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Abstract: Background: Oral cancer is one of the most painful cancer types, and is often refractory
to existing analgesics. Oral cancer patients frequently develop a tolerance to opioids, the mainstay
of current cancer pain therapy, leaving them with limited therapeutic options. Thus, there is a great
need to identify molecular mechanisms driving oral cancer pain in an effort to develop new analgesics.
Previous reports demonstrate that oral cancer patients experience intense mechanical pain and pain
in function. To date, no studies have examined thermal pain in oral cancer patients or the role that
alcohol consumption plays in oral cancer pain. This study aims to evaluate patient-reported pain
levels and thermal allodynia, potential molecular mechanisms mediating thermal allodynia, and the
effects of alcohol consumption on patient-perceived pain. Methods: This study evaluated human oral
squamous cell carcinoma (OSCC) cell lines for their ability to activate thermosensitive channels in vitro
and validated these findings in a rat model of orofacial pain. Patient-reported pain in a south Texas
OSCC cohort (n = 27) was examined using a visual analog scale (VAS). Covariant analysis examined
variables such as tobacco and alcohol consumption, ethnicity, gender, and cancer stage. Results: We
determined that OSCC secretes factors that stimulate both the Transient Receptor Potential Ankyrin type
1 channel (TRPA1; noxious cold sensor) and the Transient Receptor Potential Vanilloid type 1 channel
(TRPV1; noxious heat sensor) in vitro and that OSCC-secreted factors sensitize TRPV1 nociceptors
in vivo. These findings were validated in this cohort, in which allodynia to cold and heat were reported.
Notably, subjects that reported regular alcohol consumption also reported lower pain scores for every
type of pain tested, with significantly reduced cold-induced pain, aching pain, and burning pain.
Conclusion: Oral cancer patients experience multiple types of cancer pain, including thermal allodynia.
Alcohol consumption correlates with reduced OSCC pain and reduced thermal allodynia, which may
be mediated by TRPA1 and TRPV1. Hence, reduced pain in these patients may contribute to a delay in
seeking care, and thus a delay in early detection and treatment.

Keywords: oral squamous cell carcinoma; cancer-related pain; alcohol drinking habits; patient
reported outcomes; analog pain scale; thermal pain

1. Introduction

Head and neck cancer pain is one of the most intense types of cancer pain, preceded
only by ovarian and mesothelioma cancer pain [1,2]. Studies of patients with oral squamous
cell carcinoma (OSCC) confirm that pain is frequently the primary presenting symptom,
and may be a marker of progression of a premalignant lesion to a malignant lesion [3,4]. In
addition, OSCC pain is not always proportionate to the tumor size. Relatively small tumors
can elicit a disproportionate amount of pain, indicating that mere tumor mass and local
tissue destruction are not the sole cause of OSCC pain [5]. Indeed, a number of studies
demonstrate that tumors secrete factors that activate nociceptors found in the head and neck.
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These include endothelin-1 (ET-1), tumor necrosis factor alpha (TNFα), protease-activated
receptor 2 (PAR2), and bone derived nerve factor [5–11]. Recently, Dubeykovskaya et al.
(2022), determined that OSCC patients with nodal disease overexpress 40 genes with
oncogenic and neuronal functions, many of which are reported in exosomes and provide
credence to the concept that tumor secreted factors mediate oral cancer pain and are
indicative of malignant transformation and metastatic potential [12].

OSCC patients with tongue and/or floor-of-mouth tumors report more pain than
patients with tumors in other locations, such as the gingivae. Notably, OSCC pain is not
only due to tumor location; rather it is also a result of the type of tumor located in the
oral cavity [6]. For example, Chodroff et al. (2016) demonstrated that tongue cancer pain
is also dependent upon cancer type [6]. An evaluation of feeding behavior, body weight,
and mechanical allodynia using the colon cancer cell line HT29, the OSCC cell line HSC2,
and oral keratinocyte cells (OKF6-Tert2) xenografted into the tongue of athymic nude mice
showed that the OSCC cell line significantly reduced food intake, reduced body weight,
and increased mechanical allodynia, whereas the colon cancer and oral keratinocyte cell
lines had no effect on these parameters [6].

Lastly, studies demonstrate that oral cancer patients experience different types of can-
cer pain, but spontaneous pain and mechanical allodynia are the most prevalent [13,14].
The quality of the pain tested included sharp and aching pain sensations that occur both
spontaneously and when in function, e.g., eating and speaking [13,14]. To date, no studies
have been performed to determine if pain in response to thermal changes exists in oral
cancer patients. Therefore, we performed in vitro assays analyzing OSCC-secreted fac-
tors for their ability to stimulate two thermosensitive ion channels, TRPA1 (activated by
noxious cold) and TRPV1(activated by noxious heat), in cultured trigeminal ganglions
(TG). Calcitonin Gene-Related Peptide (CGRP) is a neurotransmitter released from primary
afferent neurons (C and Aδ) following painful peripheral stimuli [15–17]. To assess the
activation of TG cultures, we measured the release of CGRP in response to OSCC condi-
tioned media (CM) and unconditioned media (UCM). To evaluate the possible sensitization
of these channels by OSCC-secreted factors, we pretreated with CM or UCM followed
by known agonists (capsaicin (CAP) for TRPV1 and mustard oil (MO) for TRPA1). We
then performed analyses of TRPV1 and TRPA1 sensitization in vivo using a rat model of
orofacial pain. Lastly, we conducted a clinical pain study in OSCC patients using a visual
analog scale based upon the University of California San Francisco (UCSF) Oral Cancer
Pain Questionnaire [14], but with the addition of questions related to pain upon cold and
heat exposure, and burning pain. Covariant analyses including stage, sex, alcohol, and
tobacco usage were also assessed.

2. Results
2.1. OSCC-Secreted Factors Activate TRPA1 and TRPV1 Channels

We first tested the hypothesis that OSCC secrete factors that activate thermosensitive
channels (e.g., TRPA1 and TRPV1) by measuring the release of CGRP from TG cultures
in response to OSCC-derived CM. We determined that OSCC CM significantly activates
TGs in vitro compared to control UCM (Figure 1a). When pretreated with the nonselective
cation channel antagonist ruthenium red (RR), CGRP release returned to baseline (Figure 1b;
p < 0.001).

