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ABSTRACT 

 

Unlike most classical analgesics, botulinum toxin type A (BoNT/A) does not alter acute 

nociceptive thresholds, and shows selectivity primarily for allodynic and hyperalgesic 

responses in certain pain conditions. We hypothesized that this phenomenon might be 

explained by characterizing the sensory neurons targeted by BoNT/A in CNS after its axonal 

transport. 

BoNT/A’s central antinociceptive activity following its application into the rat whisker pad was 

examined in trigeminal nucleus caudalis (TNC) and higher level nociceptive brain areas 

using BoNT/A-cleaved synaptosomal-associated protein 25 (SNAP-25) and c-Fos 

immunohistochemistry. Occurrence of cleaved SNAP-25 in TNC was examined after non-

selective ganglion ablation with formalin or selective denervation of capsaicin-sensitive 

(vanilloid receptor-1 or TRPV1-expressing) neurons, and in relation to different cellular and 

neuronal markers. Regional c-Fos activation and effect of TRPV1-expressing afferent 

denervation on toxin’s antinociceptive action were studied in formalin-induced orofacial pain.  

BoNT/A-cleaved SNAP-25 was observed in TNC, but not in higher level nociceptive nuclei. 

Cleaved SNAP-25 in TNC disappeared after formalin-induced trigeminal ganglion ablation or 

capsaicin-induced sensory denervation. Occurrence of cleaved SNAP-25 in TNC and 

BoNT/A antinociceptive activity in formalin-induced orofacial pain were prevented by 

denervation with capsaicin. Cleaved SNAP-25 localization demonstrated toxin’s presynaptic 

activity in TRPV1-expressing neurons. BoNT/A reduced the c-Fos activation in TNC, locus 

coeruleus and periaqueductal gray.  

Present experiments suggest that BoNT/A alters the nociceptive transmission at the central 

synapse of primary afferents. Targeting of TRPV1-expressing neurons might be associated 

with observed selectivity of BoNT/A action only in certain types of pain. 

 

Key words: botulinum toxin type A; pain; TRPV1-expressing neurons; axonal transport; 

central afferent terminals; trigeminal nucleus caudalis 
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1. INTRODUCTION 

 

Botulinum toxin type A (BoNT/A) proteolytically cleaves synaptosomal-associated protein 25 

(SNAP-25), part of the soluble N-ethylmaleimide sensitive factor attachment protein receptor 

(SNARE) complex involved in vesicular neurotransmitter release [13,31]. Subsequent 

prevention of SNARE-mediated neurotransmitter release mediates BoNT/A’s toxicity in 

botulism and its therapeutic effects associated with hyperactive neuromuscular and 

autonomic cholinergic synapses. Small amounts of peripherally applied BoNT/A are used for 

treatment of different painful disorders (review by Jabbari and Machado [30]). In the 

craniofacial region BoNT/A was approved for chronic migraine treatment [17]. Off-label 

BoNT/A use may be beneficial in other craniofacial painful disorders, such as 

temporomandibular joint disorders and trigeminal neuralgia [23,67]. 

Based on the preclinical model of formalin-induced pain [15], it was suggested that BoNT/A 

reduces both pain and inflammation by preventing local neurotransmitter release from 

peripheral sensory nerves [2]. However, further studies questioned the association of BoNT/A 

antinociceptive activity with its anti-inflammatory-effects.  At BoNT/A doses which reduced 

carrageenan and capsaicin-induced pain, no significant anti-inflammatory effects were 

observed [5,6,20]. Central antinociceptive activity has been suggested by contralateral 

BoNT/A effects in experimental bilateral pain after unilateral toxin injection [7,8,20,68,69]. 

Blockage of axonal transport within sciatic and trigeminal nerve with colchicine prevented the 

antinociceptive activity of peripherally applied toxin [7,21,39]. BoNT/A-induced SNAP-25 

cleavage was demonstrated immunohistochemically in trigeminal nucleus caudalis (TNC) 

and lumbar dorsal horn [37,39,40]. These observations demonstrated that the BoNT/A’s 

antinociceptive effects are dependent on toxin’s axonal transport within sensory neurons 

directed to central nociceptive regions.  

BoNT/A is not active in all forms of pain and does not alter normal acute sensory thresholds 

[4,5,14,15]. We hypothesized that the antinociceptive effects of BoNT/A might be mediated 

by capsaicin-sensitive transient receptor potential vanilloid (TRPV1)-expressing neurons, 
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since this type of neurons does not convey acute responses to innocuous or noxious stimuli 

[12,44].Therefore, we studied formalin-induced hypersensitivity and the occurrence of 

cleaved SNAP-25 in TNC after peripheral BoNT/A alone or in combination with capsaicin-

induced desensitization. We found that the BoNT/A’s antinociceptive action and the 

occurrence of cleaved SNAP-25 in central nociceptive regions are both associated with 

capsaicin-sensitive primary afferents, which is consistent with the reduction of hyperalgesia 

and allodynia by BoNT/A, and the lack of its effects on acute mechanical sensitivity.  

 

 

2. METHODS 

 

2.1. Animals 

 

Adult male Wistar rats (Department of Pharmacology, University of Zagreb School of 

Medicine), weighing 300-400 g (12h day/ night cycle, free access to food and water), were 

used in all experiments. Experiments were performed according to 2010/63/EU Directive on 

the protection of animals used for scientific purposes and recommendations of International 

Association for the Study of Pain [71], and approved by the Ethical Committee of University 

of Zagreb School of Medicine (permit no. 07-76/2005-43).  

 

2. 2. BoNT/A injections 

 

Conscious, restrained animals were injected subcutaneously into the whisker pad with 20 µl 

of 0.9% saline-diluted BoNT/A (Botox®, Allergan Inc, Irvine, CA, USA), using a 27 1/2 gauge 

needle. 5 and 15 U/kg doses were chosen based on previous experiments [39,41]. 1 unit (1 

U) of BoNT/A preparation contains 48 pg of purified C. botulinum neurotoxin type A complex.    

 

 



5 

 

2.3. Intraganglionic denervation of trigeminal nerve with formalin and capsaicin 

 

To study the occurrence of cleaved SNAP-25 in trigeminal central afferent terminals, rats 

were injected into the whisker pad with 15 U/kg BoNT/A, and formalin was injected 

intraganglionically (i.g.) 5 days after peripheral BoNT/A delivery (sufficient period for cleaved 

SNAP-25 occurrence in the CNS [39]). Anesthetized animals (chloral hydrate, 300 mg/kg) 

were administered slowly (~1 µl/min) with 10 µl formalin (37 % aqueous solution of 

formaldehyde) (Formalin, Kemika, Zagreb, Croatia) into the trigeminal ganglion with a 

Hamilton syringe, using a percutaeous infraorbital approach [39,44]. Animals were deeply 

anesthetized and perfused for immunohistochemistry 5 days post formalin-induced 

denervation (10 days after peripheral BoNT/A).  

 

A procedure similar to the formalin-induced denervation was used to investigate the possible 

truncated SNAP- 25 occurrence in capsaicin-sensitive central afferent terminals. 

Anesthetized animals (chloral hydrate, 300 mg/kg) were administered percutaneously into 

the trigeminal ganglion (~1 µl/min) with two injections of 10 µl 2% capsaicin (Sigma, St. 

Louis, MO, USA) or vehicle (0.9% saline + 10% ethanol + 10% Tween-80), separated 48 h. 

First injection of capsaicin was administered i.g. 5 days after BoNT/A (15 U/kg) peripheral 

treatment. In comparison to 0.5% and 1% doses of capsaicin which evoked gradual recovery 

of eye-wipe response within one week, 2% capsaicin was chosen for further experiments due 

to the long-term loss of response (monitored up to 12 days after denervation). Animals were 

sacrificed 10 days post peripheral BoNT/A (3 days post second capsaicin i.g. injection).  

 

We examined if the occurrence of BoNT/A enzymatic activity in TNC is dependent on 

capsaicin-sensitive neurons. In a separate experiment, the denervation of TRPV1-expressing 

primary sensory neurons was performed before the peripheral BoNT/A injection. Animals 

were subjected to chemical denervation with 2% capsaicin 5 and 3 days prior to BoNT/A (15 

U/kg) treatment, and sacrificed by perfusion 5 days post peripheral BoNT/A. 
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2.4 Behavioral assessment of the effects of trigeminal primary afferent denervation  

 

We assessed the effects of trigeminal denervation procedures on the animal response to 

mechanical innocuous and noxious stimuli, as well as TRPV1-sensitive sensory function.    

