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Abstract

Chronic or episodic severe itch is recurrent irpetalermatitis (AD). Non-histaminergic neuronalhitc
pathways are suggested to dominate in AD itch,ritmrting to an “itch-scratch-itch cycle” that proigs
and worsens itch, pain, and skin lesions. We hym#ed that non-histaminergic neuronal sensitinatio
contributes to itch in AD. Hence, we compared gaiilsi to thermal, mechanical, and chemical prariti
stimuli in AD patients and controls. The study coisgd 25 AD patients with chronic itch and 25 healt
controls. Questionnaires on itch characteristiceeveglministered, and sensory tests were conduatied i
lesionally, extra-lesionally, and in homologousaasr®f controls. Thermal and mechanical quantitative
sensory testing (QST) as well as histamine and agelprovocations were performed. Subsequently,
hyperknesis and vasomotor reactivity were assegsadage itch and associated pain among AD patients
were 60.7+4.3 and 39.715.2 (VA&), respectively. Patients experienced significahilyher itch from
cowhage both intra- and extra-lesionally compareddntrols, whereas histamine-evoked itch intensity
was not significantly different between groups. Htoup differences were found for thermal QSTs or
pain evoked by itch provocations. Patients hadedeszrd mechanical detection thresholds intra-lebyona
and increased mechanical pain sensitivity intrat extra-lesionally. Lastly, patients exhibited &tand
extra-lesional hyperknesis prior to chemical itcbvpcations and augmented hyperknesis followinky itc
provocations. Increased itch to a non-histaminemgiwitogen (but not histamine) suggests pathway-
specific itch sensitization in AD while increasedsseptibility to mechanically-evoked itch and pain,
particularly intra-lesionally, suggests sensitiagatof normally non-pruritic mechano-sensitive citgu
Drugs targeting the non-histaminergic (PAR2/TRPAfch-pathway and itch sensitization are promising
for treating AD itch.

1. Introduction

Atopic dermatitis is a chronic pruritic inflammagoiskin condition characterized by lesions with
erythema, exudation, excoriations, lichenificatiamd xerosis as well as chronic or episodic itcH an
cutaneous paitf?>****°The disease is common, can be debilitating forcaéid patients, and is often
difficult to treat adequately>*° Pathoetiologically, AD is associated with genefimmunological,
environmental and skin barrier fact6f§® Recently, neuronal sensitization has also beepogexl as a
disease contributd-*"*"Knowledge on the neurophysiological basis of liels been greatly expanded in
the last decade as parallel peripheral pathwaysitabf transduction have been discovered and
explored®*°*#4|n humans, the two most well studied pathwaystaif rely on mechano-insensitive C-
fibers (CMi) transmitting histaminergic itch and lypmodal C-fibers (PmC) transmitting non-
histaminergic itcH®**® To a certain extent, these fibers express diffemolecular transducers
important for itch signaling; e.g., CMi fibers ergs histamine receptor 1 and PmC fibers express
proteinase-activated receptor-2 (PAR2), which &igptand mucunain activate to induce fcH.

It is well established that following acute pain aell as in inflammatory and neuropathic pain
conditions, peripheral nociceptors may exhibit @ased sensitivity to various stimuli. At the sammet
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the spinal processing of these nociceptive sigmals be facilitated or disinhibitéd>**®’” These
processes are proposed to contribute to the aggravend chronification of pain in patients and aéel
clinical epiphenomenona such as hyperalgesia dodyaia to mechanical and thermal stimUfi’ It is
currently unknown whether similar processes coatelio increasing itch severity in patients suffgri
from chronic inflammatory itch conditions, such4d3. The indirect evidence of neuronal sensitization
AD includes: 1) sustained itch after resolution aafive lesions! 2) itch in response to normally
innocuous mechanical stimuli (such as certain €abff** 3) poor correlation between objective disease
severity (e.g., SCORAD) and itch intensityand 4) case-based indications of an antiprurifiece of
centrally acting anti-hyperalgesic drugsand 5) altered expression of molecular transducers
peptidergic cutaneous fibets.

Neuronal sensitization to histamine-induced itchd askin reactivity in AD have been studied
extensively?®*#**1%2Generally, itch in response to histamine provarais unchanged or even decreased
in non-lesional AD skin versus healthy skin, andyiregy results have been derived from intra-lesional
histamine provocations in AP*®41-4348679 hig s consistent with the fact that antihistaentreatment
has little or no effect on clinical itch severityAD and thus histaminergic signaling is conside¢meHave
little implication on the pathophysiolog§**

Recently, a non-histaminergic model of itch, refyion the naturally occurring PAR2 agonist, mucunain
from the cowhage plant, has been re-introduceds Type of evoked itch is entirely resistant to
antihistamine$® and evokes mild nociceptive sensations akin teghassociated with itch in AD."
Accordingly, it has been suggested that this mo@®l much more accurately mimic itch in AD and other
conditions than the rigorously studied histaminergodels of itcH*>%¢’

The aim of this study was to compare sensory Seityito pruritic chemical, thermal, and mechanical
stimuli between AD patients with chronic itch arehtihy controls (HCs), investigating both lesicaatl
non-lesional skin areas.

