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The incidence of second primary neoplasms arising in the skin reconstructive flap (SNAF) is increasing 
because of the increase in head and neck flap reconstruction and cancer survival. Prognosis, optimal 
treatment, and their clinicopathological-genetic features are under debate and are difficult to 
diagnose. We retrospectively reviewed SNAFs based on a single center’s experience over 20 years. 
Medical records and specimens of 21 patients with SNAF who underwent biopsies between April 2000 
and April 2020 at our institute were retrospectively analyzed. Definite squamous cell carcinoma and 
the remaining neoplastic lesions were subclassified as flap cancer (FC) and precancerous lesions (PLs), 
respectively. Immunohistochemical studies focused on p53 and p16. TP53 sequencing was conducted 
using next-generation sequencing. Seven and 14 patients had definite FC and PL, respectively. The 
mean number of biopsies/latency intervals was 2.0 times/114 months and 2.5 times/108 months for 
FC and PL, respectively. All lesions were grossly exophytic and accompanied by inflamed stroma. 
In FC and PL, the incidences of altered p53 types were 43% and 29%, respectively, and those of 
positive p16 stains were 57% and 64%, respectively. Mutation of TP53 in FC and PL were 17% and 
29%, respectively. All except one patient with FC under long-term immunosuppressive therapy 
survived in this study. SNAFs are grossly exophytic tumors with an inflammatory background and 
show a relatively low altered p53 and TP53 rate and a high p16 positivity rate. They are slow-growing 
neoplasms with good prognoses. Diagnosis is often difficult; therefore, repeated or excisional biopsy 
of the lesion may be desirable.

Despite the surprising pathological variety, surgery plays a significant role in treating head and neck tumors. Since 
the introduction of flap reconstruction by Bakamjian et al.1, radical resection has pushed back the boundaries of 
previous decades, reinforced by evolving flap reconstruction techniques. Meanwhile, remarkable refinements in 
chemotherapy and radiotherapy and the phenomenal introduction of immune checkpoint therapy have enabled 
the long-term survival of patients with cancer. In this new era, second primary carcinomas arising in the skin 
paddle of the flap, known as flap cancer, have been reported (Supplementary Material 1)2–21. This carcinogenesis is 
relatively unique; therefore, the evidence is limited to a few sporadically reported cases. In addition, the etiology 
of the disease is under study, and the definition of flap cancer remains ambiguous. Furthermore, differentiating 
between flap cancers and local relapse of the primary disease is occasionally difficult, although the treatment 
may differ. Therefore, to overcome these issues, this study aimed to elucidate the etiologic features of flap cancers 
through clinical and pathological evaluation of cases accumulated over 20 years, with the largest cohort in a 
single report. To better understand the disease’s etiology, the medical term “second primary neoplasm arising 
in the skin paddle of the reconstructive flap (SNAF)” is used in this study.
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Methods
Patients and lesions. This was a retrospective study using data from our institutional medical records and 
pathological archives. SNAF was suspected when a grossly abnormal lesion was spatially related to the recon-
structed skin paddle. Biopsies were performed on 26 Japanese patients with suspected SNAF at our institute 
between April 2000 and April 2020. In this study, lesions fulfilling the following three criteria were defined as 
local relapses and excluded from the study: (1) the lesion was identified within 5 years of the last therapy, (2) the 
initial surgical margin was positive for the tumor, and (3) the lesion was located at the periphery of the skin pad-
dle. Five cases defined as local relapses were excluded, and a total of 21 patients were retrospectively evaluated. 
Furthermore, the latency interval was defined as the period between the completion of the initial therapy and 
the final biopsy, which confirmed the diagnosis of SNAF.

To elucidate the clinical features of SNAF compared with those of typical head and neck squamous cell carci-
noma (HNSCC), the data of patients with HNSCC who were initially surgically treated at our institute between 
January 2013 and December 2015 were reviewed as a control cohort. Patients with the following features were 
excluded from this control cohort: p16-positive oropharyngeal squamous cell carcinoma; second primary tumor; 
primary tumor of the nasopharynx, external ear canal, or salivary gland; and cervical metastasis of an unknown 
primary tumor. Detailed clinical and genomic information of the patients and the primary tumor are described 
in our previous  reports22–24.

