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Reply to the reviewers' comments

Dear reviewers:

We thank the reviewers for their thorough review of our proposal, and their
valuable and constructive comments. We have carefully addressed the reviewers’
comments by including additional descriptions. Here, we have indicated the
changes made to the manuscript to account for the comments from the

reviewers.

Our point-by-point replies to each comment from the reviewers are as

follows:

Reviewer #4 comments:



<< COMMENT 1 from Reviewer #3 >>
As there is a separate section of materials please list all materials listed in this

manuscript in one section

- ANSWER to comment 1: Thanks for your comments. In our study, only “Serum
SDF-1a and VEGF measurement” belong to “materials”, and others such as
“Induction chemotherapy with TPF” and “Chemoradiotherapy planning” were

regarded as “methods”. Therefore, we have listed all materials in only one section in

my manuscript according to your suggestion for more clear presentation to readers.

Please evaluate it.



<< COMMENT 2 from Reviewer #3 >>
Circulating levels of VEGF are induced by hypoxia and are angiogenic in vivo.

Would the expression levels be influenced by ELISA measurements?

- ANSWER to comment 2:

Thanks for your comments. VEGF are induced by hypoxia status and secreted
into blood, so we could draw peripheral blood for VEGF test. In real-world clinical
practice, the values of VEGF were frequently determined using commercially
available sandwich ELISA kits, mostly Quantikine Human VEGF ELISA kits, which
were used in our study. Such sandwich ELISA kits use specific capture and detection
antibodies, and are used for quantitative measurement of human VEGF in cell culture
supernatants, serum, plasma, CSF and urine. In our study, all assays of VEGF were
performed in triplicate according to each manufacturer's instructions to minimize the

influence. Please evaluate it.



<< COMMENT 3 from Reviewer #3 >>
Would it be possible to include western blot analysis for the VEGF for example?

- ANSWER to comment 3:

Thanks for your comments. It is executable for western blot analysis of VEGF.

We also examined the expression of VEGF by wstern blot for some patients in our

study, and the results showed below. However, the detection of serum VEGF by

ELISA kit had better advantage than the western blot of VEGF. First, detecting VEGF

by ELISA kit is very fast and cheap; in contrast, western blot approach took much
time, cost, and complicated experimental procedures. Second, if we had many blood
samples for examination (such as our study, 77 patients with blood samples before
and after TPF treatment, performing in triplicate), ELISA kits may be a better choice
for data available. Third, the expression of western blot is relatively difficult for
quantitative comparison, but it is very easy to perform quantitative comparison using
serum VEGF levels detected by ELISA kits. Therefore, it is executable to present
western blot analysis of VEGF but we preferred ELISA kits for serum VEGF

detection. Please evaluate it.
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<< COMMENT 4 from Reviewer #3 >>
As the sample population was 77 patients, why there were no healthy volunteers to

compare the expression levels of VEGF and SDF1

- ANSWER to comment 4:

Thanks for your comments. Growing evidences have confirmed the values of

VEGF and SDF-1a are higher in patients with disease than healthy control, such as

malignancy, pneumonia, osteoporosis, etc.! Therefore, we did not enroll healthy

volunteers for comparison in our study. Please evaluate it.
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<< COMMENT 5 from Reviewer #3 >>
In the last paragraph of the introduction please expand on the use of TPF for non-MD

readers

- ANSWER to comment 5:
Thanks for your comments. We have added the description about the use of TPF
for non-MD readers in the Introduction section in my revised manuscript. Please

evaluate it.

Introduction/Fourth paragraph

In general, induction chemotherapy with TPF. the powerful regimen,

incorporated both induction chemotherapy with PF and CRT in an attempt to improve

locoregional control, eliminate distant metastases, and prolong survival. However, the

role of SDF-1a and VEGF in HNSCC induction chemotherapy remains unclear. The
aim of the present study was to explore the role of SDF-1a and VEGF in the
prognosis of patients with HNSCC who underwent induction chemotherapy with TPF.