2. Methods

2.1, Participants

Study subjects comprised 25 patients with AD (26.9+years, 10M/15F) and 25 healthy age- and
gender-matched volunteers (26.3+1.3 years 14M/IAIFAD patients fulfilled the diagnostic criteriaf

the UK Working Party and were initially diagnosey & dermatologist. Patients were only included if
they presented chronically (>6 we&jspruritic atopic dermatitis with mean daily itchted above 3
(NRSy.10); lesions manifesting on the upper extremitiesl an eczema-free skin area also on the upper
extremities. Use of antihistamines was discontind8dhours prior to the experiment and all topical
agents and emollients were discontinued 24 houis po the experiment. To enable the study of
neuronal sensitization in patients with chronicathhy, treatment-resistant Al situ, patients were
instructed to continue their usual treatment regimeinterrupted, with the exceptions stated abBvier

to enrollment, all participants were explicitly amfmed, verbally and in writing, that they were fitee
withdraw from the study at any time and that angcpdure they deemed intolerable would be ceased
immediately.
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2.2. Study procedure

All subjects provided written informed consent prio experimental procedures, and the regionategthi
committee approved the study (N-20150058). Figraipes an overview of the conducted experimental
procedures. Prior to the experimental session, Adliepts were evaluated usirfgcoring Atopic
Dermatitis (SCORAD)Y"*® and completed a Danish version of thependorfer Itch Questionnaffeas
well as the adapteDanish Itch Severity Scale questionndirgnitially developed by Yosipovitclet al.
(2001§®, deriving descriptors from tHdcGill Pain Questionnaire Thereafter, two 4 x 4 cm square areas
were marked on the upper extremities: one in sesgmtative atopic lesion and one in an area ohegze
free skin. Scabbed and significantly exudative lattenificated lesions were avoided; if not possilan
area in the margin of such lesions was used. Tharical locations of these areas were mirroretién
HC group. All experimental procedures were subseilyyeonducted within these two areas (with the
order of lesional vs. non-lesional being randomjzetlowing the sequence outlined in Fig. 1. Fdr al
outcomes, comparisons were made between lesiofgésmnal sites in AD and to anatomically
corresponding control areas in HCs. All sessionsewmnducted in the same-temperature-controlled
laboratory at 21-22 °C.AD patients and healthy controls were enrolled tegied in parallel to avoid
potential seasonal biases

2.3. Quantitative sensory testing (QST)

The applied QST protocol was partly derived frora thuidelines of the German Research Network on
Neuropathic Pain (DFNSY.The verbal instructions (in Danish) for participafrom the DFNS protocol
were derived from the supplementary materials eE@¢t al. (2014)%°

2.3.1. Thermal detection and pain thresholds: Tests for cold detection threshold (CDT), warmth
detection threshold (WDT), cold pain threshold (Pand heat pain threshold (HPT) were performed
using a Medoc Pathway (Medoc Ltd, Ramat YishaydBrequipped with a 3 x 3 cm advanced thermal
stimulator probe with a baseline temperature ofC3Ramping stimuli of 1°C/s were delivered unti¢ th
subjects identified the associated threshold (festception of cold or warmth and first perceptimh
cold- or heat-induced pain) by pressing a buttdrer&after the temperature of the probe returneteo
baseline temperature at a rate of 5°C/s. The eesultre calculated as the arithmetic mean of the
thresholds from three repeated ramps.

2.3.2. Mechanical detection, pain threshold, and sensitivity: To determine the mechanical detection
threshold (MDT), a set of 20 calibrated Von Frdarfients (North Coast Medical, Gilroy, CA, USA)
with exerted forces ranging from 0.078 mN to 2.9v&k applied over five ascending/descending sefies o
stimuli. The subjects were asked to report upon sengsation from the area. The final MDT was
calculated as the mean of the values obtaineddh efthe five series of stimuli. The mechanicahpa
threshold (MPT) was evaluated using a set of seweight-calibrated pinprick stimulators (MRC
Systems, Germany) with weights from 8 to 512 mNg@) During five ascending/descending series of
stimuli, the subjects reported when a perceptiofstudrpness’ or ‘pricking pain’ was first sensedheT
final MPT was calculated as the mean of the vatitained in the five series of stimuli. The mechahi
pain sensitivity (MPS) was assessed to detect iginfryperalgesia to suprathreshold stimulation. The
seven pinprick stimuli were applied in ascendingeoy and the subject was instructed to rate pain
intensity of each stimulus on a numerical ratingls¢NR$_15 0 =no pain 10 =worst imaginable pain
allowing the use of decimals. The final MPS wasugldted as the arithmetic mean of two consecutive
series. Wind-up ratio (WUR) was assessed using piherick stimulator one intensity above the
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individual average MPT. The subjects were askedht® the pain intensity following a single stimulus
and thereafter the last of a subsequent seriesOotdhsecutive stimuli (1 stimulus/second). This
procedure was repeated twice, and a mean raticalaslated.