To determine if tumor-secreted factors sensitize TRPV1 channels, TG cultures were
pretreated with CM and UCM, followed by 10 nM CAP alone or 10 nM CAP in combination
with RR (10 µM). Baseline measurements of CGRP release in response to CM and UCM
were taken prior to treatments. Following treatments with CAP, cultures were washed
and recovery measurements of CGRP release were taken to confirm the viability of TGs
following treatments. Pretreatment with OSCC-derived CM followed by CAP induced a
significant increase in CGRP release (compared to UCM) that was inhibited by RR (Figure 1c;
p < 0.001). Recovered TGs continued to secrete baseline levels of CGRP following treatment
with CAP. To validate that OSCC-secreted factors sensitize TRPV1 channels in vivo, we
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performed eye-wipe studies in male rats. Following acclimation, rats were pretreated with
OSCC CM or control UCM followed immediately by 0.01% CAP. A significant increase
in nocifensive behaviors was noted in rats pretreated with CM compared to UCM and
compared to CAP alone (Figure 1d; p < 0.01 and p < 0.05, respectively).
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Figure 1. (a) Radioimmunoassay of CGRP release from primary cultured TGs in response to OSCC-
derived CM compared to UCM. (b) SCC-4 CM stimulated CGRP release reversed by RR. (c) Radioim-
munoassay of CGRP release from primary cultured TGs pretreated with OSCC-derived CM followed
by 10 nM CAP. Baseline measurements are from OSCC-derived CM alone. Treatment measurements
are from co-treatment of OSCC-derived CM with10 nM CAP, +/−RR. Recovery measurements follow-
ing washes demonstrate vital TGs following treatment. (d) Eye-wipe studies measuring nocifensive
behaviors in rats (n = 6) when exposed to OSCC-derived CM followed by 0.01% CAP compared
to CAP alone and UCM plus CAP. (e) Radioimmunoassay of CGRP release from primary cultured
TGs pretreated with OSCC-derived CM followed by 0.01% MO. Baseline measurements are from
OSCC-derived CM alone. Treatment measurements are from the co-treatment of OSCC-derived CM
with 0.01% MO, +/−RR. Recovery measurements following washes demonstrate vital TGs following
treatment. (f) Eye-wipe studies measuring nocifensive behaviors in rats (n = 6) when exposed to
OSCC-derived CM followed by 0.01% MO. * p < 0.05, ** p < 0.01, and *** p < 0.001.

The same set of experiments was performed using MO to evaluate if OSCC-secreted
factors sensitize TRPA1 channels. TG cultures pretreated with OSCC-derived CM followed
by MO were sensitized to MO, resulting in a significant increase in CGRP release com-
pared to UCM (Figure 1e). Likewise, this effect was reversed by co-treating with RR. To
validate TRPA1 sensitization in vivo, eye-wipe studies were performed as described, but
using 0.01% MO. Unexpectedly, no sensitization to TRPA1 was evident in vivo. In fact,
a trend for a reduced response to MO was seen with both CM (median = 20) and UCM
(median = 23) pretreatments compared to MO alone (median = 83), but none were signifi-
cant; p = 0.18 and 0.13, respectively, Mann–Whitney U (Figure 1f).
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2.2. Advanced OSCC Patients Who Do Not Consume Alcohol Experience More Functional Pain

Twenty-seven biopsy-proven OSCC patients were enrolled in the study: 15 males and
12 females. Tumor characteristics, demographics, alcohol and tobacco consumption are
listed in Table 1. Alcohol consumption was defined as drinking two or more alcoholic
beverages a day. The main responses and standard deviations for each question are shown
in Figure 2. In contrast to previous reports, we found no differences in reported pain
levels between males and females [13,18] and no difference in pain scores based on tumor
location [4]. In addition, no differences in pain were identified between Hispanic and
Non-Hispanic White patients regardless of disease stage. Similar to previous reports, we
saw a trend in increased functional pain scores (Q1) compared to spontaneous pain scores
(Q2), x = 38.60 vs. 31.37, respectively, p = 0.059, Wilcoxon matched-pairs sign rank test
(Figure 3b). However, when evaluated based on alcohol consumption, functional pain
(x = 52.30) was significantly greater than spontaneous pain (x = 40.40) in subjects who did
not consume alcohol (Figure 3b; p < 0.05). In contrast, subjects who consumed alcohol
showed no difference in functional pain and spontaneous pain (x = 26.06 vs. 30.59, respec-
tively, p = 0.52, Wilcoxon matched-pairs sign rank test). While these levels were lower than
those in subjects who did not drink alcohol, they were not significantly lower (Figure 3b).

Table 1. Patient Demographics, Tumor Staging, EtOH, and Cigarette Tobacco Usage.

Patient TNM Nodal
Disease Location Sex Age Race EtOH Tobacco

1 T 2 N1
M0 Yes Tongue M 47

Non-
Hispanic

White
Yes Yes

2 T 4 N2
M0 Yes BOT & OP M 57

Non-
Hispanic

White
Yes Quit

3 T2 N1
M0 Yes FOM M 62

Non-
Hispanic

White
Yes Quit

4 T4 N1
M0 Yes Buccal

Mucosa M 44 Hispanic
White Yes Yes

5 T2N1M0 Yes BOT M 46 Hispanic
White Yes Yes

6 T2 N1
M0 Yes

Max.
alveolar

ridge,
Palate, BOT

M 53
Non-

Hispanic
White

Yes Yes

7 T2 N2
M0 Yes Tongue M 63

Non-
Hispanic

White
Yes Quit

8 T3N0M0 No Soft Palate M 73 Hispanic
White Yes Yes

9 T4 N0
M0 No

Mand.
alveolar

ridge
M 58 Hispanic

White Yes No

10 T2 N0
M0 No Tongue M 52 Hispanic

White Yes No

11 T4 N0
M0 No Tongue and

FOM F 81 Hispanic
White Yes Quit

12 T1 N0
M0 No Tongue F 49

Non-
Hispanic

White
Yes Yes

13 T1 N0
M0 No Tongue M 62

Non-
Hispanic

White
Yes Yes
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Table 1. Cont.