Measurements were performed 3-4 days following the trigeminal ganglion ablation with 

formalin or desensitization of TRPV1-expressing neurons with capsaicin. Prior to behavioral 

measurements, rats were allowed to accommodate to testing cage environment until normal 

sniffing/no locomotion posture was assumed. The observer was blinded to the animal 

treatment. 

 

Whisker pad mechanical or nociceptive sensitivity was first monitored with Von Frey filaments 

(2 and 8 g bending forces), and then followed by pin-prick test (5-10 min. interval between 

each stimulus). Von Frey filament bending forces (2 and 8 g) were chosen based on the 

preliminary experiment with a series of Von Frey filaments (1-15 g) in intact animals. Within 

the 2 to 8 g range, the filaments elicited a non-painful response in all control animals (non 

aversive behavior, few animals reacted by slow head withdrawal). Von Frey filaments with 

bending forces higher than 8 g (10 and 15 g) elicited head deflection (filament bending force 

was stronger than the rat neck muscles). Pin prick test was employed by using a sterile 27 

1/2 gauge needle pressed gently against the whisker pad without penetrating the dermis. 

Response to innocuous and nociceptive mechanical stimuli in the facial area was quantified 

by using a semi-quantitative behavioral scoring paradigm, originally devised and described in 

details by Vos et al. [65]. Aversive behavior was quantified by the following descriptive 

categories: a) no response, b) non-aversive response, c) mild-aversive response, d.) strong 

aversive response, e) prolonged aversive behavior, which consist of a sum of following 

response elements: i) detection (exploratory / sniffing behavior directed to stimulating object), 

ii) withdrawal (animal slowly the moves head away from stimulating object), iii) escape/attack 

(avoids further contact / biting and grabbing movement towards stimulation object), iv) facial 

grooming (three or more asymmetric grooming movements). 
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Each descriptive category, based on sum of present response elements, was assigned with a 

score [65]:  

0 = no response (no detection);  

1 = non-aversive response (detection);  

2 = mild-aversive response (detection + withdrawal)  

3 = strong aversive response (detection + withdrawal + escape/attack);  

4 = prolonged aversive behavior (detection + withdrawal + escape/attack + facial grooming); 

 

Corneal reflex was employed to check for the normal sensitivity of corneal surface to tactile 

stimuli prior to capsaicin eye-wipe test. Corneal reflex was examined bilaterally by briefly 

applying a tipped sterile cotton wisp to the cornea, which elicited a blinking response. To 

prevent the visual contact-evoked reaction, the rat’s head was approached by the 

experimenter’s hand from posterolateral side, and the cotton tip was gently applied to the 

cornea across the lateral eye corner. Cotton tip was applied 5 times (>30 second interval 

between consecutive applications), and the percentage of elicited blinking responses was 

used as a measure of behavioral response.  

 

Capsaicin eye-wipe test was used to examine the sensory function of TRPV1-expressing 

trigeminal neurons. Small drop (~10 µl) of saline-diluted 0.01% capsaicin was released on 

the corneal surface, and the number of ipsilateral eye-wipes was counted [16,44]. TRPV1-

expressing neurons are considered to be desensitized if the wiping response is greatly 

reduced or prevented [16,44].  

 

To study the possible role of TRPV1-expressing sensory neurons in BoNT/A antinociceptive 

activity, the effect of BoNT/A on orofacial formalin test was examined in animals desensitized 

with i.g. capsaicin. Four days after the completion of capsaicin i.g.-induced desensitization (2 

injections within 24 h), animals were injected into the whisker pad with saline/5 U/kg BoNT/A. 

Orofacial formalin test was performed 5-6 days after peripheral saline/BoNT/A treatment. 
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Formalin test was employed as described previously [39,41,51]. Animals were injected into 

the whisker pad with 50 µl of saline-diluted 2.5% formalin and observed for 45 min in a 

transparent cage. Total duration of ipsilateral facial rubbing and grooming evoked by facial 

formalin was assessed during 3 min periods divided in phase I (0-12 min) and phase II (12-

45 min). Observer was blinded to the animal treatment. 

 

2.5. Immunohistochemistry of cleaved SNAP-25 in the brain 

 

For the assessment of cleaved SNAP-25 localization, animals were injected with  

BoNT/A subcutaneously into the whisker pad, and sacrificed after 5-6 days. Apart from TNC, 

possible occurrence of cleaved SNAP-25 was studied in thalamus, hypothalamus, sensory 

cortex, locus coeruleus and periaqueductal gray. Since Marinelli et al. [37] reported the 

occurrence of cleaved SNAP-25 in lumbar spinal astrocytes of neuropathic mice, we 

examined the colocalization of cleaved SNAP-25 with marker of astrocytes in animals with 

trigeminal neuropathy induced by infraorbital nerve constriction (IoNC), as previously 

described [21].   

Anesthetized animals (chloral hydrate 300 mg/kg i.p.) were perfused transcardially with 

saline, followed by 4% paraformaldehyde in phosphate-buffered saline (PBS). Brain tissue 

was excised, cryoprotected with sucrose, and kept on -80 ºC as previously described [39,40] 

Cryostat-cut 40 µm coronal sections of brainstem and diencephalon were collected for free 

floating in PBS with 0.25% Triton X-100 (PBST), washed and blocked with 10 % normal goat 

serum (NGS) in PBST. Sections were incubated overnight at room temperature in 1% NGS 

with 1: 1500 rabbit polyclonal antibody to cleaved SNAP-25 (produced by O.R.), which was 

previously well characterized and recognizes specifically the BoNT/A-truncated SNAP-25 

[39]. Following day the sections were incubated with fluorescent secondary antibody (Goat 

anti-rabbit Alexa Fluor 555, Molecular Probes, Invitrogen, Carlsbad, CA, USA). Tissue was 

then incubated overnight at 4ºC with mouse monoclonal antibodies to synaptophysin (1:500, 

Sigma, St Louis, MO, USA) microtubule-associated protein 2 (MAP-2) (1:1000, Sigma) glial 



9 

 

fibrillary acidic protein (GFAP) (1:1000, Sigma), and NeuN (1:500, Millipore, Temecula, CA, 

USA). Next day the sections were incubated with goat anti-mouse Alexa fluor 488. Co-

staining of cleaved SNAP-25 and TRPV1 was performed with goat anti-vanilloid receptor 1 

(TRPV1) polyclonal antibody (1:400, Santa Cruz, Dallas, TX, USA), and donkey anti-rabbit 

Alexa 488/ donkey anti goat Alexa 555 secondary antibodies.  

Co-staining of cleaved SNAP-25 with CGRP was performed with rabbit polyclonal anti-CGRP 

(Sigma). To prevent the cross-reactivity of primary antibodies raised in rabbit, a modified 

antibody elution procedure was used [48]. In brief, after incubation with antibodies to cleaved 

SNAP-25 and secondary goat anti rabbit Alexa 555, sections were washed, transferred to 

Superfrost Plus glass slides and allowed to adhere and dry.  Cleaved SNAP-25 

immunoreactivity was photographed in glycerol-coverslipped slides for later comparison. 

Coverslips were then removed. Slides were washed in PBS, and incubated in dark in pre-

heated acidic elution buffer (50°C, pH=2) containing 1% SDS and 25 mM glycine for 30 min 

without shaking. After elution, sections were blocked again and incubated overnight at 4ºC 

with CGRP antibody (1:5000). Cross reactivity controls were incubated with 1% NGS. Next 

day the sections were incubated with goat anti-rabbit Alexa Fluor 488. In cross-reactivity 

controls, no binding of Alexa fluor 488-labeled secondary antibody was observed. 

Morphology of cleaved SNAP-25 fibers before elution and after completed immunostaining 

remained the same.   