2.4. Chemically provoked itch

2.4.1. Itch induction: Two types of itch provocations were conducted.taiisnergic itch was evoked
using intra-epidermal punctures of 1% histaminerbgiloride with standard 1mm skin prick test (SPT)
lancets (Allergopharma, Hamburg, Germany). A drdp histamine solution was placed in the
predetermined area and an SPT lancet was prickedgh the histamine into the epidermis using ad.20
weight-calibrated device (Aalborg University, Derrijafor 1-2 second%'® Non-histaminergic itch was
induced using cowhage spicules, which contain #thRZPagonist mucunain. The spicules were prepared
immediately before administration under a stereawsicope (Seben Incognita microscope, Seben GmbH,
Berlin, Germany) using a negative grip tweezer ¢t Microscopy Science, Dumont, Switzerland).
Approximately 45 spicules were applied to the skid gently rubbed with the experimenter’s fingertip
for 15-20 seconds to ensure insertion (the deldver@ume of mucunain using this method has been
calculated to 15-30 n§J.Histamine solution and cowhage spicules were dtatet °C between sessions
but always taken out well in advance of experimants applied when at room temperature. Both ofethes
human surrogate itch models have previously béénedt and found to be reliabfe?

2.4.2. Assessment of evoked itch and pain: Intensity of itch and pain was assessed usingwiaaal
analogue scales (VAS), one for each sensory quéditpwing each itch provocation. Two computerized
100-mm VAS ranging from 0 to 100 (eVAS Software |emg University) installed on a Samsung Note
10.1 Tablet (Samsung, Seoul, South Korea) were.ufhd subjects were instructed to report the
occurrence and intensity of the aforementionedatens continuously throughout the 6-minute, 0.2 Hz
sampling. On the VASs; 0 indicatémo itch”/‘no pain” and 100 indicatedworst imaginable
itch” /“worst imaginable paifi. The subjects were instructed that itch and paight, or might not, occur
following any of the administered provocations amgtructed only to rate itching/painful sensatiamsl

not innocuous associated sensations such as fingtinvarmth. They were also instructed to disregard
the mild initial pricking pain associated with insen of spicules and the SPT puncture. From the
VAS/time data, temporal itch and pain intensityfiies were generated, and mean as well as individua
peak itch/pain intensity were calculated.

2.4.3. Assessment of hyperknesis at basdline and after itch provocations. Cutaneous mechanical
stimuli delivered by a needle or a thin filamenpibally induces a pricking sensation occasionally
followed by mild itch both in healthy controls and a greater extend in chronic itch patiefits.
Following an experimental itch provocation, thersunding skin area becomes increasingly itchy in
response to this type of mechanical probir@®® In the present study, sensitivity to mechanically
evoked itch was tested before and ~12 minutes afteh itch provocations with 3 von Frey filaments;
(9.8, 13.7, and 19.6 mN, from North Coast MediGilroy, CA) by stimulating with each filament 2 x 3
times, for 2-3 seconds, each time instructing thbject to report the resulting itch intensity on a
numerical rating scale (NB&, with same outer labels as the previously desdridaS). The von Frey
stimuli were delivered immediately next to the sitd itch provocation (0.5-2 cm distance) withire th
predefined 4 x 4 cm areas, but never directly withiheal reactions or the area of spicule insertion.

This technique and the choice of von Frey filamértge previously been described in detalsibjects
were instructed before the onset of data colledtian: 1) itch is defined by inducing a desire t¢oatch
the probed area and hence this should be the hallafiaheir rating, 2) itch may or may not occur in
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response to the stimuli, and 3) itch could occurinduthe stimulus itself or immediately after. Non-
uniform terminology is currently being used to dése itch-associated mechanical dysesthesias;
alloknesis(itch in response to a normally non-itching stilnahdhyperknesigincreased itch in response
to a normally itch or pain-evoking stimulif?*°*"“°Since the presently applied methodology is designe
to induce mild itch in HC skin and elicits mild litdn majority of HCs prior to itch provocations, we
apply the termmechanically evoked itciwvhen referring to such data obtained in normah gii HCs.
Hyperknesiss used specifically when referring to any obserimttease in mechanically evoked itch
rating, probed as described above. This definitisn a line with the originally proposed
nomenclaturé?**%

2.5. Inflammation imaging and wheal measur ements

Superficial blood perfusion was assessed at ba&satid following the histamine provocation to measur
the neurogenic inflammatory response. Cowhage pemtlmo discernable flare. The measurements were
conducted using a MoorFLPI-1 (Moor Instruments lAgminster, UK) with a 35-cm distance between
the camera and the skin, exposure time of 8.3 nmtb,180 units of gain. The FLPI data were analyzed
using MoorFLPI Review V4.0 proprietary software. eTlimduced increases in average and peak
superficial blood perfusion within the 4 x 4 cm ypnarked areas were used as proxies for inflammation
intensity. Moreover, the histamine-evoked flareaaneas calculated as the area>80% perfusion rate
compared to the surrounding background. in accoelamith previously described methodologif®
Wheal was measured by the longest diagonal andrthegonal diagonal approximately 15 minutes after
the histamine pricks were conducted in accordarittestandardized recommendation for SPT.