All of the patients provided written informed consent and the study was approved by the institutional revies 
boards of the National Cancer Center Hospital, Japan (Approval No. 2018-179). The study was conducted fol-
lowing the Declaration of Helsinki and Ethical Guidelines for Medical Research Concerning Humans of the 
Ministry of Education, Culture, Sports, Science, and Technology, Japan.

Pathology. Pathological information was obtained and reviewed from the initial surgical specimen to the 
final biopsy specimen for the 21 patients enrolled in this study. Furthermore, longitudinal pathological changes 
in biopsy specimens were assessed, and the distinction between them and the initial surgical specimens was 
clarified.

Immunohistochemical (IHC) studies focused on p53 (Dako Omnis, clone DO-7) and p16 (Ventana, clone 
E6H4). For p53 expression, IHC results were classified into wild-type and altered types. Non-regionalized patchy 
stains were judged as “ +/−”; these lesions were categorized as wild-type. In addition, lesions lacking stain were 
considered as “−” (lost), weak or equivoval stain were considered as “ + ” and strong regionalized stains were 
judged as “ ++ ” (accumulation); these were classified as the altered type (Supplementary Material l 2). Lesions 
with significantly increased p16 expression in both the nuclei and cytoplasm in at least 70% of the neoplastic 
cells were defined as p16-positive tumors.

Among the 21 lesions biopsied with suspicion of SNAF based on macroscopic findings, those with definite 
evidence of malignancy were classified as flap cancers. Moreover, among the SNAFs, those with dysplasia and 
severe cellular and structural atypia were pathologically diagnosed as precancerous lesions.

TP53 sequencing. DNA extraction and sequential analysis were performed using our stocked FFPE biopsy 
specimens. Paraffin blocks of specimens were deparaffinized, microdissected, and subjected to DNA extrac-
tion using a Gene-Read DNA FFPE Tissue Kit (Qiagen, Hilden, Germany). Next-generation sequencing (NGS) 
libraries were prepared via two-step tailed PCR; each pool contained 36 pairs of primers targeting frequently 
mutated regions of TP53. Pair-stich read sequencing was performed using MiSeq (Illumina,San Diego, CA, 
USA) and MiSeq Reagent Micro Kit v2 (300 cycles) (Illumina). Sequence variations with variant allele frequen-
cies and depths of more than 5% and 100×, respectively, were identified as candidate mutations. More detailed 
sequencing protocols are available in our previous  reports22,23.

Statistical analysis. Differences in the distribution of baseline characteristics between the control cohort, 
patients with flap cancer, and those with precancerous lesions were evaluated using Fisher’s exact test. In addi-
tion, the Kaplan–Meier survival method was used to estimate the median disease-specific survival. Survival 
time was defined as the number of survival months from the date of the last biopsy until the date of death or the 
last visit for the SNAF group and the completion of initial therapy until the date of death or the last visit for the 
control cohort. Finally, we tested for crude differences between the SNAF and control cohorts using a log-rank 
test. All statistical tests were two-sided, and 95% confidence intervals were calculated. Furthermore, all statistical 
analyses were conducted using EZR (Saitama Medical Center, Jichi Medical University, Japan), a graphical user 
interface for R (The R Foundation for Statistical Computing, Vienna, Austria).

Results
Flap cancer. Characteristics of the patients are described in Table 1. Seven cases were defined as definite flap 
cancers, and all were squamous cell carcinomas. The mean latency interval was 114 months (range 24–312). The 
mean number of biopsies required to diagnose flap cancer was 2.0 (range 1–4) (Fig. 1). Lesions were located on 
the central and peripheral parts of the skin paddle in six and one cases, respectively (Fig. 2).

On macroscopic evaluation, all lesions protruded, and features of infiltrative growth, including ulcers, were 
negative. Furthermore, on histological evaluation, excessive keratinization was identified in the epithelium, 
accompanied by strong inflammatory features in the submucosal layer (Fig. 3). On IHC staining, 43% (three 
cases) showed altered p53 types, and 57% (four cases) were positive for p16. All but one lesion was eligible for 
NGS; mutation rate of TP53 was 17% (one case). Concordance rate of p53 and TP53 status was 83% (five cases); 
no TP 53 mutation was detected in one p53 altered-type case (Table 2).