Patient TNM Nodal
Disease Location Sex Age Race EtOH Tobacco

14 SCC In
Situ No Tongue M 53 Hispanic

White Yes Yes

15 T2 N0
M0 No Buccal

Mucosa M 67
Non-

Hispanic
White

Yes Quit

16 T2 N0
M0 No Tongue F 79 Hispanic

White Yes Quit

17 T1 N0
M0 No FOM F 75

Non-
Hispanic

White
Yes Quit

18 TxN1M0 Yes Tongue F 67
Non-

Hispanic
White

No No

19 T1 N2
M0 Yes Palate M 58

Non-
Hispanic

White
No Yes

20 T4 N1
M0 Yes Buccal

mucosa F 81 Hispanic
White No No

21 T1 N1
M0 Yes Tongue F 50

Non-
Hispanic

White
No No

22 T1 N0
M0 No Tongue F 42 Hispanic

White No No

23 T1 N0
M0 No Tongue F 77 Hispanic

White No No

24 Invasive
SCC No

Max
alveolar

ridge
F 78

Non-
Hispanic

White
No No

25 T4 N0
M0 No Tongue M Hispanic

White No No

26 T4 N0
M0 No Mandible F 93

Non-
Hispanic

White
No No

27 T2 N0
M0 No Tongue F 57

Non-
Hispanic

White
No No

Pharmaceuticals 2023, 16, x FOR PEER REVIEW 6 of 15 
 

 

26 
T4 N0 

M0 
No Mandible F 93 

Non-
Hispanic 

White 
No No 

27 
T2 N0 

M0 
No Tongue F 57 

Non-
Hispanic 

White 
No No 

 
Figure 2. Extended UCSF Oral Cancer Pain Questionnaire. Mean visual analog scale (VAS) pain 
scores with standard deviation for each of the 12 questions (Q) in the questionnaire. 

 
Figure 3. (a) VAS scores for spontaneous (Q1) pain vs. functional pain (Q2). (b) VAS scores for spon-
taneous (Q1) pain vs. functional pain (+/-) EtOH consumption. (c) VAS scores for overall pain (Q1 
and Q2 combined) (+/-) Nodal disease or EtOH consumption. (d) VAS scores for overall pain (+/-) 
EtOH consumption and nodal disease. * p < 0.05, ** p < 0.01, and ***p<0.001. 

The overall pain scores (defined as total of spontaneous pain (Q1) and pain on func-
tion (Q2) combined) were increased in subjects with advanced stage disease (stages 3 and 
4, n = 15) compared to early stage disease (stages 1 and 2, n = 12) based on the TNM clas-
sification; however, none were statistically significant. When stratified by the presence of 
nodal disease, subjects with nodal disease (n = 11) had significantly more overall pain than 
node negative subjects (n = 16; Figure 3c; p < 0.001). 

Figure 2. Extended UCSF Oral Cancer Pain Questionnaire. Mean visual analog scale (VAS) pain
scores with standard deviation for each of the 12 questions (Q) in the questionnaire.



Pharmaceuticals 2023, 16, 518 6 of 14

Pharmaceuticals 2023, 16, x FOR PEER REVIEW 6 of 15 
 

 

26 
T4 N0 

M0 
No Mandible F 93 

Non-
Hispanic 

White 
No No 

27 
T2 N0 

M0 
No Tongue F 57 

Non-
Hispanic 

White 
No No 

 
Figure 2. Extended UCSF Oral Cancer Pain Questionnaire. Mean visual analog scale (VAS) pain 
scores with standard deviation for each of the 12 questions (Q) in the questionnaire. 

 
Figure 3. (a) VAS scores for spontaneous (Q1) pain vs. functional pain (Q2). (b) VAS scores for spon-
taneous (Q1) pain vs. functional pain (+/-) EtOH consumption. (c) VAS scores for overall pain (Q1 
and Q2 combined) (+/-) Nodal disease or EtOH consumption. (d) VAS scores for overall pain (+/-) 
EtOH consumption and nodal disease. * p < 0.05, ** p < 0.01, and ***p<0.001. 

The overall pain scores (defined as total of spontaneous pain (Q1) and pain on func-
tion (Q2) combined) were increased in subjects with advanced stage disease (stages 3 and 
4, n = 15) compared to early stage disease (stages 1 and 2, n = 12) based on the TNM clas-
sification; however, none were statistically significant. When stratified by the presence of 
nodal disease, subjects with nodal disease (n = 11) had significantly more overall pain than 
node negative subjects (n = 16; Figure 3c; p < 0.001). 

Figure 3. (a) VAS scores for spontaneous (Q1) pain vs. functional pain (Q2). (b) VAS scores for
spontaneous (Q1) pain vs. functional pain (+/−) EtOH consumption. (c) VAS scores for overall pain
(Q1 and Q2 combined) (+/−) Nodal disease or EtOH consumption. (d) VAS scores for overall pain
(+/−) EtOH consumption and nodal disease. * p < 0.05, ** p < 0.01, and *** p < 0.001.

The overall pain scores (defined as total of spontaneous pain (Q1) and pain on function
(Q2) combined) were increased in subjects with advanced stage disease (stages 3 and 4,
n = 15) compared to early stage disease (stages 1 and 2, n = 12) based on the TNM classi-
fication; however, none were statistically significant. When stratified by the presence of
nodal disease, subjects with nodal disease (n = 11) had significantly more overall pain than
node negative subjects (n = 16; Figure 3c; p < 0.001).

2.3. OSCC Pain Is Attenuated by Alcohol Consumption

Of the 27 participants, 17 reported actively using alcohol while 10 reported no alcohol
consumption. Rather unexpectedly, when stratified by alcohol consumption, subjects that
consumed alcohol reported less overall pain than subjects who did not consume alcohol
(Figure 3c; p < 0.05). Furthermore, subjects with nodal disease who did not consume alcohol
reported the highest levels of overall pain. This was significant compared to node negative
subjects who did consume alcohol (Figure 3d; p < 0.01).

When pain was broken down into categories (sharp, aching, and burning), additional
differences were identified. Interestingly, subjects who consumed alcohol reported less
pain in all three categories compared to non-drinkers (Figure 4a–d). The most intense types
of pain reported were sharp pain, followed by aching pain, and lastly burning pain in both
groups (+/−) alcohol consumption. In particular, subjects who consumed alcohol reported
significantly less aching pain and burning pain (Figure 4a, p < 0.01) and demonstrated
reduced levels of sharp pain that were not significant (median = 22.5 vs. 43.0; p = 0.41,
Mann–Whitney U).