2.6. Statistics

Statistical analyses were performed using SPSSsiGrer23, IBM Corporation, Armonk, NY) and
GraphPad Prism (version 6.0, La Jolla, CA). Samsjde estimations were based on previous studies and
test-retest reliability data. The obtained data @esented as arithmetic means + standard errtneof
mean (SEM), unless otherwise stated. Data wereddstr normality using visual inspection and, if
unclear, the Shapiro-Wilk normality test. Peak amehn of itch/pain were extracted from temporal VAS-
recordings and compared between groups. The prigtatigtical analyses for all outcome measuredy wit
the exception of hyperknesis, MPS, and FLPI (regzb@iarameters), were performed with independent
sample t-tests adjusted according to Levene’s negigest and corrected for multiplicity using thelid-
Sidak approach. For MPS, hyperknesis and FLPlatepemeasures ANOVAs were constructed with the
within-subject factorstimulus(MPS; 7 levels, one per stimulator) atihe (hyperknesis and FLPI; 2
levels, before and after itch provocation) and bleéween-subject factayroup (all three outcomes; 2
levels, AD vs. controls). Mauchly's test of sphéyiovas utilized, and in cases where sphericity was
violated, the Greenhouse-Geisser correction walkeapg\n unplanned within-subjects analysis (paired
test) was conducted specifically for HPT as a diffice were evident from the main between-subjects
comparison. AP-value of< 0.05 was considered significant for all analyses.

3. Results
All subjects in both groups completed all studygaaures without the occurrence of immediate or
delayed adverse reactions or withdrawals. For npastimeters, no or very modest, insignificant

differences were observed within the two HC skiraay showing limited combined differences
associated with sensory topography between thetigated sites within the groups.
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3.1. Severity and characteristics of itch and atopic der matitis

The AD patients reported moderate-to-severe dadgmmitch (60.7 £ 4.3 VASq) as well as mild-to-
moderate pain (39.7 + 5.2, VA& associated with their skin lesions. The itch aebgeristics, presented
as medians and quartiles on a Likert Scalerere most consistently described asatn? = 3 (3-4),
“burning’ = 3, (3-4), "searing = 3 (2-4), and stingind = 3 (1.25-4). The most prevalent perceived
aggravating factor wasvarmth' (3, 3-4), and “cold” was most consistently debed as alleviatory = 3
(3-4). The most frequent emotional descriptors wé&aanoying = 4 (3.25-4), ‘bothersomé= 4 (3-4),

and ‘my only desire: no itch= 4 (3-4). Significant sleep interference fromhtwas reported = 3 (3-4).
The mean ltch Severity Scale score was 12.5 @2l (scale), and the average SCORAD was 35.4 + 3.1
(0-103 scale). The most common lesional anatordocad was in and around the flexural area of the
elbow. Qualitatively, a majority of patients remmttthat they were under the impression that the
cutaneous pain occurring on their upper extremisions was, mainly or entirely, a self-inflicted
consequence of scratching.

3.2. Quantitative sensory testing

3.2.1. Thermal detection and pain thresholds: No significant differencesr trends were observed with
regards to any thermal detection or pain threshioéween the AD and control group in lesional an-no
lesional skin areas (see Table 1). In the AD grauwgithin-subjects analysis for HPT in lesional @%.
0.8°C vs. non-lesional skin (43.2 £ 0.9°C) demateti relative heat hyperalgesia intra-lesionafy=(
0.009, uncorrected).

3.2.2. Mechanical detection, pain thresholds and mechanical pain sensitivity: Intra-lesionally, the AD
group exhibited significantly increased MDT comphr® the control group, indicative of tactile
hypoesthesia (Table 1). This difference was nosemewhen comparing non-lesional skin of the AD
group to corresponding area in HCs. No significdifferences were observed for MPT, but a trend
towards decreased MPT in lesional skin of the ADBugr was observed (Table 1). No significant
differences were observed for the ‘wind-up ratiopwwn as a perceptual correlate of temporal pain
summation. Sensitivity to supra-threshold mechadmiaa pinprick stimuli was significantly increased
both lesional® < 0.01,group main effect) and non-lesional skii € 0.05,group main effect) of the AD
patients (see Fig. 2A and B). This result indicaeshanical hyperalgesia manifesting to supra-tiolds
stimuli intensities within.and beyond the eczematskin areas.