3

Vol.:(0123456789)

Scientific Reports |        (2023) 13:11214  | https://doi.org/10.1038/s41598-023-38122-9

www.nature.com/scientificreports/

Ta
bl

e 
1.

  B
as

ic
 in

fo
rm

at
io

n 
of

 th
e 

SN
A

F 
co

ho
rt

 a
nd

 ch
ar

ac
te

ris
tic

s. 
SN

A
F, 

Se
co

nd
 p

rim
ar

y 
ne

op
la

sm
 a

ris
in

g 
in

 th
e 

sk
in

 p
ad

dl
e 

of
 th

e 
re

co
ns

tr
uc

tiv
e 

fla
p;

 F
O

M
, F

lo
or

 o
f m

ou
th

; V
FG

, 
Va

sc
ul

ar
iz

ed
 fi

bu
la

r g
ra

ft;
 R

FA
, R

ad
ia

l f
or

ea
rm

 fl
ap

; D
P,

 D
el

to
pe

ct
or

al
 fl

ap
; A

LT
, A

nt
er

ol
at

er
al

 th
ig

h 
fla

p;
 R

A
M

C
F, 

Re
ct

us
 a

bd
om

in
is 

m
yo

cu
ta

ne
ou

s fl
ap

; N
A

, N
ot

 av
ai

la
bl

e;
 R

T,
 R

ad
io

th
er

ap
y;

 
C

RT
, C

he
m

or
ad

io
th

er
ap

y;
 R

FS
, R

el
ap

se
-f

re
e 

su
rv

iv
al

; D
O

D
, D

ie
d 

of
 d

ise
as

e;
 D

O
O

, D
ie

d 
of

 o
th

er
 re

as
on

s.*
Fa

il 
du

t t
o 

po
or

 D
N

A
 q

ua
lit

y, 
N

A
D

: N
o 

al
te

ra
tio

n 
de

te
ct

ed
.