- CHANGE: Introduction/Fourth paragraph, page 2, line 91



<< COMMENT 6 from Reviewer #3 >>
In table 1 would it be possible to incorporate the grading of the patients and the T
stage, and the lymph node

- ANSWER to comment 6:

Thanks for your comments. We have added the distribution of histological grade

and performed the analysis of PFS and OS in the revised manuscript according to

your suggestion. Please evaluate it.

Results/Patient characteristics

Between January 2010 and December 2016, 77 patients with HNSCC received
TPF induction chemotherapy followed by CRT ...... The distribution of histological
grade included grade 1 in 19 patients (24.7%), grade 2 in 43 patients (55.8%) and grade
3 in 15 patients (19.5%). The characteristics of these 77 HNSCC patients

Table 1. Characteristics of 77 locally advanced head
and neck squamous cell carcinoma patients who
received TPF induction chemotherapy followed by
CRT
Characteristics
Age 53 years old (29-82)
Gender

Male 73 (94.8%)

Female 4(5.2%)
Tocation

Oral cavity 22 (28.6%)

Oropharynx 28 (36.4%)

Hypopharynx 11 (14.3%)

Larynx 16 (20.7%)
HPV status

Positive 6 (7.8%)
Negative 71 (92.2%)

T status

2 19 (24.7%)

3 9 (11.7%)

4 49 (63.6%)
N status

0 18 (23.4%)

1 12 (15.6%)

2 41 (53.2%)

3 6 (7.8%)
Stage

1 5(6.5%)

i 7(9.1%)

IVA 34 (44.2%)

VB 31 (40.2%)
Grade

1 19 (24.7%)

2 43 (55.8%)

3 15 (19.5%)
TPF: Docetaxel, Cisplatin and Fluorouracil; CRT: chemoradiotherapy;
HPV: Human papillomavirus




Table 2. Univariate and multivariate analysis of progression-free survival (PFS) in 77 patients with locally advanced head and neck squamous
cell carcinoma patients who received induction chemotherapy of TPF followed by CRT

Univariate analysis

Multivariate analysis

Characteristics No. of patients
PFS (months) P-value HR (95% CT) P-value
Age 0.23
< 60 years 65 (84.4%) 18.0
> 60 years 12 (15.6%) 18.8
Gender 0.41
Male 73 (94.8%) 18.0
Female 4(5.2%) 22.6
Location 0.06
Oral cavity 22 (28.6%) 10.9
Oropharynx + Hypopharynx + Larynx 55 (71.4%) 241
HPV status 0.014*
Positive 6 (7.8%) 116.6
Negative 71 (92.2%) 16.1
T status 0.003*
2 19 (24.7%) 713
3+4 58 (75.3%) 139
N status 0.61
0+1 30 (39.0%) 26.8
2+3 47 (61.0%) 133
Tumor stage 0.17
o 5(6.5%) 98.1
1 +1v 72 (93.5%) 16.4
Grade 0.25
1+2 62 (80.5%) 22.6
3 15 (19.5%) 11.9
VEGF decrease after TPF treatment 0.001*
Yes 42 (54.5%) 387 0.46 (0.27-0.52) 0.003*
No 35 (45.5%) 9.9
Post-TPF VEGF > 150 pg/mL 0.002%
Yes 41 (53.2%) 133
No 36 (46.8%) 41.0 0.50 (0.29-0.86) 0.011*
SDF-la decrease after TPF treatment <0.001%
Yes 21 (27.3%) 116.6 0.38(0.18-0.77) 0.007*
No 56 (72.7%) 112
Post-TPF SDF-1a > 1500 pg/mL <0.001*
Yes 59 (76.6%) 14.0
No 18 (23.4%) 115.1 0.43 (0.19-0.95) 0.036*

TPT: Docetaxel, Cisplatin and Fluorouracil; CRT: chemoradiotherapy; HR: hazard ratio; CT: confidence interval; HPV: Human papillomavirus; VEGF: vascular endothelial growth
factor; SDF-1a: stromal cell-derived factor-1a. *Statistically significant