The analysis of spontaneous and functional sharp, aching, and burning pain levels
revealed that participants who consumed alcohol reported no increase in pain levels
when in function compared to their reported spontaneous pain levels regardless of pain
category (Figure 4b–d). Conversely, participants who did not consume alcohol reported
significantly greater levels of functional sharp pain compared to spontaneous sharp pain
(Figure 4b, p < 0.05). However, both drinkers and non-drinkers reported no significant
increase in functional burning pain compared to their reported spontaneous burning pain
levels (Figure 4d). When analyzing drinkers’ vs. non-drinkers’ pain levels, subjects that
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consumed alcohol reported less spontaneous aching pain and significantly less functional
aching pain compared to non-drinkers (Figure 4c, p < 0.01). In addition, subjects that
consumed alcohol demonstrated a trend in reduced spontaneous burning pain compared to
non-drinkers (median = 0 vs. 22, respectively; p = 0.058, Mann–Whitney U) and a trend in
reduced functional burning pain compared to non-drinkers (median = 0 vs. 24, respectively;
p = 0.072, Mann–Whitney U; Figure 4d). Finally, alcohol consumption was not associated
with functional restriction or pain in response to touch (Figure 5a,b).
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* p < 0.05, and ** p < 0.01.
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2.4. OSCC Patients Experience Thermal Allodynia

To our knowledge, this is the first clinical study evaluating OSCC-patient-reported
pain in response to thermal changes. Indeed, pain in response to cold and heat was
demonstrated in all subjects. Subjects who consumed alcohol reported significantly less
cold related pain (Figure 6a; p < 0.05) and tended to have less heat related pain compared
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to subjects who did not consume alcohol (median = 3 vs. 25.5, respectively; p = 0.06,
Mann–Whitney U).
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Similar to sharp, aching, and burning pain, node-positive subjects reported more
pain in response to cold and heat compared to node-negative subjects; however, this
was not statistically significant (Figure 6b). The evaluation of thermal allodynia in the
context of both nodal disease and alcohol consumption was limited due to the small sample
size. However, we noted that subjects with nodal disease displayed cold-related pain
that was greater than node-negative subjects, regardless of alcohol consumption. On the
other hand, heat allodynia tended to be reduced in node-negative subjects who consumed
alcohol compared to node-negative non-drinkers (median = 8 vs. 40, respectively, p = 0.08,
Mann–Whitney U). Indeed, node-negative subjects who consumed alcohol reported the
lowest VAS scores for heat allodynia (Figure 6c). Lastly, node-positive drinkers reported the
highest VAS scores for heat allodynia, but this finding was not significant. Future studies
utilizing a larger cohort are needed to fully ascertain the interaction between alcohol
consumption and nodal disease in thermal sensitivity.

2.5. Tobacco

Unlike other studies, we found no differences in overall reported pain levels (Q1 + Q2)
between subjects who were actively smoking tobacco and subjects who had quit or with no
history of smoking (Figure 7a).

When analyzing spontaneous and functional pain, there was no significant difference
between smokers and non-smokers (Figure 7b). However, subjects who smoked tobacco
had significant increased pain scores when in function compared to their spontaneous pain
scores (Figure 7b; p < 0.05). This was the only indicator that tobacco use may increase
functional pain in oral cancer patients. Lastly, no differences in thermal allodynia were
noted between smokers and non-smokers (Figure 7c).

When analyzing thermal allodynia in relationship to both alcohol consumption and
smoking tobacco, a trend of decreased pain scores remained for thermal allodynia in
subjects who consumed alcohol. Notably, subjects who consumed alcohol and used tobacco
reported significantly higher pain scores in response to cold vs. subjects who consumed
alcohol and did not smoke tobacco (Figure 7e; p < 0.05). This was our only indication
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that tobacco use may increase pain in response to thermal changes. These analyses of
both alcohol and tobacco usage together were somewhat limited by the small sample sizes.
Indeed, this study was powered to evaluate the effects of each variable such as alcohol or
tobacco use independently. However, the sample size limited our ability to fully ascertain
the effects of both variables together on oral cancer pain. Notably, nine out of ten subjects
who reported no alcohol consumption also reported no history of smoking tobacco. Only
one subject reported using tobacco but not alcohol, and thus was excluded from these
analyses. Therefore, additional studies with larger cohorts are needed to ascertain the
effects of both tobacco and alcohol consumption on oral cancer pain.
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Figure 7. (a) VAS score for overall pain (Q1 + Q2) in subjects with a history of tobacco, who had
quit tobacco, and who were currently using tobacco. (b) VAS scores for spontaneous pain (Q1)
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tobacco and EtOH consumption (+/−). (e) VAS scores for cold and heat allodynia vs. smoking
tobacco and EtOH consumption. * p < 0.05 and ** p < 0.01.

3. Discussion

Aside from death, pain is the primary concern for oral cancer patients. Studies confirm
that oral cancer is one of the most painful cancer types, with opioids being the mainstay
treatment. However, oral cancer patients quickly develop tolerance [13,19], leaving them
with few therapeutic options while battling this deadly disease. Connelly et al. (2004)
developed and validated the UCSF Oral Cancer Pain Questionnaire as a tool to quickly
assess oral cancer pain levels and assist with pain management decisions [13,14]. This
questionnaire is employed routinely to evaluate oral cancer pain. Using an expanded
version of the questionnaire that included additional questions related to burning pain,
heat, and cold, we assessed oral cancer pain levels in relation to a number of variables that
may mediate pain; ethnicity, gender, tumor staging, nodal disease, alcohol consumption,
and tobacco usage. Some limitations to the study included a low sample of subjects who
used tobacco but not alcohol, and the lack of objective thermal testing. Notably, we initially
performed patient thermal quantitative sensory testing; however, we quickly determined
that this was not tolerated by oral cancer patients. Therefore, this study only assessed
patient-reported pain through the use of the questionnaire.

Our patient population was 64% Hispanic White and 25% non-Hispanic White, 7%
African American and 3% Asian. Therefore, the ethnicity of study participants was largely
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either Hispanic White (n = 15) or non-Hispanic White (n = 12). We found no differences in
pain levels between these two patient populations.