C
as

e
A

ge
 (y

o)
Fl

ap
 n

eo
pl

as
m

 ty
pe

Pr
im

ar
y 

si
te

Fl
ap

A
dj

uv
an

t
In

te
rv

al

Bi
op

sy
 ti

m
e

Fl
ap

 c
an

ce
r s

ite
M

ac
ro

sc
op

ic
 fe

at
ur

e

IH
C

Se
qu

en
ce

Th
er

ap
y

Pr
og

no
si

s
Th

er
ap

y
(M

on
th

s)
p5

3
p1

6
TP

53

1
64

C
an

ce
r

FO
M

V
FG

N
on

e
11

8
1

C
en

te
r

Pr
ot

ru
di

ng
 +

+ 
–

*
Lo

ca
l r

es
ec

tio
n

10
 y

ea
rs

 R
FS

2
65

C
an

ce
r

To
ng

ue
RF

A
N

on
e

31
2

3
C

en
te

r
Pa

pi
lla

ry
 +

 /−
 +

 
N

A
D

To
ta

l fl
ap

 re
se

ct
io

n
1 

ye
ar

 D
O

D

3
71

C
an

ce
r

To
ng

ue
A

LT
RT

84
4

C
en

te
r

Pa
pi

lla
ry

 +
 /−

 +
 

N
A

D
Lo

ca
l r

es
ec

tio
n

5 
ye

ar
s R

FS

4
69

C
an

ce
r

To
ng

ue
A

LT
N

on
e

18
0

3
C

en
te

r
Pr

ot
ru

di
ng

 +
/−

–
N

A
D

To
ta

l fl
ap

 re
se

ct
io

n
10

 y
ea

rs
 R

FS

5
54

C
an

ce
r

To
ng

ue
A

LT
N

on
e

36
1

C
en

te
r

Pr
ot

ru
di

ng
–

 +
 

N
A

D
Fo

llo
w

-u
p

1 
ye

ar
 D

O
O

6
86

C
an

ce
r

Lo
w

er
 g

um
RA

M
C

RT
43

1
Pe

rip
he

ra
l

Pr
ot

ru
di

ng
 +

/−
 +

 
N

A
D

Lo
ca

l r
es

ec
tio

n
5 

ye
ar

s R
FS

7
70

C
an

ce
r

U
pp

er
 g

um
RA

M
C

C
RT

 
24

1
C

en
te

r
Pa

pi
lla

ry
 +

+ 
–

m
iss

en
se

_ 
c.7

34
G

 >
 T

Lo
ca

l r
es

ec
tio

n
10

 y
ea

rs
 R

FS

8
68

Pr
ec

an
ce

ro
us

To
ng

ue
A

LT
N

on
e

14
4

2
C

en
te

r
Pr

ot
ru

di
ng

 +
/−

 +
 

N
A

D
Fo

llo
w

-u
p

11
 y

ea
rs

 R
FS

9
74

Pr
ec

an
ce

ro
us

O
ro

ph
ar

yn
x

A
LT

N
on

e
15

6
7

C
en

te
r

Pa
pi

lla
ry

 +
+

–
m

iss
en

se
 c.

52
6 

T 
> 

G
Fo

llo
w

-u
p

2 
ye

ar
s R

FS

10
84

Pr
ec

an
ce

ro
us

H
yp

op
ha

ry
nx

RF
A

N
on

e
92

5
C

en
te

r
Pa

pi
lla

ry
–

–
st

op
 g

ai
ne

d_
 c.

43
8G

 >
 A

Fo
llo

w
-u

p
5 

ye
ar

s R
FS

11
69

Pr
ec

an
ce

ro
us

O
ro

ph
ar

yn
x

A
LT

N
on

e
68

2
C

en
te

r
Pa

pi
lla

ry
 +

/−
 +

 
N

A
D

Fo
llo

w
-u

p
6 

ye
ar

s R
FS

12
68

Pr
ec

an
ce

ro
us

O
ro

ph
ar

yn
x

A
LT

RT
46

1
C

en
te

r
Pr

ot
ru

di
ng

 +
 /−

 +
 

N
A

D
Fo

llo
w

-u
p

3 
ye

ar
s R

FS

13
68

Pr
ec

an
ce

ro
us

FO
M

N
A

N
on

e
16

8
3

C
en

te
r

Pr
ot

ru
di

ng
 +

/−
–

N
A

D
Lo

ca
l r

es
ec

tio
n

8 
ye

ar
s R

FS

14
79

Pr
ec

an
ce

ro
us

To
ng

ue
RF

A
N

on
e

10
8

3
C

en
te

r
Pr

ot
ru

di
ng

 +
 

 +
 

m
iss

en
se

 
c.4

80
_4

81
de

lG
G

in
sA

A
Fo

llo
w

-u
p

2 
ye

ar
s R

FS

15
78

Pr
ec

an
ce

ro
us

To
ng

ue
N

A
N

on
e

31
2

1
Pe

rip
he

ra
l

Pa
pi

lla
ry

 +
 

 +
 

m
iss

en
se

 c.
28

G
 >

 A
Fo

llo
w

-u
p

6 
ye

ar
s D

O
O

16
50

Pr
ec

an
ce

ro
us

To
ng

ue
A

LT
N

on
e

2
1

Pe
rip

he
ra

l
Pr

ot
ru

di
ng

 +
/−

 +
 

N
A

D
Fo

llo
w

-u
p

9 
ye

ar
s R

FS

17
56

Pr
ec

an
ce

ro
us

FO
M

A
LT

N
on

e
17

2
Pe

rip
he

ra
l

Pr
ot

ru
di

ng
 +

/−
–

N
A

D
Fo

llo
w

-u
p

6 
ye

ar
s R

FS

18
82

Pr
ec

an
ce

ro
us

Bu
cc

al
Lo

ca
l

N
on

e
83

3
C

en
te

r
Pa

pi
lla

ry
 +

/−
 +

 
N

A
D

Fo
llo

w
-u

p
7 

ye
ar

s R
FS

19
84

Pr
ec

an
ce

ro
us

Bu
cc

al
Lo

ca
l

N
on

e
95

2
C

en
te

r
Pa

pi
lla

ry
 +

/−
 +

 
N

A
D

Fo
llo

w
-u

p
1 

ye
ar

 R
FS

20
70

Pr
ec

an
ce

ro
us

To
ng

ue
RA

M
C

N
on

e
72

2
C

en
te

r
Pr

ot
ru

di
ng

 +
/−

–
N

A
D

Fo
llo

w
-u

p
2 

ye
ar

s R
FS

21
80

Pr
ec

an
ce

ro
us

Bu
cc

al
A

LT
N

on
e

15
0

3
C

en
te

r
Pr

ot
ru

di
ng

 +
/−

–
N

A
D

Lo
ca

l r
es

ec
tio

n
1 

ye
ar

 R
FS



4

Vol:.(1234567890)