In studies involving cleaved SNAP-25 immunostaining, sections from 3-4 animals per group 

(15-25 sections/animal) were examined. Immunostained sections were visualized with 

Olympus BX-51 epifluorescent microscope coupled to DP-70 digital camera (Olympus, 

Tokyo, Japan) or TCS SP2 AOBS confocal microscope (Leica, Wetzlar, Germany). Double 

label images were composed using cellSens Dimension software. Images were processed 

for brightness and contrast with Adobe Photoshop. 
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2.6 C-Fos immunohistochemistry after orofacial formalin test 

 

BoNT/A effects on neural activation evoked by orofacial formalin were assessed by 

quantifying the c-Fos expression in different brain regions of animals injected with 5U/kg 

BoNT/A or saline. Immunohistochemical staining for c-Fos was performed on coronal 

sections from caudal medulla, pons, mesencephalon and diencephalon, using rabbit anti c-

Fos primary antibody (Santa Cruz, Dallas, TX, USA, dilution 1:500, incubation overnight at 

room temperature) and goat anti-rabbit Alexa Fluor 488 fluorescent secondary antibody.  

Immunostained sections were visualized with Olympus BX-51 fluorescent microscope 

coupled to DP-70 digital camera (Olympus, Tokyo, Japan). C-Fos-positive neuronal 

fluorescent profiles were automatically counted using cellSens Dimension software 

(Olympus, Tokyo, Japan). In each region, c-Fos-positive profiles were counted from 4 

randomly selected sections per animal. Brain regions were indentified in coronal sections 

using the rat stereotaxic atlas [47] and appropriate landmarks for each region (central canal, 

obex, aqueduct, ventricles, etc.). 

 

2.7. Immunohistochemistry of CGRP-expressing central afferent terminals and 

brainstem neurons after trigeminal ganglion denervation 

 

Denervation of primary afferents in the TNC after formalin-induced ablation of trigeminal 

ganglion was verified using the immunohistochemistry of calcitonin gene-related peptide 

(CGRP), which is present in central afferent terminals [25]. Since approximately 70% of the 

CGRP-expressing trigeminal sensory neurons are TRPV1-positive [50], we checked for the 

reduced CGRP expression after desensitization of capsaicin-sensitive primary afferents.  

Ipsilateral and contralateral TNC of each coronal section were visualized with epifluorescent 

microscope by employing the low-magnification objective (4x) to obtain microphotographs 

containing the entire TNC region. Images were processed using cellSens Dimension 

software. Surface area of TNC containing green CGRP immunoreactivity was quantified by 
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using green channel pixel thresholding. To quantify the extent of degeneration, surface area 

of ipsilateral, denervated side was divided by surface area of contralateral side which served 

as a control.     

To assess the possible postsynaptic degeneration of central neurons in theTNC region after 

i.g. treatment with formalin or capsaicin, neuronal nuclear (NeuN) and dendritic (MAP-2) 

staining was performed. 

 

2.8 Statistical analysis 

 

Parametric data were represented as mean ± standard error mean (SEM), and analyzed by 

unpaired t-test (for comparison between two groups) or one-way ANOVA followed by 

Newman-Keuls post hoc test (multiple group comparisons). Non-parametric data (response 

scores of aversive behavior to mechanical stimuli) were represented by scatter plot and 

median, and analyzed by Kruskall-Wallis test, followed by Dunn’s post hoc. p<0.05 was 

considered significant. 

 

 

3. RESULTS 

 

3.1 Intraganglionic denervation of trigeminal nerve with formalin and capsaicin 

3.1.1 Behavioral effects of trigeminal primary afferent denervation  

The animals injected with i.g. formalin showed no response to the ipsilateral whisker pad 

stimulation with Von Frey filaments, independently of the filament bending force (2 or 8 g) 

(Fig. 1A , Fig.1B). In addition, formalin i.g. treated-animals did not respond to the pin prick 

test ipsilaterally to formalin-induced ablation (Fig. 1C). Ipsilateral response to capsaicin eye-

wipe test in i.g.formalin-treated animals was abolished (Figure 2A). Corneal reflex (blinking 

response to cotton whip stimulation of cornea) was almost completely prevented (not 

shown). Contralaterally, the animals responded to whisker pad and corneal mechanical 
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stimulation similarly to control animals (not shown). In addition, capsaicin-evoked eye-wipe 

response was preserved on the non-denervated side (not shown). Formalin is a chemical 

fixative which immediately kills the living cells by cross-linking of biological molecules and 

protein precipitation [57]. In line with that, insensitivity to mechanical and capsaicin-induced 

stimulation after i.g. formalin suggested a non-selective denervation of trigeminal primary 

afferents.  

 

Acute mechanical sensitivity was unaltered after i.g. capsaicin-evoked desensitization. 

Capsaicin i.g.-treated animals showed non-aversive response to whisker pad mechanical 

stimulation with Von Frey filaments (Fig. 1A, Fig. 1B), responded to noxious pin prick 

stimulus with strong aversive behavior, (Fig. 1C), and exhibited 100% preserved corneal 

reflex response, similarly to vehicle-treated animals (not shown). Facial BoNT/A pretreatment 

did not significantly alter the mechanical responses in either vehicle i.g. or capsaicin i.g. – 

treated animals.  

Animals desensitized with 2% capsaicin had a largely reduced response to capsaicin eye 

wipe test on the ipsilateral side (Figure 2), in line with the effects of capsaicin-induced 

desensitization of TRPV1-expressing neurons [16,44,57]. On the contralateral side, animals 

responded similarly to vehicle-treated controls (not shown). Present data indicated that the 

unilateral i.g. capsaicin selectively desensitized TRPV1-expressing neurons only, without 

altering primary afferents which mediate the acute mechanical sensitivity. 

 

Figure 1 

Figure 2  

 

In animals injected i.g. with vehicle, BoNT/A reduced phase II of formalin-induced orofacial 

pain, whereas phase I pain was not affected, as previously described [15,39,41]. Capsaicin 

i.g.–induced denervation prevented the antinociceptive activity of BoNT/A in orofacial 

formalin-induced pain, while the denervation itself did not influence the duration of 
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nocifensive behavior in formalin test (Fig. 3). These data suggest that the BoNT/A 

antinociceptive efficacy is dependent on TRPV1-expressing sensory neurons.   

 

Figure 3 

 

3.1.2 Effects of trigeminal ganglion denervation on CGRP-expressing central afferent 

terminals and brainstem neurons 

In line with the abolished unilateral sensory response, trigeminal ganglion ablation with 

formalin resulted in almost complete unilateral disappearance of CGRP immunoreactivity in 

the TNC, which is expressed in a subpopulation of central afferent terminals (Fig. 4A). 

Capsaicin-evoked denervation induced a large, but in contrast to formalin-induced 

denervation, incomplete reduction of CGRP immunoreactivity (Figure 5B, Fig. 5C).  

Decrease of CGRP immunostaining of the ipsilateral TNC in response to i.g. capsaicin is in 

line with previous studies which reported reduced neuropeptide content in the dorsal horn 

after desensitization of capsaicin-sensitive central afferent terminals with high dose TRPV1 

agonists [22,32]. Remaining CGRP staining possibly corresponded to the peptidergic afferent 

population not expressing TRPV1 [50]. 

Quantification of CGRP immunoreactivity supports the loss of CGRP in i.g. formalin-treated 

animals (Fig. S1A), and CGRP reduction in capsaicin i.g.-treated animals (Fig S1B). 

Immunostaining of dendrites (MAP-2) and cell bodies (NeuN) of brainstem neurons in the 

TNC was unaltered by i.g. formalin (Fig. S2A, Fig. S2B). Dendritic and somatic staining of 

central neurons in the TNC was unaffected by i.g. capsaicin (not shown), similarly to i.g. 

formalin.  

 

3.1.3 Occurrence of BoNT/A enzymatic activity in the TNC after denervation of trigeminal 

nerve with formalin and capsaicin 

Previously, we found the occurrence of BoNT/A-cleaved SNAP-25 in the TNC after toxin 

injection into the whisker pad [39]. By employing the trigeminal nerve ablation we examined if 
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the BoNT/A’s enzymatic activity in TNC was located within primary afferent terminals. 

Formalin-induced ganglion ablation performed 5 days following BoNT/A peripheral injection 

induced complete disappearance of cleaved SNAP-25 staining in the TNC (Fig. 4B), 

indicating that the BoNT/A-cleaved SNAP-25 was located in central afferent terminals.  

