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Review #1

Comment 1: The size of radiation doses used (3x 8 Gy on consecutive days to
essentially the whole lung cavity). Such a dose is likely to be lethal for the mice at a
later time and certainly is significantly larger than could be given clinically. The
authors need to justify their choice of such a large dose and address the issue of whether
the effects they observe would occur to the same extent at lower doses, more relevant
to the clinic?

Reply 1: Clinically, stereotactic body radiotherapy with doses between 50 and 56 Gy,
administered over 5-9 fractions achieved acceptable tumor control without severe
complications for primary lung cancer and oligometastasis (Aoki, Hatayama et al.
2016). In the current study, we aimed to induce the acute radiation-induced lung injury
(RILI) in mice. It had been reported that RILI can be induced with a single dose of 20
Gy (Zheng, Zhu et al. 2020) or 6 Gy % 5 (Chung, McKay-Corkum et al. 2016) to the
full thorax. The mice were alive for at least 12 weeks with these doses administrated.
The regimen of 8 Gy x 3 in our current study was based on the published literatures
(Dewan, Galloway et al. 2009, Wang, Luo et al. 2019).

We maintained the irradiated mice for 28 days and no death occurred during this period.
However, it might result in the death of mice in long-term as the reviewer pointed out.
The death happened after 16 weeks following irradiation is probably related to chronic
RILI (Paun, Bergeron et al. 2017). We did not address this issue in the current study.
Changes in the text: Based on the reviewer’s suggestion we have modified our
description in the section of Radiation schedule, Page 7, line 141-144 and added some
detailed description in Results section, Page 12, line 245-247 and Discussion section,

Page 19, line 404-406.

Comment 2: It is recognized that PD-L1 can also influence the effects of radiation on

the heart. Since the heart was in the radiation field the authors need to consider the



potential effects of cardiac damage on their observations.

Reply 2: Radiation-induced cardiac toxicity (RICT) is a recognized late sequela of
thoracic radiotherapy (Simone 2017). Cardiovascular Toxicities associated with PD-
1/PD-L1 checkpoint inhibitors are infrequent in clinical practice (Ball, Ghosh et al.
2019). In the current study, we tried to address the acute toxicities associated with
thoracic radiotherapy, such as acute pulmonary toxicity. In the experimental mouse
models, acute RILI generally happened within 1 month after irradiation based on the
literature (Liu, Kong et al. 2018).

To address the RICT pointed by the reviewer, we examined the histology of the murine
hearts on days 7 and 14 following irradiation. These data were provided in our current
revised manuscript.

Changes in the text: Methods section, Page 8, line 164-166; Results section, Page 12,

line 260-262; Discussion section, Page 19, line 401-406 and supplementary Figure S1

Comment 3: In the RNA studies did the authors examine whether expression of their
control (GAPDH) was affected by the radiation or anti-PDLI treatment.

Reply 3: In irradiated mice, there was no significant change in the expression of
GADPH between the anti-PD-1 antibody and isotype-treated groups.

Changes in the text: We added data about the levels of GADPH in supplementary

Figure S2 in our current revised manuscript.

Comment 4: It seems possible (likely) that the expression of cellular surface markers
could be affected by the digestion procedure used to prepared a cell suspension from
the right lung. Did the investigators consider this issue? There is no discussion of this
possibility in the text.

Reply 4: The digestion methods and procedures are widely used for isolation and
characterizing cell phenotypes of immune cells (Qu, Edwards et al. 2004). No change
of cellular surface markers was reported (Autengruber, Gereke et al. 2012). In our
current study, we used a digestion procedure as previously reported with minor

modifications (Jin, Lagoudas et al. 2019).



Changes in the text: We added detailed description in our current revised manuscript

in Methods section, Page 8, line 170-174.

Review #2

Comment 1: In the Methods section on flow cytometry the authors would ideally
provide refs for the various markers they used for the different cell populations
examined.

Reply 1: Done as suggested.

Changes in the text: Methods section, Page 9, line 179-186

Comment 2: In the Methods section on MACS it is not entirely clear what was done. In
particular were the gamma/delta T cells put into the plates precoated with anti-PDLI.
Reply 2: The detailed information was provided in our current revised manuscript.

Changes in the text: Methods section, Page 11, line 223-230

Comment 3: It would be useful to underline the headings in the Methods section.

Reply 3: Done as suggested.

Changes in the text: Methods section.

Comment 4: There are a significant number of minor English errors that need

correcting (highlighted in the attached Ms).

Reply 4: Our current revised manuscript was edited by a professional English writer.
We attach the certificate as “Certificate-AME Editing Services” for your information.
Changes in the text: Positions in the manuscript where we have made modifications
are highlighted by red color.
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