Scientific Reports |        (2023) 13:11214  | https://doi.org/10.1038/s41598-023-38122-9

www.nature.com/scientificreports/

Therapies for flap cancers were as follows: total resection of the flap in two cases, local resection of the flap 
in four cases, and active surveillance in one case. Of the six cases that underwent resection of the lesions, the 
postoperative diagnosis was flap cancer in all cases. Lesions were carcinoma in situ in two cases. Regarding 
the remaining four cases, including the one fatal case, lesions were mainly limited to the epithelium with scant 
stromal invasion in very small areas. In all six cases, deep margins were clear, and horizontal margins were all 
positive for dysplasia or carcinoma in situ.

In one patient who was undergoing long-term immunosuppressive therapy with a history of systemic lupus 
erythematosus and interstitial pneumonia, flap cancer showed rapid progression. Despite radical resection, 
including total resection of the flap and adjacent structures such as the mandible and tongue with negative surgi-
cal margins, the patient died of the disease owing to uncontrolled rapid local relapse. This was the only patient 
who died of the disease in this study (Table 1).

Precancerous lesions. Fourteen patients showed precancerous lesions. The mean latency interval was 
108 months (range 2–312). In addition, biopsies were repeatedly performed for the same lesion with a mean 
number of 2.5 (range 1–7) repetitions (Fig. 1).

On a macroscopic evaluation, all lesions protruded, and features of infiltrative growth, including ulcers, 
were negative. Moreover, on histological evaluation, excessive keratinization was identified in the epithelium, 
accompanied by strong inflammatory features in the submucosal layer (Fig. 4). On IHC staining, 7% (one case) 
showed altered p53 types, and 64% (nine cases) were positive for p16. These macroscopic and histological findings 
of precancerous lesions closely resembled those of the preceding lesions that later became flap cancers (Fig. 5). 
All lesions were eligible for NGS; mutation rate of TP53 was 28% (four case). Concordance rate of p53 and TP53 
status was 100% (14 cases) (Tables 1 and 2).

Therapy for precancerous lesions was performed as follows: partial resection of the flap and active surveillance 
in one and 13 cases, respectively. None of the patients died of the disease (Table 1).

Discrepancies between the SNAF group and the control cohort. The clinical and pathological 
characteristics of the three groups are presented in Table 2. At study entry, the control cohort was significantly 
older than the SNAF group (p < 0.01). The SNAF group showed a significant trend toward wild-type p53 and p16 
positivity (p < 0.01). In addition, survival analysis revealed that the SNAF group was significantly associated with 
better survival than the control cohort (p = 0.04) (Supplementary Material 3).

Figure 1.  Number of biopsies and latency intervals of all cases. Time is the latency interval and the number of 
months from the completion of the initial therapy until the date of the last biopsy. The mean number of biopsies/
latency intervals were 2.0 times/114 months and 2.5 times/108 months for flap cancer and precancerous lesions, 
respectively. Diagnosing flap cancer and precancerous lesions tended to require repeated biopsies over a long 
period.
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Discussion
In this study, we presented 21 SNAFs, comprising seven cases of flap cancer and 14 cases of precancerous lesions 
from a single center over 20 years. The findings of this study indicate that the typical features of SNAFs are as 
follows: (1) they are grossly exophytic with highly inflamed stroma, (2) they are difficult to diagnose and require 
repeated biopsies, (3) they tend to show a relatively slow-growing feature, and (4) when compared with ordinary 
HNSCC, SNAFs exhibit a lower incidence of altered p53 type/TP53 mutation and a relatively high p16 positivity 
 rate22. The correlation between p53 phenotype and TP53 mutation was considered reasonable given the sensitivity 
and  specificity22. In addition, clinicopathological features, diagnostic measures, optimal treatment, and possible 
mechanisms of carcinogenesis are discussed.