Table 3. Univariate and multivariate analysis of overall survival (OS) in 77 patients with locally advanced head and neck squamous cell
carcinoma patients who reccived induction chemotherapy of TPF followed by CRT

Univariate analysis

Multivariate analysis

Characteristics No. of patients
OS (months) P-value HR (95% CI) P-value
Age 0.11
< 60 years 65 (84.4%) 353 0.47 (0.24-0.90) 0.024*
> 60 years 12 (15.6%) 18.8
Gender 0.40
Male 73 (94.8%) 30.1
Female 4(52%) 4338
Location 0.032%
Oral cavity 22 (28.6%) 16.3
Oropharynx I Typopharynx | Larynx 55 (71.4%) 357
HPYV status 0.007*
Positive 6 (7.8%) NR
Negative 71 (92.2%) 28.6
T status 0.003*
2 19 (24.7%) 713
3+4 58 (75.3%) 25.6
N status 0.26
0+1 30 (39.0%) 44.7
2+3 47 (61.0%) 218
Tumor stage 0.05
m 5(6.5%) NR
nr+1v 72 (93.5%) 28.6
Grade 0.99
1+2 62 (80.5%) 30.1
3 15 (19.5%) 329
VEGF decreasc after TPF treatment 0.002*
Yes 42 (54.5%) 554 0.43 (0.25-0.74) 0.002*
No 35 (45.5%) 18.4
Post-TPF VEGF = 150 pg/ml. <0.001*
Yes 41 (53.2%) 203
No 36 (46.8%) 583 0.38 (0.22-0.65) 0.001%*
SDF-1a decrcasc after TPF treatment <0.001*
Yes 21(27.3%) 116.6 0.40 (0.20-0.83) 0.013*
No 56 (72.7%) 233
Post-TPF SDF-1a.= 1500 pg/ml. <0.001*
Yes 59 (76.6%) 27.0
No 18 (23.4%) NR 0.42 (0.18-0.95) 0.037*

TPI': Docetaxel, Cisplatin and Iluorouracil; CRT: chemoradiotherapy; NR: not reached; IIR: hazard ratio; CI: confidence interval; IIPV: ITuman papillomavirus; VEGT': vascular
endothelial growth factor; SDF-1a: stromal cell-derived factor-1o. *Statistically significant.

- CHANGE: Results/Patient characteristics, page 4, line 183
Table 1, Table 2 and Table 3




<< COMMENT 7 from Reviewer #3 >>

Figure 1 please enhance the axis labeling for readability and clarity

- ANSWER to comment 7:
Thanks for your comments. We have revised Figure 1 according to your

suggestion. Please evaluate it.
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- CHANGE: Figure 1



<< COMMENT 8 from Reviewer #3 >>
What was the patient enrollment approach adopted by the authors

- ANSWER to comment 8:

Thanks for your comments. The eligibility criteria of our study were followed by

the TAX324 study, which was published in NEJM (2007) and focused on the TPF

induction chemotherapy in head and neck cancer. Please evaluate it.

Posner MR, Hershock DM, Blajman CR, et al. Cisplatin and fluorouracil alone or
with docetaxel in head and neck cancer. N Engl J Med 2007;357:1705-15

The NEW ENGLAND JOURNAL of MEDICINE

ORIGINAL ARTICLE

Cisplatin and Fluorouracil Alone
or with Docetaxel in Head and Neck Cancer

Marshall R. Posner, M.D., Diane M. Hershock, M.D., Ph.D., Cesar R. Blajman, M.D.,
Elizabeth Mickiewicz, M.D., Eric Winquist, M.D., Vera Gorbounova, M.D.,
Sergei Tjulandin, M.D., Dong M. Shin, M.D., Kevin Cullen, M.D.,
Thomas J. Ervin, M.D., Barbara A. Murphy, M.D., Luis E. Raez, M.D.,
Roger B. Cohen, M.D., Monica Spaulding, M.D., Roy B. Tishler, M.D., Ph.D.,
Berta Roth, M.D., Rosana del Carmen Viroglio, M.D.,