While male patients are affected twice as frequently as females with OSCC, we detected
no differences in pain scores between genders (n = 15 males and n = 12 females). Indeed,
female patients have been confirmed to experience more extra-oral pain conditions than
males; however, no difference was detected in this analysis of oral cancer pain. Other studies
indicate gender differences in oral cancer pain, but the findings are inconsistent. Some
studies found that males experience more oral cancer pain than females [4,13]. Conversely,
Sheff et al. (2018) and Reyes-Gibby et al. (2011) found that females experience more oral
cancer pain than males [18,20]. Sato et al. (2010), found no gender differences for oral cancer
pain. Hence, it is unclear if gender truly plays a role in oral cancer pain. To date, there are
no known mechanisms of OSCC oncogenesis related to sex hormones to explain differences
in incidence between genders. Likewise, very few studies investigate mechanisms that
regulate gender differences in oral cancer pain. A more recent study by Scheff et al. (2018),
found that tumor-bearing male mice demonstrate a neutrophil-mediated endogenous
analgesic mechanism that is not found in tumor-bearing female mice; still, similar studies
have not been performed in OSCC patients [20]. Taken together, it remains unclear if there
are sex differences in oral cancer pain. Larger mechanistic studies in oral cancer patients
are necessary to confirm these findings and delineate possible mechanism(s).

Previous reports also indicate that patients with advanced stage disease and/or nodal
disease experience more pain than those with early-stage disease [13,18]. We also observed a
trend for lower pain scores in early-stage disease when stratified by TNM staging; however,
the difference was not significant. When stratified by the presence of nodal disease, a
significant increase in pain levels was detected in node-positive subjects.

This study demonstrates, for the first time, that oral cancer patients report thermal
allodynia to both cold and heat. We also demonstrate that both TRPV1 and TRPA1 channels
are sensitized to tumor-secreted factors in vitro. Surprisingly, only TRPV1 was found to be
sensitized to tumor-secreted factors in rat models of orofacial pain. This may be due to the
short time of exposure to CM prior to MO, or lesser concentrations/instability of TRPA1
activators in the CM to detect in vivo effects. In addition, repeated exposures to MO or very
high concentrations of MO are known to desensitize TRPA1 channels [21–23]. Given that
both the CM and UCM induced no nocifensive behaviors and very low concentrations of MO
were used in this study, it is unlikely that TRPA1 desensitization explains our findings. Thus,
additional studies are necessary to fully understand the effects of OSCC on TRPA1 activity.

Ruparel et al. (2015) determined that OSCC-secreted lipids induce thermal and me-
chanical allodynia and nocifensive behaviors in rat behavioral models [24]. Notably, TRPV1
antagonists inhibited thermal allodynia and nocifensive behaviors with no effect on me-
chanical allodynia. Therefore, it may be that thermal allodynia is mediated by both TRPA1
and TRPV1. In contrast, nocifensive and mechanical allodynia in response to tumor secreted
factors may be mediated by additional channels that are yet to be identified.

Alcohol is a known agonist for TRPV1 channels, yet our findings demonstrate that
chronic alcohol consumption is associated with reduced thermal allodynia in oral cancer
patients. This is consistent with alcohol-induced peripheral neuropathy, in which patients
demonstrate reduced sensitivity to vibration and reduced proprioception to touch, heat,
and cold [25]. Alternatively, alcohol may desensitize these channels or alter the central
processing of these afferent inputs. Studies evaluating fetal ethanol exposure demonstrate
that ethanol attenuates oral aversiveness to CAP, but not MO in adolescent rats [26].
Certainly, further studies are required to more fully evaluate the effects of chronic alcohol
consumption on TRP channel activity in OSCC patients.

Most importantly, we determined that chronic alcohol consumption is associated with
a reduction in nearly all types of oral cancer pain, including pain in function, aching and
burning pain, pain in response to cold, and pain associated with nodal disease. Given that
pain is the primary factor that causes most oral cancer patients to seek treatment, the use of
alcohol may actually be a contributing factor to late detection or seeking care at later disease
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stages. Indeed, 70% of all newly identified oral cancers are already in advanced stages, and
chronic alcohol consumption is a key risk factor to developing oral cancer. Notably, this
study did not find an association of alcohol consumption with late-stage diagnosis. Nearly
half of subjects with late diagnosis (43%) reported not using alcohol. Larger scaled studies
are therefore needed to fully delineate the role of chronic alcohol consumption as it relates
to pain perception and late diagnosis of OSCC.

4. Materials and Methods
4.1. Human OSCC Cell Lines

Human primary OSCC cell lines Cal-27, SCC-4, and SCC-25 were obtained from the
American Type Culture Collection, (ATCC, Manassas, VA, USA). HSC3 cells were kindly
provided by Dr. Brian Schmidt (New York University College of Dentistry, New York,
NY, USA). Cell lines were authenticated within six months of experiments by Genetica
DNA Laboratories (Cincinnati, OH, USA). Cells were maintained in Dulbecco’s Modified
Eagle’s Medium (DMEM, Gibco; Thermos Fisher Scientific, Inc., Waltham, MA, USA)
supplemented with 10% fetal bovine serum (FBS) and 1% penicillin/streptomycin and
maintained at 37 ◦C under 5% CO2.

4.2. Reagents

Cell culture studies used 10 M stock solutions of capsaicin (CAP) and mustard oil
(MO; Sigma-Aldrich, St. Louis, MO, USA) diluted 100% EtoH. Ruthenium red (RR; Sigma-
Aldrich, St. Louis, MO, USA) was prepared as a 100 mM stock in sterile water. Stock
solutions of CAP and MO for rat orofacial pain model were diluted to 0.01% (w/v) in
100% sterile saline just prior to use. CM was collected from OSCC cell lines plated at 75%
confluency, washed with 1× phosphate-buffered saline, and then incubated with freshly
prepared serum free DMEM for 24 h as previously described [27]. Once collected, CM
was centrifuged (1 g for 5 min) to remove free-floating cells and the remaining media was
transferred to a sterilized microfuge tube and stored immediately in a −80 ◦C freezer, and
thawed just prior to use. Freshly prepared serum-free DMEM served as the UCM control
just prior to use.