This study implies that SNAF is essentially an exceptionally highly differentiated squamous cell carcinoma; 
flap cancers and precancerous lesions merely represent different stages of the same phenomenon. Indeed, in this 
study, physicians tended to repeatedly biopsy the same lesions before obtaining a final diagnosis (Fig. 1). Based on 
this study’s cohort and previous  literature16, SNAF is assumed to be a slow-growing tumor with a good prognosis. 
Although we experienced one exceptional case with a poor prognosis, we speculate that the patient’s history of 
autoimmune disease and the influence of long-term immunosuppressive therapy may have negatively altered the 
pathophysiology. It may be beneficial for physicians to be aware of this unique second primary neoplasm as it is 
expected to be curable if carefully monitored and treated; excessive surgery may not be necessary in most cases.

A consensus on the diagnostic criteria of SNAF does not exist; hence, past studies conventionally defined 
lesions fulfilling the following five features as flap cancers: (1) there is no tumor remnant after the initial treat-
ment; (2) some years have elapsed since the end of initial treatment; (3) there are no skin malignancies elsewhere 
on the body; (4) the tumor is limited to the skin flap and is far from the oral mucosa; and (5) skin squamous cell 
carcinoma is confirmed by histopathological  examination10,11,16. However, the authors believe that the above 
criteria need not be fulfilled universally. For example, even if the initial surgical margins were positive, if the 
lesion originated from the center of the skin paddle, judging the lesion to be a local recurrence would be spatially 
inconsistent; such a lesion should also be diagnosed as SNAF. In addition, even if skin cancer develops simulta-
neously or atypically throughout the body, it seems reasonable to consider this as an independent lesion if there 
is a physical distance from the donor site. Furthermore, if a neoplasm arising from the skin paddle advances, 
it will eventually invade the surrounding mucosa, and these lesions should be diagnosed as SNAF. Finally, as 
this study suggests that flap cancer is an exceptionally highly differentiated squamous cell carcinoma and does 
not differ significantly from precancerous lesions, we recommend that the two should be broadly diagnosed as 

Figure 2.  Gross findings and schematic representation of secondary neoplasms arising in the skin paddles of 
flaps. (A) Erythema with partial elevation in the center of the skin paddle. Biopsy revealed a well-differentiated 
squamous cell carcinoma. (B) Schematic representation of (A). This lesion showed typical macroscopic features 
of flap cancers. (C) Erythema with a partial elevation in the skin paddle, partially extending to the skin-mucosa 
junction. Biopsy revealed a well-differentiated squamous cell carcinoma. (D) Schematic representation of (C). 
This lesion was diagnosed as flap cancer in this study, although conventional classification would have resulted 
in a different diagnosis.
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SNAF. The latter should not be excluded from the disease concept. Therefore, new diagnostic criteria based on 
carcinogenic mechanisms are desirable while referring to conventional measures.

There is no consensus regarding the carcinogenic mechanisms of SNAFs. Although the effects of alcohol 
consumption, smoking, postoperative radiotherapy, and human papillomavirus infection have been discussed 
in the  literature25,26, a strong correlation has not been demonstrated for these factors. A reasonable explanation 
might be that neoplastic keratinocytes derived from the intraepithelial oral and pharyngeal mucosa spread into 
the skin paddle and produce new cancer, a theory proposed and described by Braakhuis et al.27 as the “patch-
field carcinoma model.” However, in this hypothesis, the new neoplasm in the skin paddle would be an ordinary 
HNSCC; therefore, IHC staining should show a high rate of altered p53 type and negative p16 status.

We believe that carcinogenesis induced by chronic irritation, frequent infection, repeated trauma, and 
contraction of the alien oral-pharyngeal environment to the grafted skin is the most likely cause; in other 
words, SNAFs are basically skin cancers. Reconstructive flap skin has been reported to develop severe epi-
thelial dysplasia with concomitant deregulation of proliferation and increased p53  expression28. Additionally, 
carcinogenesis caused by chronic irritation is a well-known etiology, and a similar concept includes burn scar 
 carcinogenesis29–31. Previously, “mucosalization,” the loss of skin appendages including sebaceous glands in the 
transplanted skin paddles, has been noted in the literature and is considered an inflammatory change caused by 
chronic  irritation32,33. Therefore, we believe that SNAF is also a product of inflammatory changes and is very simi-
lar to burn  carcinomas29,30. The problematic difference between the two is that although burn scar carcinoma is 
expected to decrease in the coming years owing to the refinement of burn scar  therapy30, one would expect to see 
more cases of SNAF as the number of flap reconstructions is increasing and patients with cancer are living longer.