Varagur Venkatesan, M.B., B.S., llya Romanov, M.D., Ph.D., Sanjiv Agarwala, M.D.,
K. William Harter, M.D., Matthew Dugan, D.O., Anthony Cmelak, M.D.,
Arnold M. Markoe, M.D., Sc.D., Paul W. Read, M.D., Ph.D., Lynn Steinbrenner, M.D.,
A. Dimitrios Colevas, M.D., Charles M. Norris, Jr., M.D.,
and Robert |. Haddad, M.D., for the TAX 324 Study Group*
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QUAMOUS-CELL CARCINOMA OF THE HEAD

and neck accounts for 5% of newly diag-

nosed cancers in adults in the United States
and 8% of cancers worldwide.* The disease is po-
tentially curable at an early stage, but most pa-
tients present with locally advanced disease. After
standard therapy (surgery and irradiation), only
30 to 50% of patients with locally advanced dis-
ease live for 3 years, and locoregional recurrences
or distant metastases develop in 40 to 60% of
them.?° Various strategies to improve outcomes
by coordinating chemotherapy with surgery and
radiotherapy have been tried, but the optimal
schedule for integrating chemotherapy into the
management of this disease has yet to be defined.”

Although chemoradiotherapy (radiotherapy plus
concurrent chemotherapy) has become the stan-
dard of care for patients with unresectable squa-
mous-cell carcinoma of the head and neck? and
for organ preservation,*® induction chemotherapy
with cisplatin and fluorouracil (PF) also has ben-
efits in this disease.'* A comprehensive meta-
analysis showed that induction chemotherapy
(i.e., chemotherapy as the initial treatment) with
PF significantly improved the rate of survival at
5 years, as compared with standard radiotherapy
plus surgery in patients with locally advanced
disease.

Docetaxel (Taxotere, Sanofi-Aventis) has sub-
stantial activity when administered alone in pa-
tients with recurrent or incurable disease.’>*> In
phase 1 and phase 2 studies of docetaxel plus
cisplatin and fluorouracil (TPF) in the treatment
of locally advanced squamous-cell carcinoma of
the head and neck, including phase 2 studies of
treatment with curative intent, clinical and path-
ological response rates have been high and sur-
vival has been prolonged.*® Two phase 3 trials
in which induction chemotherapy with TPF or PF
was followed by radiotherapy (the European Or-
ganization for Research and Treatment of Can-
cer [EORTC] 24971/TAX 323 study by Vermorken
et al.??) or chemoradiotherapy (TAX 324) in local-
ly advanced disease have now been completed.
The results of the study by Vermorken et al. are
reported in this issue of the Journal. We report on
the results of the TAX 324 study here.

METHODS

PATIENTS
Patients who had measurable, nonmetastatic, his-
tologically proven stage III or IV squamous-cell

carcinoma of the oral cavity, larynx, oropharynx,
or hypopharynx were eligible if the tumor was
deemed to be either unresectable (because of tu-
mor fixation, involvement of the nasopharynx, or
fixed lymph nodes) or of low surgical curability
on the basis of advanced tumor stage (3 or 4) or
regional-node stage (2 or 3, except TIN2), or if the
patient was a candidate for organ preservation.
Patients had to be at least 18 years of age with a
World Health Organization (WHO) performance
status of 0 or 1 and adequate bone marrow, liver,
and renal function. Exclusion criteria were any
previous chemotherapy or radiotherapy, a cancer
diagnosis within the previous 5 years, another ac-
tive cancer, any previous definitive surgery for
squamous-cell carcinoma of the head and neck,
severe weight loss (>20% of body weight) in the
preceding 3 months, and chronic obstructive pul-
monary disease requiring hospitalization within
the previous 12 months.

Disease was staged according to the criteria of
the American Joint Committee on Cancer.2° All
patients provided written informed consent, and
each study center was required to have approval
from its institutional review board before random-
ization.