Double labeling of cleaved SNAP-25 and TRPV1 in TNC demonstrated the occurrence of 

products of BoNT/A enzymatic activity in TRPV1-expressing neurons (Fig. 5A). Animals 

subjected to chemical denervation with capsaicin 5 days following peripheral BoNT/A lacked 

the immunoreactivity for cleaved SNAP-25 in TNC (Fig. 5B), which suggests that BoNT/A 

enzymatic activity occurs in capsaicin-sensitive central afferent terminals. 

Hypothetically, some other types of afferents,  which are capsaicin insensitive, might mediate 

the occurrence of cleaved SNAP-25 in the TNC when the capsaicin-sensitive afferents are 

desensitized with capsaicin before injection of BoNT/A. However, animals subjected to i.g. 

capsaicin-induced denervation prior to BoNT/A injection lacked the BoNT/A-cleaved SNAP-

25 in TNC (Figure 5C), suggesting that the occurrence BoNT/A enzymatic activity in the TNC 

is dependent solely on capsaicin-sensitive neurons. 

 

Figure 4 

Figure 5 

 

3.2 Immunohistochemical localization of cleaved SNAP-25 in the brain 

 

Cleaved SNAP-25 immunoreactivity appeared either as punctate immunoreactivity or fiber-

like profiles. Punctate immunoreactivity colocalized with synaptophysin, a presynaptic 

marker. On the other hand, fiber-like profiles showed no colocalization with synaptophysin 

(Fig. 6A). Cleaved SNAP-25 was absent from MAP-2-stained dendrites of TNC neurons (Fig. 

6B). In BoNT/A-injected naïve (Fig. 6C) and infraorbital nerve constriction-induced 

neuropathic animals (not shown), cleaved SNAP-25 was detected outside of GFAP-

immunoreactive astrocytes.  
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Cleaved SNAP-25 mainly did not colocalize with neuropeptide CGRP, except in few neuronal 

terminals (Fig. S3). After 5 U/kg peripheral BoNT/A injection, cleaved SNAP-25 was detected 

in TNC only, but not in other sensory regions (not shown). 

 

Figure 6 

 

3.3. BoNT/A effects on regional c-Fos expression in the orofacial formalin test 

 

In present study we have examined the effect of BoNT/A on c-Fos expression in the TNC and 

upstream sensory regions after formalin injection into the orofacial area (Fig. 7, Table 1). 

Formalin-evoked c-Fos expression in TNC, locus coeruleus, periaqueductal gray, medial 

thalamus (paraventricular nucleus), amygdala and hypothalamus was increased 3-9 times 

compared to saline controls (Table 1, middle column). Increased c-Fos expression in 

examined regions is in agreement with previous studies involving peripheral formalin test 

[11]. 

Similarly to previous findings in spinal cord dorsal horn [2,18,64], in present experiment 

BoNT/A lowered the pain-evoked neural activation (measured by c-Fos expression) in  the 

TNC. Additionally, BoNT/A reduced the formalin-evoked neural activation in locus coeruleus 

and periaqueductal gray. BoNT/A did not affect the expression of c-Fos in paraventricular 

nucleus of thalamus, ipsilateral and contralateral hypothalamus and contralateral central 

amygdala (Fig. 7, Table 1). 

Figure 7 

Table 1 

 

4. DISCUSSION 

 

In contrast to classical analgesics such as opioids, BoNT/A does not alter the acute 

nociceptive thresholds, but it selectively reduces the allodynic and hyperalgesic responses in 
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certain pain conditions [4,5,14,15]. We previously discovered that the antinociceptive activity 

of BoNT/A is mediated by its axonal transport to central sensory nociceptive nuclei [7,21,39]. 

In present study we investigated the possibility that the selectivity of BoNT/A antinociceptive 

action is mediated by specific subtypes of sensory neurons targeted by BoNT/A. 

 

Enzymatic activity of BoNT/A in TNC occurs in central afferent terminals. Occurrence of 

cleaved SNAP-25 in TNC and lumbar dorsal horn, the regions which receive afferent 

nociceptive input, suggests that BoNT/A alters central nociceptive transmission [39]. 

However, the localization of this action in TNC was, up to now, unknown. In present study we 

examined whether BoNT/A’s enzymatic activity in the TNC is located in primary sensory 

neurons. Loss of cleaved SNAP-25 in the TNC after formalin-induced ablation of primary 

afferents demonstrated that the BoNT/A enzymatic activity occurs in central primary afferent 

terminals.  

In present experiments we did not observe any truncated SNAP-25 remaining after 

ganglionic denervation, thus, our results do not support possible transcytosis to second order 

synapses in the TNC. However, transcytosis of BoNT/A in rats was demonstrated after both 

anterograde and retrograde axonal transport in the optic system [52,53]. Recently, a 

decrease of spontaneous and evoked inhibitory glycinergic potentials in isolated rat lumbar 

substantia gelatinosa neurons following peripheral BoNT/A injection was reported [1]. The 

authors suggested toxin’s transcytosis to glycinergic interneurons.  

 

BoNT/A’s antinociceptive activity is associated with capsaicin-sensitive neurons. After 

demonstrating that BoNT/A's proteolytic activity in TNC was located within central afferent 

terminals of trigeminal neurons, we found that the terminals involved are sensitive to 

capsaicin and express TRPV1 (Fig. 4A, Fig. 4B). Moreover, chemical denervation with i.g. 

capsaicin prevented the occurrence of cleaved SNAP-25 in the TNC, as well as the 

antinociceptive activity of BoNT/A in formalin-induced orofacial pain (Fig. 4C, Fig. 5). 

Mentioned experiments demonstrate that the BoNT/A’s antinociceptive activity, mediated by 
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toxin’s axonal transport to CNS [7,21,39], involves capsaicin sensitive (TRPV1-expressing) 

central afferent terminals.  

Enzymatic activity of BoNT/A in capsaicin-sensitive neurons supports the reduction of 

capsaicin-evoked pain [5,24,55]. It was reported that BoNT/A reduces TRPV1 expression in 

peripheral sensory neurons, possibly by preventing SNARE-mediated receptor translocation 

to the cell membrane [3,56,69,70]. Similar effect may occur in central afferent terminals, 

where BoNT/A might regulate the TRPV1 receptor-mediated central nociceptive 

transmission.  

TRPV1-expressing neurons are primarily glutamatergic [27] but might contain other 

transmitters such as Substance P, CGRP etc. [9,25,32,50]. Thus, BoNT/A might prevent  

glutamate as well as other co-transmitters’ release from a distinct set of nerve endings 

[19,21]. Recently, it was proposed that BoNT serotype B reduces spinal substance P release 

from TRPV1-expressing neurons in mice [38]. 

 

BoNT/A selectivity for hyperalgesia and allodynia is associated with capsaicin-sensitive 

neurons. Since only 16- 20% of trigeminal neurons express TRPV1 [9,26,28,50], our 

observations might suggest a preferential targeting of BoNT/A to TRPV1-expressing central 

terminals in the TNC. Selective targeting of TRPV1-expressing nerve endings might explain 

the activity of BoNT/A only in certain types of pain. Comparison between the antinociceptive 

effects of BoNT/A and suppressed function of TRPV1-expressing neurons in different types 

of experimental acute nociceptive, inflammatory and neuropathic pain indicates a 

considerable agreement of the effects of BoNT/A  and TRPV1-mediated antinociceptive 

effects:  

-BoNT/A  and suppression of TRPV1-expressing neurons (evoked by denervation of TRPV1-

expressing neurons, or TRPV1 antagonists) do not affect acute mechanical thresholds 

[4,5,14,15,32,43,44,59]. In present study we observed preserved acute mechanical 

sensitivity upon either BoNT/A treatment or denervation of capsaicin-sensitive primary 

afferents (Fig. 1). Transmission of acute mechanical stimuli by neurons which are not 
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capsaicin-sensitive might explain the lack of effect of BoNT/A on acute innocuous or 

nociceptive mechanical thresholds. 

- BoNT/A, denervation of TRPV1-expressing neurons, and TRPV1 agonists, reduce the 

nocifensive behavior and mechanical hyperalgesia evoked by capsaicin [5,6,24,32,49,55,59], 

and thermal hyperalgesia evoked by inflammatory or neuropathic pain 

[4,5,6,16,33,36,49,56,59,60,66]. 