4.3. Rat Trigeminal Ganglia (TG) Primary Culture

Six TGs from three rats were dissected immediately following decapitation and pro-
cessed as previously described [27]. Briefly, TGs were immediately placed in ice-cold cal-
cium and magnesium-free balanced Hanks solution (Gibco) and washed 3× with Hanks
balanced salt solution (HBSS). They were then treated with 5 mg/mL collagenase (Worth-
lington Biomedial, Lakewood, NJ, USA) for 30 min and 0.1% trypsin for 15 min followed
by homogenization. TGs were then centrifuged at 2000 rpm for 2 min and resuspended in
DMEM containing 1× penicillin/streptomoycin, 1× L-glutamine, 10% FBS, mitotic inhibitor
(0.3 mg/mL FDU and 0.7 mg/mL uridine), and 10 ng/mL nerve growth factor (NGF, Harlan,
Indianapolis, IN, USA). Cells were plated on one 24-well poly-D-lysine-coated plate (BD
Biosciences, Bedford, MA, USA), yielding approximately 8000 cells per well. Media were
replaced after 24 h incubation and again at 48 h incubation. Calcitonin gene-related peptide
(CGRP) release experiments were performed on day 5–7 of primary cultures.

4.4. CGRP Release Assay and iCGRP Radioimmunoassay (RIA)

CGRP release was performed as previously described [27]. Primary TG cultures
(n = 4 per group) were washed 3× with Hanks solution and then allowed to incubate for
15 min to collect a baseline sample. Initial experiments evaluated the direct effect of CM
from OSCC cell lines by treating with CM or UCM for 30 min. To determine if CGRP release
was due to cation channel activation, TGs were also pre-treated with 10 µM RR or vehicle
control (Hanks solution) for 15 min followed by co-treatment with CM. To determine if
CM sensitized TRPV1 in primary TG cultures, cells were co-treated with CM and CAP
(10 nM) with and without RR (10 µM). To confirm that neurons were vital following these
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treatments, cells were washed and incubated in Hanks solution for 15 min and a recovery
sample was collected.

A previously used primary antibody against CGRP (diluted 1:1,000,000, kindly pro-
vided by Dr. M.J. Iadarola, NIH) was added to the tubes containing the supernatant from
baseline, treated, and recovered primary TG cultures and incubated for 24 h at 4 ◦C. Then,
100 µL of [I125]-Tyro-CGRP28–37 (at approximately 25,000 CPM) and 50 µL of goat anti-rabbit
anti-sera coupled to ferric beads (Qiagen, Valencia, CA, USA) were added to the tubes and
incubated for 24 h at 4 ◦C. Immunomagnetic separation was used to halt the assay, and the
unbound tracer was aspirated from all tubes. CM and UCM with or without CAP and RR
were tested for interference with RIA. The same protocol was performed using MO (0.01%)
with and without RR to determine if TRPA1 channels were sensitized as well.

4.5. Eye-Wipe Testing

All procedures for animal studies were approved by the UT Health San Antonio
(UTHSA) Institutional Animal Care and Use Committee (IACUC) and followed the NIH
Guidelines for the Care and Use of Laboratory Animals. In addition, all rat studies complied
with the Animal Research: Reporting of In Vivo Experiments (ARRIVE) guidelines and the
2013 American Veterinary Medical Association (AVMA) euthanasia guidelines. Six-week-
old male Sprague Dawley rats, weighing approximately 300 g (Envigo Laboratories), were
provided with a 12 h light/12 h dark schedule at a controlled temperature and humidity,
with food and water available ad libitum. Rats were acclimated for two weeks prior to study
initiation. Rats were placed in a temperature-controlled (22–25 ◦C) behavioral laboratory
in individual mirrored testing boxes (30 × 30 × 30 cm) in which they were allowed to
acclimate for at least 1 h. One drop (40 µL) of a solution of 0.01% (w/v) CAP or MO, in
sterile saline, was dropped onto one eye of each freely moving animal (n = 6 per group),
as described previously (14, 15). Pre-treatment with one drop of UCM or CM from OSCC
cell lines was also performed, followed immediately with one drop of CAP treatment. The
time spent grooming or closing the affected eye was recorded for a total of 5 min, with the
observers blinded to the treatment allocation groups.

4.6. Expanded UCFS Oral Cancer Pain Questionnaire

We utilized the UCSF Oral Cancer Pain Questionnaire for use in this study. This
questionnaire consists of 8 questions related to spontaneous pain and functional pain
(e.g., pain when eating and speaking) in addition to different types of pain, including
sharp and aching pain. Pain in response to touch (i.e., mechanical pain) and functional
restriction are also evaluated. We extended the questionnaire by adding four additional
questions regarding pain with cold exposure, pain with heat exposure, and spontaneous
and functional burning pain. These questions were rated by the patient on a visual analog
scale of 0 to 100 mm. Only patients with biopsy-proven OSCC who had not received any
prior treatment or analgesics were included in the study (n = 27). Patients completed
the questionnaire at the appointment following their biopsy, which occurred from 10 to
21 days post-biopsy at the UTHSA Otolaryngology clinic. Data collection included the
patients’ gender, age, TNM staging (according to the American Joint Committee on Cancer
Staging Manual [28]), and a history of alcohol and tobacco consumption. No subjects
reported initiating an alcohol or tobacco habit after their oral cancer diagnosis. Subjects who
reported an alcohol habit prior to their oral cancer diagnosis and continued to drink two
alcoholic drinks or more a day were categorized as current alcohol consumers. Subjects who
reported a tobacco habit prior to their oral cancer diagnosis and currently smoked at least
three cigarettes a day were categorized as current tobacco consumers. Subjects who had
quit tobacco at least three months prior to enrollment in the study were considered to have
quit. The questionnaire responses were scored and compiled with patient data. This study
was approved by the UTHSA Institutional Review Board (IRB), and informed consent was
obtained from all participants prior to the study.
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4.7. Statistical Analysis

GraphPad Prism 8 (San Diego, CA, USA) was used for all statistical analyses. Experi-
ments were performed at least in triplicate, and results are represented as
means ± standard error of the mean (SEM) for parametric tests and as medians for nonpara-
metric tests. One-way analysis of variance (ANOVA) was performed for all CGRP release
assays and behavioral testing. Student’s t-test was used to analyze differences between
two treatments in CGRP release assays. The Mann–Whitney U test was also used to analyze
differences between two treatments in the behavior studies. The Mann–Whitney U test
and Wilcoxon matched-pairs signed ranks test were performed to analyze the expanded
UCSF Oral Cancer Pain Questionnaire data. In all experiments, a p-value less than 0.05 was
considered statistically significant.