3.3. ltch provocations

3.3.1. Histamine-induced itch: Histamine-induced mean and peak itch intensitieb ribt differ
significantly between AD patients and HCs, regassllef whether the provocations were performed in
lesion or non-lesional skin (Fig. 3A and B). Howee notable trend towards increased itch respanses
lesional AD skin compared to homologues HC skin wlaserved for both mean and peak itch intensities
(both: P = 0.07), and these differences were only rend@rsgnificant when correcting for multiple
comparisons. The sensitivity to histamine-indudet in non-lesional skin of AD patients vs. HCs was
highly similar £ = 0.74 for mean itch, and = 0.98 for peak itch). Histamine provocations indiliogld
pain in a few individuals, but mean peak pain isignscores were never >10 (VAS), regardless of
whether provocations were conducted intra- or ees@nally.
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3.3.2. Cowhage-induced (non-histaminergic) itch: Cowhage-evoked mean and peak itch intensities
were significantly increased in lesional AD skin gsrresponding skin in HCs (both:< 0.01), see Fig.
3C and D. For instance, the mean itch in respamsewhage was 63% higher in the AD patients (48.3
3.9, VAS).109 compared to the HCs (30.4 £ 3.9, VA&). A similar finding was made when comparing
non-lesional AD skin to corresponding skin in H@s the mean cowhage-evoked itdd £ 0.03);
however, here the peak itch intensity difference wat statistically significant?( = 0.087). Temporal
itch intensity profiles following cowhage provoaats are shown in Fig. 3C and 4D. Cowhage induced
mild pain in a minority of subjects in lesional ghescores: AD group, 15.1 + 4.3; HC group, 10.24),2
and non-lesional skin (peak scores: AD group, 2235; HC group, 11.5 = 3.4), but no significant
differences were present between groups.

3.3.3. Mechanically evoked itch and hyperknesis. 59.7% of the 300 von Frey triplicate ‘stimulations
delivered the skin of HCs prior to any itch provibmas were rated as itchingd@.5 on NR$3;¢), while the
equivalent percentage in AD was 73.3% € 0.001). Patients with AD.exhibited significantiyore
intense itch in response to von Frey stimuli inhbdesional and non-lesional skin prior to itch
provocations (AD group: 2.4 + 0.3, HC group: 0.9.1). Following histamine and cowhage-induced itch
provocations, both the AD and HC group developedificantly hyperknesis; however, this facilitation
was more pronounced in the AD group (Fig. 4A and B patients also displayed significant
hyperknesis in lesional skin following cowhage (400.4 vs. 2.4 + 0.3 at baseline, NR§ and
histamine (4.2 £ 0.5, NRS, both: P < 0.01), and significant increases of less magritwere also
observed in corresponding control skin areas in Hllowing histamine (1.8 + 0.3 vs. 0.8 + 0.1 at
baseline, NR&,,, P < 0.01) and cowhage (1.5 + 0.3 NR$ P < 0.05). Similar but less pronounced
results were present for extra-lesional skin (Bi); however, here the histamine provocation ditl no
produce significantly more hyperknesis.in AD patsecompared to HCs. In summary, AD patients
displayed hyperknesis &iseline, and following itch provocations (bothtdmsine and cowhage intra-
lesionally, and only cowhage extra-lesionally) #ie group developed more pronounced hyperknesis
than the HCs.

3.4. Neurogenic inflammation and wheal reactions

No differences were observed for superficial blqmetfusion in non-lesional areas at baseline. AD
patients expectedly had increased blood perfuserld in lesional skin compared to corresponding
control areasK < 0.01), compatible with the observed erythemdioling histamine provocations, both
HCs and patients with AD exhibited visually perdelgt flare reactions immediately surrounding th& SP
site. Analysis of the FLPI images showed that tleef reactions in non-lesional skin were more
developed (higher peak intensities and larger areaHCs (both:P < 0.05), indicating that this
neurogenic response pattern might be blunted in psiflents. FLPI analysis of lesional recordings
following histamine provocations did not reveal gpodifferences of peak perfusion responses. Mean
perfusion assessment as well as area quantificeimiques could not be reliably applied becadse o
significant ceiling effects (presumably both physgical and technological) observed in the lesiahah

of the AD patients (Fig. 5, column a-b, row 4-6Y Nroup differences were found in relation to wheal
sizes when comparing lesional or non-lesional ardasvever, three abnormally large wheals, >40°mm
and >5 standard deviations higher than average H€als, as well as 4 satellite wheal reactions
(separately developed wheal reactions several cay d&om histamine prick site) were observed in
lesional skin of the AD patients only.
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4, Discussion

This study demonstrates for the first time that p&ients with chronic itch exhibit selective intend
extra-lesional hypersensitivity to cowhage provimret (non-histaminergic itch). Moreover, AD patient
have exaggerated responses (sensitization) togvaking as well as itch-evoking mechanical stimuli
both intra- and extra-lesionally, indicative of piitk hyperalgesia and hyperknesis, respectively.