- BoNT/A and TRPV1 antagonists reduce the inflammatory and neuropathic mechanical 

allodynia and hyperalgesia [4,18,21,33,46,49,66]. The results are ambiguous after 

denervation with high dose TRPV1 agonists: some studies report the reduction of mechanical 

allodynia [36,60], while others do not [35]. 

- BoNT/A and TRPV1 receptor antagonists reduce formalin-induced pain 

[15,18,34,39,41,59,63]. However, in present experiments, 2.5% formalin-induced nocifensive 

response was unaltered by i.g. capsaicin (Fig. 3). This is in accordance with a recent similar 

study employing i.g. resiniferatoxin (a more potent capsaicin analog) and 2.5% orofacial 

formalin [16]. Effect of desensitization of TRPV1-expressing neurons on the duration of 

formalin-evoked nociceptive behavior in mice was shown to be dependent on formalin 

concentration [54]. While intrathecal capsaicin reduced the 0.5% formalin-evoked behavior, it 

did not reduce the behavior evoked by higher formalin dose (2%) [54]. Unaltered response to 

formalin test might be associated with central plastic changes occurring after denervation of 

TRPV1-expressing afferents, such as the abnormally increased receptive fields of dorsal 

horn neurons [42]. Another theoretical possibility is that the denervation of TRPV1-expressing 

neurons might result in compensatory nociceptive activation of other primary afferent types in 

the formalin test. 

 

Cleaved SNAP-25 cellular and regional localization. Herein we examined the localization of 

truncated SNAP-25 in relation to cellular markers in the TNC. Cleaved SNAP-25 punctate 

immunoreactivity colocalized with presynaptic terminals immunolabeled with synaptophysin, 

consistent with well known BoNT/A activity in synapses [10]. Cleaved SNAP-25 fiber-like 
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profiles, most likely corresponding to axons, were not immunoreactive to synaptophysin (Fig 

6A). This is in line with extrasynaptic occurrence of SNAP-25 along the axons [61]. Cleaved 

SNAP-25 did not colocalize either with MAP-2-positive dendrites of secondary neurons, or 

with GFAP, marker of astrocytes (Fig. 6B, Fig. 6C). Recent study of Marinelli et al. [37] 

reported BoNT/A-truncated SNAP-25 occurrence in spinal astrocytes of neuropathic mice. 

Differences between the studies might be associated with experimental setup, animal 

species (mice vs. rats) and sensory region examined (lumbar spinal dorsal horn vs. TNC).  

Following BoNT/A subcutaneous injection into the whisker pad area, we did not observe 

convincing cleaved SNAP-25 colocalization with CGRP-containing peptidergic afferents (Fig. 

4, Supplement Fig. S3). In rats, significant portion of TRPV1-expressing trigeminal neurons 

(~30-56%) does not express CGRP [9,50]. Lack of colocalization could be associated with 

the site of toxin administration, since TRPV1-expressing afferents which innervate cutaneous 

structures are primarily non-peptidergic [9,27,62]. Our results suggest that BoNT/A’s 

antinociceptive action, at least in present experimental setup, is not mediated primarily by 

direct prevention of central CGRP release. 

Cleaved SNAP-25 in sensory regions examined above the level of TNC (locus coeruleus, 

periaqueductal gray, thalamus, hypothalamus, sensory cortex) was not observed. However, 

pain-evoked neural activity (assessed with c-Fos expression) was decreased by BoNT/A in 

locus coeruleus and periaqueductal gray (but not in thalamus, hypothalamus and amygdala) 

(Fig. 7; Table 1). Reduction of pain-evoked neural activity in regions where BoNT/A 

enzymatic activity was not observed suggests that the toxin’s indirect effects in CNS may be 

more widespread compared to its direct effects mediated by central SNAP-25 cleavage.  

 

5. CONCLUSION  

 

Present results suggest the association of BoNT/A’s antinociceptive activity with capsaicin-

sensitive central afferent terminals. This could explain selective action of BoNT/A on some 

forms of pain, only. 



20 

 

Acknowledgements 

 

We wish to thank Bozica Hrzan for technical assistance during the behavioral experiments. 

This work was supported by Croatian Ministry of Science, Education and Sport, (Project No. 

108-1080003-0001) and Deutscher Academischer Austauch Dienst (DAAD). 

 

The authors declare no competing financial interests.  

 

 

 

REFERENCES 

 

[1] Akaike N, Shin MC, Wakita M, Torii Y, Harakawa T, Ginnaga A, Kato K, Kaji R, Kozaki S. 

Transsynaptic inhibition of spinal transmission by A2 botulinum toxin. J Physiol 

2013;591:1031-43.  

 

[2] Aoki KR. Review of a proposed mechanism for the antinociceptive action of botulinum 

toxin type A. Neurotoxicology 2005;26:785-93. 

 

[3] Apostolidis A, Popat R, Yiangou Y, Cockayne D, Ford AP, Davis JB, Dasqupta P, Fowler 

CJ, Anland P. Decreased sensory receptors P2X3 and TRPV1 in suburothelial nerve fibers 

following intradetrusor injections of botulinum toxin for human detrusor overactivity. J 

Urol 2005;174:977-82. 

 

[4] Bach-Rojecky L, Relja M, Lacković Z. Botulinum toxin type A in experimental neuropathic 

pain. J Neural Transm 2005;112:215–9.  

 



21 

 

[5] Bach-Rojecky L, Lacković Z. Antinociceptive effect of botulinum toxin type A in rat model 

of carrageenan and capsaicin induced pain. Croat Med J 2005;46:201-8. 

 

[6] Bach-Rojecky L, Dominis M, Lacković Z. Lack of anti-inflammatory effects of botulinum 

toxin  A in experimental models of inflammation. Fundam Clin Pharmacol 2008;22:503–9. 

 

[7] Bach-Rojecky L, Lacković Z, Central origin of the antinociceptive action of botulinum toxin 

type A. Pharmacol Biochem Behav 2009;94:234–8. 

 

[8] Bach-Rojecky L, Šalković-Petrišić M, Lacković Z. Botulinum toxin type A reduces pain 

supersensitivity in experimental diabetic neuropathy: bilateral effects after unilateral injection. 

Eur J Pharmacol 2010;633:10-4. 

 

[9] Bae YC, Oh JM, Hwang SJ, Shigenaga Y, Valtschanoff JG. Expression of vanilloid 

receptor TRPV1 in the rat trigeminal sensory nuclei. J Comp Neurol 2004;478;62-71. 

 

[10] Baldwin MR, Barbieri JT. Association of botulinum neurotoxins with synaptic vesicle 

protein complexes. Toxicon 2009;54:570-4. 

 

[11] Baulmann J, Spitznagel H, Herdegen T, Unger T, Culman J. Tachykinin receptor inhibition 

and c-Fos expression in the rat brain following formalin-induced pain. Neuroscience 2000;95, 

813-20. 

 

[12] Bishnoi M, Bosgraaf CA, Premkumar LS. Preservation of acute pain and efferent 

functions following intrathecal resiniferatoxin-induced analgesia in rats. J Pain 2011;12:991-

1003.  

 



22 

 

[13] Blasi J, Chapman ER, Link E, Binz T, Yamasaki S, De Camilli P, Sudhof TC, Niemann H, 

Jahn R,. Botulinum neurotoxin A selectively cleaves the synaptic protein SNAP-25. Nature 

1993;365:160-3.  

 

[14] Blersch W, Schulte-Mattler WJ, Przywara S, May A, Bigalke H, Wohlfarth K. Botulinum 

toxin A and the cutaneous nociception in humans: a prospective, double-blind, placebo-

controlled, randomized study. J Neurol Sci 2002;205:59-63 

 

[15] Cui M, Khanijou S, Rubino J, Aoki KR. Subcutaneous administration of botulinum toxin A 

reduces formalin-induced pain. Pain 2004;107:125-33. 

 

[16] Cruz LS, Kopruszinski CM, Chichorro, JG. Intraganglionar resiniferatoxin prevents 

orofacial inflammatory and neuropathic hyperalgesia. Behav Pharmacol 2014;25:112-8 

 

[17] Dodick DV, Turkel CC, DeGryse RE, Aurora SK, Silberstein SD, Lipton RB, Deiner HC, 

Brin MF, PREEMPT Chronic migraine study group. Onabotulinumtoxin A for treatment of 

chronic migraine: pooled results from the double-blind, randomized, placebo-controlled 

phases of the PREEMPT Clinical Program. Headache 2010;50:921-36. 