STUDY DESIGN
In a randomized, open-label phase 3 trial, we com-
pared three cycles of TPF induction chemothera-
py with three cycles of PF induction chemotherapy;
both regimens were followed by 7 weeks of chemo-
radiotherapy (Fig. 1 of the Supplementary Appen-
dix, available with the full text of this article at
www.nejm.org). Randomization was performed
centrally with the use of a biased-coin minimiza-
tion technique. At study entry, patients were strat-
ified according to the site of the primary tumor,
nodal status (NO or N1 vs. N2 or N3), and institu-
tion. Patients with progressive disease after induc-
tion chemotherapy or chemoradiotherapy were
treated according to the institution’s choice of
salvage therapy (Fig. 1 of the Supplementary Ap-
pendix). Neck dissections were performed after
the completion of chemoradiotherapy. The prima-
ry end point was overall survival. Secondary end
points included progression-free survival, response
rates after induction chemotherapy, and toxic
effects.

One of the academic investigators designed,
wrote, and implemented the study protocol and
managed the study in collaboration with employ-
ees of the sponsor, Sanofi-Aventis. Lead investiga-

N ENGL ) MED 357,17 WWW.NEJM.ORG OCTOBER 25, 2007

The New England Journal of Medicine




<< COMMENT 9 from Reviewer #3 >>
Were there any differences in the serum levels of VEGF before and after the TPF

administration?

- ANSWER to comment 9:
Thanks for your comments. In Figure 1, the mean VEGF values in the post-TPF

treatment is lower than it in the pre-TPF treatment with significantly statistical

difference (P < 0.05). Please evaluate it.
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Figure 1 legend. Comparison of serum SDF-la and VEGF concentrations between
pre-TPF and post-TPF treatments in head and neck squamous cell carcinoma patients.
(A) The distribution and kinetic change of serum VEGF in the pre-TPF and post-TPF
status; (B) The distribution and kinetic change of serum SDF-1a in the pre-TPF and
post-TPF status. * means extreme values; * means P < (.05 and *** means P < 0.001.
SDF-1a: stromal cell-derived factor-la; VEGF: vascular endothelial growth factor;
TPF: docetaxel, cisplatin, and 5-fluorouracil.



<< COMMENT 10 from Reviewer #3 >>
Could the authors please comment on the survival and progressing response in the

study samples

- ANSWER to comment 10:
Thanks for your comments. We have added the description to discuss about the
survival in the Discussion section in my revised manuscript according to your

suggestion. Please evaluate it.

Discussion/Six paragraph

In our study, we found that poor prognosis, including PFS and OS, were

mentioned in patients with well-known poor prognostic factors, such as advanced T or

N status, high tumor grade. negative HPV status, etc. In addition, patients without
VEGF or SDF-1a decrease after TPF treatment, or higher post-TPF VEGF or SDF-1a

values were also mentioned to have worse prognosis, whether in the univariate or

multivariate analysis. Moreover, we found that patients with both VEGF and SDF-1a
decrease after TPF treatment, and higher both post-TPF VEGF and SDF-1a values

had the worst PFS and OS than the other groups, indicating the role of combination of

serum VEGF and SDF-1a in the prediction of clinical outcome.

- CHANGE: Discussion/Six paragraph, page 13, line 398



In addition, we have modified our manuscript using a professional language

editing service. Please evaluate it.

editage
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accuracy and is error free in these aspects. The edit was performed by professional editors at Editage, a division
of Cactus Communications. The author's core research ideas were not altered in any way during the editing
process. The quality of the edit has been guaranteed, with the assumption that our suggested changes have been

accepted and the text has not been further altered without the knowledge of our editors.
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Finally, we thank you again for your patience and valuable time

Sincerely

Shau-Hsuan Li, M.D.

Division of Hematology-Oncology, Department of Internal Medicine, Kaohsiung
Chang Gung Memorial Hospital and Chang Gung University College of Medicine,
Kaohsiung, Taiwan.

No.123, Dapi Rd., Niaosong Dist., Kaohsiung City 833, Taiwan

Tel: 886-7-7317123 ext.8303, Fax: 886-7-7322402
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