The significance of this study is limited for two reasons. First, the number of SNAFs detected was small; nev-
ertheless, this study had a relatively large cohort than previous reports. Second, the method used to explore the 
etiology of SNAFs has limitations. To further evaluate the etiology of SNAF, the search range and methods may 
need to be expanded. Although we evaluated the p53 phenotype along with TP53 status with IHC and NGS, our 
sequence was targeted to frequently mutated regions of TP53. Broader evaluation, such as whole exome sequence 

Figure 3.  Histologic findings of flap cancer. Excessive keratinization was identified in the epithelium, 
accompanied by a strong inflammatory response in the submucosal layer. (A) Low power view. (B) High power 
view. (C) The staining result for p53 was + /− (wild-type). (D) The staining result for p16 was positive.
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Table 2.  Comparison of baseline characteristics between the typical head and neck squamous cell carcinoma 
group and the two flap neoplasm groups. Control: a historical cohort of patients with typical head and neck 
squamous cell carcinoma. *Fisher’s exact test.

Control Flap cancer Precancerous lesion

P-value

(N = 284) (N = 7) (N = 14)

No. of patients (%)

Age at study entry, years

 > 75 219 (77%) 2 (29%) 6 (43%)

  < 75 65 (23%) 5 (71%) 8 (57%) p < 0.001*

Sex

 Male 220 (77%) 5 (71%) 12 (86%)

 Female 64 (23%) 2 (29%) 2 (14%) p = 0.69*

Tumor site

 Oral cavity 153 (54%) 7 (100%) 10 (71%)

 Hypopharynx 74 (26%) 0 (0%) 1 (7%)

 Oropharynx 32 (11%) 0 (0%) 3 (22%)

 Larynx 25 (9%) 0 (0%) 0 (0%) p = 0.15*

p53 (IHC)

 Wild-type 65 (23%) 4 (57%) 10 (71%)

 Altered type 219 (77) 3 (43%) 4 (29%) p < 0.001*

p16

 Positive 20 (7%) 4 (57%) 9 (64%)

 Negative 264 (93%) 3 (43%) 5 (36%) p < 0.001*

Figure 4.  Histologic findings of precancerous lesions. Excessive keratinization was identified in the epithelium, 
accompanied by a strong inflammatory response in the submucosal layer. (A) Low power view. (B) High power 
view. (C) The staining result for p53 was +/− (wild-type). (B) The staining result for p16 was negative.
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and other techniques that were not employed in this study may be considered to explain the etiology of the high 
p16 positive rate of SNAF and the accurate distinction between the recurrence of the original disease and SNAF.

In conclusion, patients undergoing long-standing flap reconstruction surgery may benefit from careful moni-
toring for SNAF. SNAFs are grossly exophytic, pathologically accompanied by highly inflamed stroma, and exhibit 
relatively benign behavior. Pathological atypia is not conspicuous, but fairly frequent incidence of altered p53 
type/TP53 mutation and a higher p16 positivity rate than ordinary HNSCC is detected. Diagnosis is often dif-
ficult; therefore, it may advisable to perform repeated or excisional biopsy of the lesion when SNAF is suspected.

Figure 5.  Sequential changes of second primary neoplasm arising in the skin paddle of the reconstructive 
flap. Histological transformation from a precancerous state to carcinoma of the flap over time is described. (A) 
shows a precancerous lesion that did not become flap cancer in the present study. The histological findings of the 
lesions in (A) and (B) are similar. The lesions in (B) and (C) are the same; however, (B) shows the lesion 2 years 
prior, showing the histological change over time.
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Data availability
The datasets generated and/or analysed during the current study are available in the NBDC human data reposi-
tory, [Now registering].
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