 

[18] Drinovac V, Bach-Rojecky L, Matak I, Lacković Z . Involvement of the µ-opioid receptors 

in the antinociceptive activity of botulinum toxin A. Neuropharmacology 2013;70:331-7. 

 

 

[19] Durham PL, Cady R. Regulation of calcitonin gene-related peptide secretion from 

trigeminal nerve cells by botulinum toxin type A: Implications for migraine therapy. Headache 

2004;44:35-42. 

 



23 

 

[20] Favre-Guilmard C, Auguet M, Chabrier PE. Different antinociceptive effects of botulinum 

toxin type A in inflammatory and peripheral polyneuropathic rat models. Eur J Pharmacol 

2009;617:48-53. 

 

[21] Filipović B, Matak I, Bach-Rojecky L, Lacković Z. Central action of peripherally applied 

botulinum toxin type a on pain and dural protein extravasation in rat model of trigeminal 

neuropathy. PLoS One 2012;7:e29803 

 

[22] Franco-Cereceda  A, Henke H, Lundberg JM, Petermann JB, Hökfelt T, Fischer JA. 

Calcitonin gene-related peptide (CGRP) in capsaicin-sensitive substance P-immunoreactive 

sensory neurons in animals and man: distribution and release by capsaicin. Peptides 

1987;8:399-410. 

 

[23] Freund B, Schwartz M. Temporal relationship of muscle weakness and pain reduction in 

subjects treated with botulinum toxin A. J Pain 2003:4:159-65. 

 

[24] Gazerani P, Pedersen NS, Staahl C, Drewes AM, Arendt-Nielsen L. Subcutaneous 

botulinum toxin type A reduces capsaicin-induced trigeminal pain and vasomotor reactions in 

human skin. Pain 2009;141:60-9 

 

[25] Gibson SJ, Polak JM, Bloom SR, Sabate IM, Mulderry PM, Ghatei MA, McGregor GP, 

Morrison JF, Kelly JS, Evans RM, Rosenfeld MG. Calcitonin gene-related peptide 

immunoreactivity in the spinal cord of man and of eight other species. J Neurosci 

1984;4:3101-11. 

 

[26] Hwang SJ, Valtschanoff JG. Vanilloid receptor VR1-positive afferents are distributed 

differently at different levels of the rat lumbar spinal cord. Neurosci Lett 2003;349:41-4. 

 



24 

 

[27] Hwang SJ, Burette A, Rustioni A, Valtschanoff JG. Vanilloid receptor VR1-positive 

primary afferents are glutamatergic and contact spinal neurons that co-express neurokinin 

receptor NK1 and glutamate receptors. J Neurocytol 2004;33:321-9. 

 

[28] Ichikawa H, Sugimoto T. VR1-immunoreactive primary sensory neurons in the rat 

trigeminal ganglion. Brain Res 2001;890:184-8 

 

[29] Ishikawa H, Mitsui Y, Yoshitomi T, Mashimo K, Aoki S, Mukuno K, Shimizu K. Presynaptic 

effects of botulinum toxin type A on the neuronally evoked responses of albino and 

pigmented iris sphincter and dilator muscles. Jpn J Ophthalmol 2000;44;106-9. 

 

[30] Jabbari B, Machado D. Treatment of refractory pain with botulinum toxins-an evidence-

based review. Pain Med 2011;12:1594-606.  

 

[31] Jahn R, Fasshauer D. Molecular machines governing exocytosis of synaptic vesicles. 

Nature 2012;490:201-7.  

 

[32] Jeffry JA, Yu SQ, Sikand P, Parihar A, Evans MS, Premkumar LS. Selective targeting of 

TRPV1 expressing sensory nerve terminals in the spinal cord for long lasting analgesia. 

PLoS One 2009;4:e7021. 

 

[33] Kanai Y, Nakazato E, Fujiuchi A, Hara T, Imai A. Involvement of an increased spinal 

TRPV1 sensitization through its up-regulation in mechanical allodynia of CCI rats. 

Neuropharmacology 2005;49:977-84.  

 

[34] Kanai Y, Hara T, Imai A, 2006. Participation of the spinal TRPV1 receptors in formalin-

evoked pain transduction: a study using a selective TRPV1 antagonist, iodo-resiniferatoxin. J 

Pharm Pharmacol 58;489-93. 



25 

 

 

[35] King T, Qu C, Okun A, Mercado R, Ren J, Brion T, Lai J, Porreca F. Contribution of 

afferent pathways to nerve injury-induced spontaneous pain and evoked hypersensitivity. 

Pain 2011;152:1997-2005. 

 

[36] Kissin I, Freitas CF, Bradley EL Jr. Perineural resiniferatoxin prevents the development of 

hyperalgesia produced by loose ligation of the sciatic nerve in rats. Anesth Analg. 

2007;104:1210-6. 

 

[37] Marinelli S, Vacca V, Ricordy R, Uggenti C, Tata AM, Luvisetto S, Pavone F. The 

analgesic effect on neuropathic pain of retrogradely transported botulinum neurotoxin A 

involves Schwann cells and astrocytes. PLoS One 2012;7:e47977.   

 

[38] Marino MJ, Terashima T, Steinauer JJ, Eddinger KA, Yaksh TL, Xu Q; Botulinum toxin B 

in the sensory afferent: transmitter release, spinal activation and pain behavior. Pain 2013; 

155:674-84 

 

[39] Matak I, Bach-Rojecky L, Filipović B, Lacković Z. Behavioral and immunohistochemical 

evidence for central antinociceptive activity of botulinum toxin A. Neuroscience 

2011;186:201-7. 

 

[40] Matak I, Riederer P, Lacković Z. Botulinum toxin's axonal transport from periphery to the 

spinal cord. Neurochem Int 2012;61:236-9. 

 

[41] Matak, I., Stracenski, I., Lacković, Z. 2013 Comparison of analgesic effects of single 

versus repeated injection of botulinum toxin in orofacial formalin test in rats. J Neural Transm 

2013;120:141-4. 

 



26 

 

[42] McMahon SB, Wall PD, Granum SL, Webster KE.The effects of capsaicin applied to 

peripheral nerves on responses of a group of lamina I cells in adult rats. J Comp Neurol 

1984;227:393-400. 

 

[43] Mishra SK, Hoon MA. Ablation of TrpV1 neurons reveals their selective role in thermal 

pain sensation. Mol Cell Neurosci 2010;43:157-63. 

 

[44] Neubert JK, Mannes AJ, Keller J, Wexel M, Iadarola MJ, Caudle RM,. Peripheral 

targeting of the trigeminal ganglion via the infraorbital foramen as a therapeutic strategy. 

Brain Res Prot 2005;15:119-26.  

 

[45] Neubert JK, Mannes AJ, Karai LJ, Jenkins AC, Zawatski L, Abu-Asab M, Iadarola MJ. 

Perineural resiniferatoxin selectively inhibits inflammatory hyperalgesia. Mol Pain 2008;4:3.  

 

[46] Park HJ, Lee Y, Lee J, Park C, Moon DE.The effects of botulinum toxin A on mechanical 

and cold allodynia in a rat model of neuropathic pain. Can J Anaesth 2006;53:470-7. 

 

[47] Paxinos G, Watson C, The rat brain in stereotaxic coordinates, 5th edn. Burlington, MA  

Elsevier Academic 2005 

 

[48] Pirici D, Mogoanta L, Kumar-Singh S, Pirici I, Margaritescu C, Simionescu C, Stanescu 

R. Antibody elution method for multiple immunohistochemistry on primary antibodies raised 

in the same species and of the same subtype. J Histochem Cytochem 2009;57:567-75. 

 

[49] Pomonis JD, Harrison JE, Mark L, Bristol DR, Valenzano KJ, Walker K. N-(4-

Tertiarybutylphenyl)-4-(3-cholorphyridin-2-yl)tetrahydropyrazine -1(2H)-carbox-amide 

(BCTC), a novel, orally effective vanilloid receptor 1 antagonist with analgesic properties: II. 



27 

 

in vivo characterization in rat models of inflammatory and neuropathic pain. J Pharmacol Exp 

Ther 2003;306:387-93.  