4.1. Itch and pain in atopic der matitis

The AD group reported moderate to severe chrogit Vith a rated severity equivalent to previous
studie$®>**% Notably, 23 of 25 patients reported the presafgeain, and the combined average daily
pain was 39.7 £ 5.2 (VASo9). While the frequency of cutaneous pain in atag@omatitis has previously
been investigated (Brenaett al. (2013) report that ~87% of AD patients experieassociated patfiand
O'Neill et al. (2011) report a 57.3% prevalence of pain in®ARhe intensity of the pain has, to our
knowledge, not previously been assessed. It iseanahhether scratching chiefly drives the cutaneous
pain and/or if it is spontaneously occurring. Gitkat both histaminergic and non-histaminergic ntede
of itch generally produce mild spontaneous pain aggeralgesia, it is likely that both of these
mechanisms are involvéd*33¢2"*The quality of itch in AD was generally reportesi leaving a warm,
pricking, searing quality and as being intensitisdwarmth as well as alleviated by cooling, alldfich

is well aligned with findings from previous  stud@$>®* While aggravation of itch by warmth is
speculatively proposed to rely on TRPV1/4-mediasighaling either summating with pruriceptive
activity at the primary afferent level or convergionto pruriceptive pathway SDH neurdrislleviation

by cooling is likely predominantly mediated by sgirgating of pruriceptive signaling, arising from
activity of TRPMS8-positive cold-receptive dAfibers!*'®%® An alternative explanation, perhaps
particularly relevant for warm-induced aggravatioh itch, is that simple physical factors such as
temperature-induced modulation of neuronal-membiaotential, channel-kinetics or receptor-agonist
interactions causes thermally induced itch aggiamAnhibition??%2° Lastly, although sweat has been
proposed as a potential link between feeling wandh @ncurrent itch exacerbation, a recent studgdai
to show pruritogenic or itch sensitizing properiésweat?

4.2. Thermal quantitative sensory testingisnormal in AD

Standardized thermal QSTs yielded mean threshalagarable to those found in the normative dataset
both when conducted intra- and extra-lesion&{ "3 however a paired analysis of HPT in lesional vs.
non-lesional AD skin did indicate mild heat hypgesia. One previous study found minor but significa
impairments in warmth and cold detection thresholdsD patients, while a similar recent study fdil@
detect significant differences in thermal sendii¥i Taken together with the present results, this
indicates that alterations in thermal detection paith sensation are likely not a prominent featnr&D

as is the case, e.g., for certain neurop#tffiand musculoskeletal pain etiologf&&? Notably, a previous
study found that noxious suprathreshold heat stiendke itch in AD, conceptually corresponding to
heat-induced alloknesf8.This type of sensory assessment is conceivablpre maluable assessment in
AD patients than standardized thermal QST.

4.3. Intra-lesional hypoesthesiain AD

The MDT was found to be increased intra- but nateebesionally within the AD group. The MDT is a
perceptual correlate of pPAmechanoreceptor function and as such signifiesigasensitivity>" ">’ Two
explanations to the reduced tactile sensitivity mu@st plausible: 1) prolonged scratching could eaus
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cutaneous nerve fiber density decrease, perhapstiatj mechano-sensitive unif?) the finding reflects

an indirect effect of skin barrier alterations,.,i.ichenification, excoriation and scaling, redugi
responses to light von Frey stimuli (although afitsmwvere made not to directly stimulate scabbed or
extensively excoriated, exudative, and lichenificatireas). In either event, evidence suggeststhhbat
loss of tactile sensitivity might have functionaiplications in AD. For example, a study found ttre
itch-alleviating effect of scratching is blunted lesional skin of AD patients compared to HEsnd
innocuous mechanical stimulation likely contributescratch-mediated itch alleviation.

