatment option. Large-scale prospective clinical trials were necessary to validate
these findings and to determine the role of rechallenge with PD-1 blockades plus anlotinib in this population in the future.
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