 

[50] Price TJ, Flores CM. Critical evaluation of the colocalization between calcitonin gene-

related peptide, substance P, transient receptor potential vanilloid subfamily type 1 

immunoreactivities, and isolectin B4 binding in primary afferent neurons of the rat and 

mouse. J Pain 2007;8:263-72 

 

[51] Raboisson P, Dallel R. The orofacial formalin test. Neurosci Biobehav Rev 2004;28:219-

26.  

 

[52] Restani L, Antonucci F, Gianfranceschi L, Rossi C, Rossetto O, Caleo M. Evidence for 

anterograde transport and transcytosis of botulinum neurotoxin A (BoNT/A). J Neurosci 

2011;31:15650-9. 

 

[53] Restani L, Novelli E, Bottari D, Leone P, Barone I, Galli-Resta L, Strettoi E, Caleo M. 

Botulinum neurotoxin A impairs neurotransmission following retrograde transynaptic 

transport. Traffic 2012;13:1083-9. 

 

[54] Shields SD, Cavanaugh DJ, Lee H, Anderson DJ, Basbaum AI. Pain behavior in the 

formalin test persists after denervation of the great majority of C-fiber nociceptors. Pain 

2010;151:422–29.   

 

[55] Shimizu T, Shibata M, Toriumi H, Iwashita T, Funakubo M, Sato H, Kuroi T, Ebine T, 

Koizumi K, Suzuki N. Reduction of TRPV1 expression in the trigeminal system by botulinum 

neurotoxin type-A. Neurobiol Dis 2012;48:367-78. 

 



28 

 

[56] Sugimoto Y, Kojima Y, Inayoshi A, Inoue K, Miura-Kusaka H, Mori K, Saku O, Ishida H, 

Atsumi E, Nakasato Y, Shirakura S, Toki S, Shinoda K, Suzuki N. K-685, a TRPV1 

antagonist, blocks PKC-sensitized TRPV1 activation and improves the inflammatory pain in a 

rat complete Freund's adjuvant model. J Pharmacol Sci 2013;123:256-66.  

 

[57] Szende B, Tyihák E. Effect of formaldehyde on cell proliferation and death. Cell Biol Int 

2010; 34:1273-82. 

 

[58] Szolcsányi J, Pintér E. Transient receptor potential vanilloid 1 as a therapeutic target in 

analgesia. Expert Opin Ther Targets 2013;17:641-57. 

 

[59] Tang L, Chen Y, Chen Z, Blumberg PM, Kozikowski AP, Wang ZJ.Antinociceptive 

pharmacology of N-(4-chlorobenzyl)-N'-(4-hydroxy-3-iodo-5-methoxybenzyl) thiourea, a high-

affinity competitive antagonist of the transient receptor potential vanilloid 1 receptor. J 

Pharmacol Exp Ther 2007;321:791-8. 

 

[60] Tender GC, Li YY, Cui JG. Vanilloid receptor 1-positive neurons mediate thermal 

hyperalgesia and tactile allodynia. Spine J 2008;8:351–8 

 

[61] Thyssen A, Hirnet D, Wolburg H, Schmalzing G, Deitmer JW, Lohr C. Ectopic vesicular 

neurotransmitter release along sensory axons mediates neurovascular coupling via glial 

calcium signaling. Proc Natl Acad Sci U S A 2010;107;15258-63. 

 

[62] Todd AJ. Neuronal circuitry for pain processing in the dorsal horn. Nat Rev Neurosci 

2010;11:823-36 

 



29 

 

[63] Vacca V, Marinelli S, Eleuteri C, Luvisetto S, Pavone F. Botulinum neurotoxin A 

enhances the analgesic effects on inflammatory pain and antagonizes tolerance induced by 

morphine in mice.Brain Behav Immun 2012;26:489-99 

 

[64] Vemulakonda VM, Somogyi GT, Kiss S, Salas NA, Boone TB, Smith CP. Inhibitory effect 

of intravesically applied botulinum toxin A in chronic bladder inflammation. J Urol 

2005;173:621-4. 

 

[65] Vos BP, Strassman AM, Maciewicz RJ.Behavioral evidence of trigeminal neuropathic 

pain following chronic constriction injury to the rat's infraorbital nerve. J Neurosci 

1994;14:2708-23. 

 

[66] Watabiki T, Kiso T, Kuramochi T, Yonezawa K, Tsuji N, Kohara A, Kakimoto S, Aoki T, 

Matsuoka N. Amelioration of neuropathic pain by novel transient receptor potential vanilloid 1 

antagonist AS1928370 in rats without hyperthermic effect. J Pharmacol Exp Ther 

2011;336:743-50. 

 

 [67] Wu CJ, Lian YJ, Zheng YK, Zhang HF, Chen Y, Xie NC, Wang LJ. Botulinum toxin type 

A for the treatment of trigeminal neuralgia: results from a randomized, double-blind, placebo-

controlled trial. Cephalalgia 2012;32:443-50. 

 

[68] Xiao L, Cheng J, Dai J, Zhang D. Botulinum toxin decreases hyperalgesia and inhibits 

P2X3 receptor over-expression in sensory neurons induced by ventral root transection in 

rats. Pain Med 2011;12:1385-94 

 

[69] Xiao L, Cheng J, Zhuang Y, Qu W, Muir J, Liang H, Zhang D. Botulinum toxin type A 

reduces hyperalgesia and TRPV1 expression in rats with neuropathic pain. Pain Med 

2013;14:276-86. 



30 

 

 

[70] Yiangou Y, Anand U, Otto WR, Sinisi M, Fox M, Birch R, Foster KA, Mukerji G, Akbar A, 

Agarwal SK, Anand P. Increased levels of SV2A botulinum neurotoxin receptor in clinical 

sensory disorders and functional effects of botulinum toxins A and E in cultured human 

sensory neurons. J Pain Res 2011;4:347-55. 

 

[71] Zimmerman M. Ethical guidelines for investigations of experimental pain in conscious 

animals. Pain 1983;16:109-10. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



31 

 

FIGURE CAPTIONS 

 

Fig.1 Mechanical sensitivity of facial area in rats is unaltered by capsaicin-induced 

desensitization of TRPV1-expressing neurons, and it is abolished after non-selective ablation 

of trigeminal primary afferents.  

5 days following the peripheral BoNT/A (15 U/kg) or saline injection into the whisker pad, rats 

were injected intraganglionically (i.g.) with either vehicle, 2% capsaicin (double vehicle or 

capsaicin treatment separated 24-48 h), or formalin (single i.g. treatment). Mechanical 

sensitivity of the facial area was examined 3-4 days after ganglion treatments. 

A. response to ipsilateral whisker pad stimulation with 2 g filament; B. response to ipsilateral 

whisker pad stimulation with 8 g filament; C. response to ipsilateral whisker pad pin-prick 

stimulation 

N(animals per group)=5-6. Behavioral scores are represented as median (horizontal line) and 

individual values were represented by scatter plot (dots). * - p<0.05 in comparison to vehicle 

i.g.; + - p<0.05 in comparison to capsaicin i.g.; ++ - p<0.01 in comparison to capsaicin i.g. 

(Kruskal-Wallis test followed by Dunn’s post hoc, p<0.05). 
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Fig. 2 Capsaicin-induced eye-wipe response after capsaicin or formalin-induced denervation 

of trigeminal nerve.  

5 days following peripheral BoNT/A (15 U/kg) or saline injection into the whisker pad, rats 

were injected intraganglionically (i.g.) with vehicle, 2% capsaicin (double vehicle or capsaicin 

treatment), or formalin (single i.g. treatment).  Capsaicin-evoked sensitivity of the eye corneal 

surface was examined 3-4 days after ganglion treatment. 

Eye-wipe response (number of eye wipes) was measured after ipsilateral capsaicin 

application to corneal surface (0,01%, 10 µl). 

N(animals per group)=5-6. Results are represented as mean ±SEM. *** - p<0.001 in 

comparison to vehicle i.g.; (one way ANOVA followed by Newman-Keuls post hoc, p<0.05). 
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Fig. 3. Antinociceptive activity of BoNT/A in orofacial formalin-induced pain is mediated by 

capsaicin-sensitive sensory neurons.  