5. Conclusions

OSCC patients experience thermal allodynia to both cold and heat, which may be
mediated by TRPA1 and TRPV1. Chronic alcohol consumption attenuates multiple types
of oral cancer pain. Future studies focused on TRP channel expression and activity in the
context of chronic alcohol consumption are needed to ascertain the potential effects for
delayed care. In summary, the identification of TRPV1 and TRPA1 channels as biological
targets to treat oral cancer pain, and chronic alcohol consumption as a confounding factor
in patient-reported pain, which may mediate TRPV1 and TRPA1 activity, is critical to
developing non-opioid drugs to treat oral cancer pain.

Author Contributions: Conceptualization, C.B.G. and K.M.H.; methodology, C.B.G., A.M.P. and
K.M.H.; formal analysis, C.B.G., A.M.P. and K.M.H.; investigation, C.B.G., A.M.P. and J.J.D.L.C.;
resources, C.B.G. and K.M.H.; data curation, C.B.G., A.M.P. and J.J.D.L.C.; writing—original draft
preparation, C.B.G.; writing—review and editing, C.B.G., A.M.P. and K.M.H.; supervision, C.B.G.;
project administration, C.B.G. and K.M.H.; funding acquisition, C.B.G. and K.M.H. All authors have
read and agreed to the published version of the manuscript.

Funding: This work was supported by an American Cancer Society Mentored Research Scholar
Grant 120417-MRSG-11-061-01-PCSM (C.B.G.) and by an NIH UL1 TR002645 (K.M.H).

Institutional Review Board Statement: This study was conducted in accordance with the Declaration
of Helsinki and approved by the Institutional Review Board of UT Health San Antonio (protocol
HSC20110197H, 27 February 2014). The animal study protocol was approved by the Institutional
Review Board of UT Health San Antonio (protocol 20090120A, 16 November 2016).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: Data is contained within the article.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript; or
in the decision to publish the results.

References
1. Mercadante, S.; Casuccio, A.; Pumo, S.; Fulfaro, F. Opioid responsiveness-primary diagnosis relationship in advanced cancer

patients followed at home. J. Pain Symptom Manag. 2000, 20, 27–34. [CrossRef]
2. Mercadante, S.; Masedu, F.; Valenti, M.; Aielli, F. Breakthrough pain in patients with head & neck cancer. A secondary analysis of

IOPS MS study. Oral Oncol. 2019, 95, 87–90. [CrossRef]
3. Lam, D.K.; Schmidt, B.L. Orofacial pain onset predicts transition to head and neck cancer. Pain 2011, 152, 1206–1209. [CrossRef]
4. Cuffari, L.; Tesseroli de Siqueira, J.T.; Nemr, K.; Rapaport, A. Pain complaint as the first symptom of oral cancer: A descriptive

study. Oral Surg. Oral Med. Oral Pathol. Oral Radiol. Endod. 2006, 102, 56–61. [CrossRef]
5. Pickering, V.; Jay Gupta, R.; Quang, P.; Jordan, R.C.; Schmidt, B.L. Effect of peripheral endothelin-1 concentration on carcinoma-

induced pain in mice. Eur. J. Pain 2008, 12, 293–300. [CrossRef]
6. Chodroff, L.; Bendele, M.; Valenzuela, V.; Henry, M.; Ruparel, S. Express: BDNF Signaling Contributes to Oral Cancer Pain in a

Preclinical Orthotopic Rodent Model. Mol. Pain 2016, 12, 1744806916666841. [CrossRef]
7. Lam, D.K.; Dang, D.; Zhang, J.; Dolan, J.C.; Schmidt, B.L. Novel animal models of acute and chronic cancer pain: A pivotal role

for PAR2. J. Neurosci. 2012, 32, 14178–14183. [CrossRef]

http://doi.org/10.1016/S0885-3924(00)00145-7
http://doi.org/10.1016/j.oraloncology.2019.06.006
http://doi.org/10.1016/j.pain.2011.02.009
http://doi.org/10.1016/j.tripleo.2005.10.041
http://doi.org/10.1016/j.ejpain.2007.06.001
http://doi.org/10.1177/1744806916666841
http://doi.org/10.1523/JNEUROSCI.2399-12.2012


Pharmaceuticals 2023, 16, 518 14 of 14

8. Schmidt, B.L.; Pickering, V.; Liu, S.; Quang, P.; Dolan, J.; Connelly, S.T.; Jordan, R.C. Peripheral endothelin A receptor antagonism
attenuates carcinoma-induced pain. Eur. J. Pain 2007, 11, 406–414. [CrossRef]

9. Quang, P.N.; Schmidt, B.L. Peripheral endothelin B receptor agonist-induced antinociception involves endogenous opioids in
mice. Pain 2010, 149, 254–262. [CrossRef]

10. Constantin, C.E.; Mair, N.; Sailer, C.A.; Andratsch, M.; Xu, Z.Z.; Blumer, M.J.; Scherbakov, N.; Davis, J.B.; Bluethmann, H.; Ji, R.R.; et al.
Endogenous tumor necrosis factor alpha (TNFalpha) requires TNF receptor type 2 to generate heat hyperalgesia in a mouse
cancer model. J. Neurosci. 2008, 28, 5072–5081. [CrossRef]

11. Tu, N.H.; Jensen, D.D.; Anderson, B.M.; Chen, E.; Jimenez-Vargas, N.N.; Scheff, N.N.; Inoue, K.; Tran, H.D.; Dolan, J.C.; Meek,
T.A.; et al. Legumain Induces Oral Cancer Pain by Biased Agonism of Protease-Activated Receptor-2. J. Neurosci. 2021, 41,
193–210. [CrossRef]