4.4. Intra- and extra-lesional pinprick hyperalgesiain AD

The MPT was overall on par with previous studiesi®s®> " While insignificant, a trend was observed
towards reduced MPT in intra-lesional sites comghat® homologous. sites in HCs, indicative of
mechanical hyperalgesia. More considerably, MPS inma®ased, particularly in intra-lesional skint bu
also to a lesser extent extra-lesionally, when @ying AD patients with the HCs. This sensory
parameter has not previously been assessed in Bdniechanism behind hyperalgesia to suprathrehsold
pinprick also affecting non-lesional skin can orie speculatively accounted for. Conceivable
mechanisms could involve: 1) peripheral sensitimaif mechano-sensitive primary afferents (C- and
Ad-fibers), as indicated by increased responses whage provocations. Evidence suggests that AD
patients have increased circulatory concentratifhseveral pro-inflammatory cytokines, chemokines,
and neurotrophic factors, including, e.g. CCL1gifgukin-2 and NGE"®*%%8|n humans, intradermal
NGF has been experimentally shown to cause botbmyed mechanical hyperalgesia and increased itch
sensitivity to cowhage in the absence of inflamoraft” Hence, increased systemic NGF-levels could
explain these two findings co-occurring extra-lesity in AD patients in the present study. Lastly,
permanent serum concentration changes of chemokimgytokine might lead to increased sensitivity
of peripheral nerve¥:*"*®For instance, CCL1 has been shown to sensitizeemtors in micé, CCL11
(also increased in serum of AD patients and caedlwith severity}' is up-regulated in rodent models of
cutaneous hyperalgestaand various chemokines and cytokines are knowbet@apable of inducing
long-lasting increases in sensory nerve excitgbditd conductivity, e.g. by modulation of Naand/or
TRP-channel expressidfi?® However, such mechanisms would have to be relgtaadective since, e.g.
heat pain thresholds and histaminergic itch did differ significantly between groups, 2) prolonged
afferent pruriceptive barrage causing a generalemukitization of mechanoreception, 3) skin barrier
alterations either associated with AD itself or asconsequence of prolonged usage of topical
corticosteroids. The additional sensitization obsér intra-lesionally is proposed to mechanistically
resemble the localized hyperalgesia repeatedly shaw HCs immediately following an itch
provocation®®*®*"®lkoma et al. (2004) also used noxious pin-prick stimuli in ADtipats and found
increased itch responses inside and immediatekidaubf lesions. However, in this study, the défere
only manifested in increased ratings of itch (akirwhat we observed in response to von Frey fildmen
during the dedicated hyperknesis assessments)e wiul differences were observed for pain. This
discrepancy is likely related to the much higheximal stimulus intensities used in the presentystud

4.5. Increased sensitivity to chemical itch provocations

In the present study, very similar itch responsesevobserved following histamine provocation betwee
non-lesional AD and HC skin. This is in line withost previous studies conducting such itch
provocations, although outlying studies do exisesm@n both increased and decreased sensitivity have
been describet®®* 348579 |esional AD skin, previous studies have fouiither no or moderate
increases in histamine itch respors&s*#’®in line with the strong trend observed in thespre study.
Hence, while histamine signaling appears to beénsligsensitized in the lesional skin, it is unadigror
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even decreased in non-lesional skin. The intra#edi sensitization to histamine (insignificant when
multiplicity corrected) coincided with mild heat fgralgesia. Mechanistically, this suggests thaln
kin, modestly sensitized TRPV1-signaling associatéti the histaminergic CMi-fiber pathway of itch
could contribute to augmented itch in responseatiste. This could perhaps also explain the intra-
lesional heat-pain evoked itch observed in a presgiudy in AD patient®.

In contrast to histamine provocations, cowhage @rations have not previously been conducted in
lesional AD skin. Presently, we show that patietisplay increased sensitivity to cowhage-inducet it
not only when applied intra-lesionally, but alsodrtra-lesional skin. The prominent itch resportses
non-histaminergic chemical pruritic stimulation gegt that pathway-specific itch sensitization may b
implicated in the sensory symptomatology of AD. @ioting evidence exists regarding sensitivity to
cowhage-induced itch in non-lesional AD skin. Papeti al. (2011) found no differences between HCs
and AD patients, but the sample size was modesttanévoked itch was unusually strong in both AD
and HCs, so a ceiling effect could have been pté&5@ppositely, a recent paper with a larger sample
size found increased itch in response to cowhag&Dirpatients akin to the results of the presentlstu
and suggested that cowhage (and histamine) pravosanight have diagnostic value for AbLastly, a
study injecting the chemical PAR2-agonist SLIGKMWifal increased itch responses in patients with AD
compared to HC® The presence of intra- and extra-lesional hypeitieity to cowhage-induced, non-
histaminergic itch suggests that new pharmacesti@abeting PAR2 and, importantly, its downstream
mediator TRPA1, could be effective antipruriticsAb. Several such drug candidates are currentheund
development®®® The findings also lend mechanistic support to tltion that antihistamines are
ineffective as antipruritics in ABD°®*° The blunted flare reactions in non-lesional skirpatients with
AD following histamine provocations has previousigen reported** and could account for the slow
decline in histaminergic itch observed in AD patiemn several studies by hampering local tissue
clearance of introduced histamih&:**

The present evidence cannot be applied to intethbeetelative peripheral vs. central contributiorthe
observed sensitization. However, it is most feasiblat the sensitization found to both chemical and
mechanical stimuli in otherwise asymptomatic sldrdriven by central mechanisms, while the ‘added’
sensitization observed within lesions is likelytimtied by peripheral mechanisms associated witlvioag
inflammation;, itch and pain. The increased resp®neeintra-lesional tests could also be related to
stronger localized segmental sensitization (pertpepscularly pertinent for hyperknesis) still mattid

on a spinal level.