Chemical denervation with 2% i.g. capsaicin prevents BoNT/A’s antinociceptive activity in 

phase II of orofacial formalin-induced pain. Capsaicin/vehicle pretreatment was completed 4 

days prior to peripheral saline or BoNT/A (5 U/kg) injection, and formalin test was performed 

5-6 days after saline/BoNT/A injection. Number of animals per group = 4-6. Results are 

represented as mean ±SEM. ** - p<0.01 in comparison to vehicle control; + - p<0.05 in 

comparison to capsaicin i.g. + BoNT/A; # - p<0.05 in comparison to capsaicin i.g.+ vehicle 

(one way ANOVA followed by Newman-Keuls post hoc, p<0.05).  
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Fig. 4 Proteolytic activity of BoNT/A in TNC is located in central afferent terminals of primary 

sensory neurons.  

A.) Immunoreactivity for CGRP (green), marker of peptidergic primary afferents, is almost 

completely eliminated from TNC ipsilaterally to formalin intraganglionic (i.g.) treatment, in 

comparison to i.g. saline treatment (right sides of coronal sections). Scale bar=200 µm 

B.) Formalin i.g. abolishes cleaved SNAP-25 in medullary dorsal horn (red 

immunofluorescent staining, arrows). Saline or formalin (10 µl) was administered into the 

trigeminal ganglion 5 d following peripheral BoNT/A injection into the whisker pad (15 U/kg).  

N(animals per group)=4 (15-25 sections were examined per each animal). Scale bar=50 µm 
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Fig. 5 BoNT/A’s proteolytic activity in TNC is associated with TRPV1-expressing (capsaicin-

sensitive) primary afferents.   

A.) Fluorescent images of cleaved SNAP-25 (SNAP-25(c)) and TRPV1-double labeling in 

ipsilateral TNC 5 days after peripheral injection of BoNT/A (15 U/kg). Cleaved SNAP-25 

immunoreactivity (green) in the dorsal horn is localized within TRPV1-expressing neurons 

(red). Scale bar= 20 µm. 

B.) Capsaicin 2% i.g. treatments performed 5 and 7 days after administration of peripheral 

BoNT/A (15 U/kg) eliminates cleaved SNAP-25 (red immunostaining, arrows) in the TNC and 

reduces CGRP immunostaining (green). Animals were sacrificed 10 d post BoNT/A. Scale 

bar= 50 µm 

C.) Chemical denervation with 2% i.g. capsaicin prior to BoNT/A treatment prevents the 

occurrence of cleaved SNAP-25 in the TNC. Capsaicin 2%/vehicle double pretreatment was 

completed 3 days before BoNT/A injection (15 U/kg) into the whisker pad, and animals were 

sacrificed 5 days post peripheral BoNT/A. Red immunostaining represents cleaved SNAP-25 

(arrows). CGRP staining (green) was lower in capsaicin i. g. pretreated animals, in 

comparison to vehicle control. N(animals per group)=3-4 (15-25 sections were examined per 

each animal). Scale bar= 50 µm 
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Fig. 6 Cleaved SNAP-25 localization in relation to presynaptic terminals, dendrites and 

astrocytes.  

Confocal images of ipsilateral TNC 5 days after BoNT/A (15 U/kg) injection into the rat 

whisker pad. Cleaved SNAP-25 (SNAP-25(c)- red immunofluorescence) partially colocalizes 

with synaptophysin (arrows), a presynaptic marker (A.). Cleaved SNAP-25 did not colocalize 

with MAP-2, marker of dendrites (B.), and GFAP, marker of astrocytes (C.). Images are 

representative of confocal microphotographs obtained from 4 animals. Scale bars=20 µm.  
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Fig. 7 BoNT/A reduces pain-evoked neural activity in trigeminal nucleus caudalis and locus 

coeruleus, but not in thalamus. Fluorescent images of orofacial formalin-induced neural 

activity (assessed with c-Fos expression (green)) in A.) ipsilateral trigeminal nucleus 

caudalis; B) ipsilateral locus coeruleus and C.) paraventricular thalamic nucleus. 5 U/kg 

BoNT/A or saline was applied into the whisker pad 5-6 days prior to formalin injection into the 

whisker pad. N(animals per group)=3-4. Scale bar = 200 µm.  
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Fig. S1 Quantification of reduction of CGRP immunoreactivity after unilateral trigeminal 

ganglion ablation with formalin (A.) or desensitization with capsaicin B.). Surface areas of 

ipsilateral and contralateral trigeminal nucleus caudalis covered by CGRP were calculated 

using pixel thresholding. Surface area of ipsilateral CGRP immunoreactivity was divided by 

the surface area of CGRP immunoreactivity from contralateral side of the same coronal 

section.  CGRP immunoreactivity was almost completely eliminated by formalin .g. treatment, 

and largely reduced by i.g. capsaicin.  

N(animals per group)=3-4, 4-6 coronal sections per animal were analyzed. 

Data are represented as mean ± SEM; ***- p<0.001 in comparison to saline or vehicle i.g. 

treatment (A. t-test or B. one-way ANOVA followed by Newman-Keuls post hoc, p<0.05).   
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Fig. S2 Ablation of primary afferents does not alter secondary brainstem neurons.   

A.) and B.) Formalin i.g. does not alter the immunoreactivities of dendrites (MAP-2) or 

neuronal bodies (NeuN) of secondary neurons in the TNC (green). C. Immunoreactivity for 

CGRP (red) is almost completely eliminated from TNC ipsilaterally to formalin i.g. treatment 

(right). N(animals)=3, 10-15 coronal sections per animal were examined. Scale bar=200 µm. 
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Fig. S3 SNAP-25 cleavage occurs outside of CGRP-expressing peptidergic terminals after 

BoNT/A injection into the whisker pad. Fluorescent microphotographs of ipsilateral TNC 5 

days after BoNT/A (15 U/kg) injection into the rat whisker pad. Cleaved SNAP-25 localization 

(red) was studied in relation to CGRP (green), marker of peptidergic primary afferents. 

Although the majority of BoNT/A-cleaved SNAP-25 did not colocalize with CGRP (upper 

panel), occasionally, cleaved SNAP-25 profiles appeared to colocalize with bright fluorescent 

CGRP fibers (lower panel, arrow). Images are representative of microphotographs obtained 

from 4 animals (10-15 sections per animals were examined). Scale bar (upper panel = 50 

µm, lower panel =25 µm 
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Fig. 3 
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Fig. 4 
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Supplement. Fig.S1 
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Supplement. Fig. S2 
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Table 1. BoNT/A differentially alters regional c-Fos activation in orofacial formalin test. 

Orofacial formalin test was performed 5 days following the saline or 5 U/kg BoNT/A injection 

into the whisker pad, and animals were perfused 2 h after formalin injection. Number of 

immunofluorescently stained c-Fos-positive neuronal profiles in examined regions was 

automatically quantified in 4 randomly selected sections per animal. 

  saline (N=3) saline + formalin (N=4) BoNT/A + formalin (N=4) 

trigeminal nucleus 

caudalis (ipsilateral) 

14.7±0.7 138.5±14.0  75.7±9.3  (p=0.003) 

locus coeruleus 

(ipsilateral) 

4.7±2.8 21.2 ±2.4  13.7±1.7  (p=0.045) 

locus coeruleus 

(contralateral) 

3.0±1.5 24.6±3.3  15.3±1.5  (p=0.023) 

periaqueductal gray 90.7±26.4 290.9±20.4  149.7±8.9  (p=0.001) 

hypothalamus 

(ipsilateral) 

40.7±5.4 342±15.6  338.2±24.3  (n.s.) 

hypothalamus 

(contralateral) 

44.7 ±16.1 341.8±27.3 294.9 ±20.7  (n.s.) 

paraventricular 

thalamic nucleus 

19.2±2.5 132.5±17.7  110.1±11.8  (n.s.) 

central amygdaloid 

nucleus 

(contralateral) 

7.4±2.3 36.0±6.3 45.9±3.9  (n.s.) 

 
Data are represented as mean ± SEM. N=number of animals per group. For BoNT/A + 

formalin group p values are shown in comparison to saline + formalin group (one-way 
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ANOVA followed by Newman-Keuls post-hoc, p<0.05 was considered significant); n.s.= non 

significant. 

 