12. Dubeykovskaya, Z.A.; Tu, N.H.; Garcia, P.D.R.; Schmidt, B.L.; Albertson, D.G. Oral Cancer Cells Release Vesicles that Cause Pain.
Adv. Biol. 2022, 6, e2200073. [CrossRef]

13. Connelly, S.T.; Schmidt, B.L. Evaluation of pain in patients with oral squamous cell carcinoma. J. Pain 2004, 5, 505–510. [CrossRef]
14. Kolokythas, A.; Connelly, S.T.; Schmidt, B.L. Validation of the University of California San Francisco Oral Cancer Pain Question-

naire. J. Pain 2007, 8, 950–953. [CrossRef]
15. Gonzalez-Ramirez, R.; Chen, Y.; Liedtke, W.B.; Morales-Lazaro, S.L. TRP Channels and Pain. In Neurobiology of TRP Channels;

Emir, T.L.R., Ed.; CRC Press: Boca Raton, FL, USA, 2017; pp. 125–147. [CrossRef]
16. Koltzenburg, M.; Lundberg, L.E.R.; Torebjork, E.H. Dynamic and static components of mechanical hyperalgesia in human hairy

skin. Pain 1992, 51, 207–219. [CrossRef]
17. Namer, B.; Seifert, F.; Handwerker, H.O.; Maihofner, C. TRPA1 and TRPM8 activation in humans: Effects of cinnamaldehyde and

menthol. Neuroreport 2005, 16, 955–959. [CrossRef]
18. Reyes-Gibby, C.C.; Anderson, K.O.; Merriman, K.W.; Todd, K.H.; Shete, S.S.; Hanna, E.Y. Survival patterns in squamous cell

carcinoma of the head and neck: Pain as an independent prognostic factor for survival. J. Pain 2014, 15, 1015–1022. [CrossRef]
19. Mercadante, S.; Dardanoni, G.; Salvaggio, L.; Armata, M.G.; Agnello, A. Monitoring of opioid therapy in advanced cancer pain

patients. J. Pain Symptom Manag. 1997, 13, 204–212. [CrossRef]
20. Scheff, N.N.; Bhattacharya, A.; Dowse, E.; Dang, R.X.; Dolan, J.C.; Wang, S.; Kim, H.; Albertson, D.G.; Schmidt, B.L. Neutrophil-

Mediated Endogenous Analgesia Contributes to Sex Differences in Oral Cancer Pain. Front. Integr. Neurosci. 2018, 12, 52. [CrossRef]
21. Brand, G.; Jacquot, L. Sensitization and desensitization to allyl isothiocyanate (mustard oil) in the nasal cavity. Chem. Senses 2002,

27, 593–598. [CrossRef]
22. Prescott, J.; Swain-Campbell, N. Responses to repeated oral irritation by capsaicin, cinnamaldehyde and ethanol in PROP tasters

and non-tasters. Chem. Senses 2000, 25, 239–246. [CrossRef]
23. Albin, K.C.; Carstens, M.I.; Carstens, E. Modulation of oral heat and cold pain by irritant chemicals. Chem. Senses 2008, 33, 3–15. [CrossRef]
24. Ruparel, S.; Bendele, M.; Wallace, A.; Green, D. Released lipids regulate transient receptor potential channel (TRP)-dependent

oral cancer pain. Mol. Pain 2015, 11, 30. [CrossRef]
25. Pullen, R.L. Management of Alcohol-Induced Peripheral Neuropathy. Nurs. Made Incred. Easy 2019, 17, 28–36. [CrossRef]
26. Glendinning, J.I.; Simons, Y.M.; Youngentob, L.; Youngentob, S.L. Fetal ethanol exposure attenuates aversive oral effects of TrpV1,

but not TrpA1 agonists in rats. Exp. Biol. Med. 2012, 237, 236–240. [CrossRef]
27. Lautner, M.A.; Ruparel, S.B.; Patil, M.J.; Hargreaves, K.M. In vitro sarcoma cells release a lipophilic substance that activates the

pain transduction system via TRPV1. Ann. Surg. Oncol. 2011, 18, 866–871. [CrossRef]
28. Zanoni, D.K.; Patel, S.G.; Shah, J.P. Changes in the 8th Edition of the American Joint Committee on Cancer (AJCC) Staging of

Head and Neck Cancer: Rationale and Implications. Curr. Oncol. Rep. 2019, 21, 52. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

http://doi.org/10.1016/j.ejpain.2006.05.007
http://doi.org/10.1016/j.pain.2010.02.009
http://doi.org/10.1523/JNEUROSCI.4476-07.2008
http://doi.org/10.1523/JNEUROSCI.1211-20.2020
http://doi.org/10.1002/adbi.202200073
http://doi.org/10.1016/j.jpain.2004.09.002
http://doi.org/10.1016/j.jpain.2007.06.012
http://doi.org/10.4324/9781315152837-8
http://doi.org/10.1016/0304-3959(92)90262-A
http://doi.org/10.1097/00001756-200506210-00015
http://doi.org/10.1016/j.jpain.2014.07.003
http://doi.org/10.1016/S0885-3924(96)00302-8
http://doi.org/10.3389/fnint.2018.00052
http://doi.org/10.1093/chemse/27.7.593
http://doi.org/10.1093/chemse/25.3.239
http://doi.org/10.1093/chemse/bjm056
http://doi.org/10.1186/s12990-015-0016-3
http://doi.org/10.1097/01.NME.0000585072.80796.bd
http://doi.org/10.1258/ebm.2011.011345
http://doi.org/10.1245/s10434-010-1328-1
http://doi.org/10.1007/s11912-019-0799-x

	Introduction 
	Results 
	OSCC-Secreted Factors Activate TRPA1 and TRPV1 Channels 
	Advanced OSCC Patients Who Do Not Consume Alcohol Experience More Functional Pain 
	OSCC Pain Is Attenuated by Alcohol Consumption 
	OSCC Patients Experience Thermal Allodynia 
	Tobacco 

	Discussion 
	Materials and Methods 
	Human OSCC Cell Lines 
	Reagents 
	Rat Trigeminal Ganglia (TG) Primary Culture 
	CGRP Release Assay and iCGRP Radioimmunoassay (RIA) 
	Eye-Wipe Testing 
	Expanded UCFS Oral Cancer Pain Questionnaire 
	Statistical Analysis 

	Conclusions 
	References