Hyperknesistovon Frey stimuli in AD

Mechanical pinprick hyperalgesia is pronounceddrtain pain populatior’;>’ and thus it is pertinent to
study the parallel phenomendryperknesisin relation to itch. When stimulating with vondyrfilaments

in a pre-optimized force rangerior to itch provocations, significantly higheéch ratings were found in
the AD group intra- and extra-lesionally (Fig. #his is aligned with a previous study in AD pat&ent
using custom-made weighted needles to conduct #asimssessmefit as well as case reports in
neuropathic itch patient$. This mechanically evoked itch hypersensitivity waggravated following
subsequent itch provocations, most prominentlyeisional skin, but also in non-lesional skin, where
cowhage elicited significantly stronger hyperkneasisAD patients compared with the HC group. It is
unclear which neuronal structures convey mechdyieabked itch. Selective tactile C-fibers haverbee
proposed? but A3- and PmC-fibers seem to be more probable candidiie A-nociceptors because of
their involvement in pinprick hyperalge§iaand the PmC-fibers because of the delayed onsittof
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following mechanical stimuft’ It is likely that increased responsiveness to rasidal itch stimuli
involves a C-fiber mediated sensitization of cdnpruriceptive neurons, which then in turn receive
convergent input from relevant mechano-sensitivétsurthus mediating an augmented sense of
mechanically evoked itch akin to the mechanism lwvewin pinprick hyperalgesi&:*

Assessment of mechanical pain hypersensitivity besen widely utilized in clinical pain research and
therapy as a tool to assess potential sensitizadioth recent studies indicate that it could be laalde
guide and predictor of therapeutic responsivenesanilgesic drug$:?°°®*""?The clinical utility of
assessment of hyperknesis and alloknesis as wéltlasensitization in general (e.g., sensitization
chemical provocations) remains to be explored. iGlgantipruritic therapeutic measures should foons
reducing local inflammation and targeting the uhdeg cause. However, tentatively, AD patients
displaying no signs of sensitization might respémarably to peripherally acting anti-inflammataagd
immune-modulatory drugs, while patients exhibitgignificant itch sensitization may benefit morenfro
antipruritic therapy that also inhibits central geesing of itch.

Because pruriceptive afferents generally also medpdo application of algogens (causing pain) amd a
such are nociceptors, a theory has recently bempmoped that neuronal encoding of itch may rely on a
high spatial contrastfrom afferent input. That is, if a few cutaneousciaeptors are activated while
neighboring units remain silent, itch is perceivetijle more uniform nociceptive activation causasp
perception*®*®:"8(the spinal or supra-spinal filtering mechanism sach encoding is unknown). The
combined findings of intra-lesional decreased lastnsitivity increased MPS, increased itch ipoese

to cowhage and von Frey stimuli could perhaps lberfineted in the light of this theory. l.e. increds
MDT suggests fiber denervation (aligned with stadsBowing decreased intra-epidermal density in AD
skin™) this could facilitate increased spatial contfasm the cowhage provocations and von Frey itch
probing. Since increased mechanical pain sengitivets also observed these findings could collelgtive
be interpreted as a combination of activation afeie nociceptive endings concurrently with stronger
activation of the remaining endings due to sersitn.

Conclusion

In summary, AD patients display aberrant somatasgrsensitivity to distinct chemical and mechanical
stimuli. This enhanced sensitivity is not restricte the lesional skin areas and thus presumakbhias
both centrally and peripherally mediated sensitiratnechanisms. Investigated for the first timerked
intra- as well as extra-lesional hypersensitivitycowhage-induced non-histaminergic itch was shown.
Mareover, increased sensitivity to pain- and itelléng mechanical stimuli, but not to histamine-
induced itch, was found. This suggests the impodasf PAR2-positive PmC-nociceptors in initiating
and maintaining chronic itch in AD and highlighttést pathway as a potential future therapeutic targe
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Figure and table legends

Figure 1. Flowchart of experimental protocol. A total of fatch provocations were conducted (two in lesicarad
two in non-lesional skin) in a randomized orderthwirovocations always alternating between thedveas. The
order presented in the picture represents an exafgpyed out provocations not conducted). Thaenti
experimental session lasted approximately 3 hd\bybreviations: AD = Atopic Dermatitis; CDT = Coldefection
Threshold; CPT = Cold Pain Threshold; eVAS = Elaeir Visual Analog Scale; FLPI = Full-Field LasezrRision
Imaging; MPT = Mechanical Pain Threshold; MPS = Nedcal Pain Sensitivity; NRS = Numerical Ratingg¢

HPT =

Heat Pain Threshold; WDT = Warmth DetectidmeBhold; WUR = Wind-Up Ratio.
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Figure 2A and B. Mechanical pain sensitivity (MPS) in lesion&l)(and non-lesional skirB) of AD patients (red)
and corresponding sites in healthy controls (blAs)erisks to the left of the stimulus response/esiindicates a
significantgroup main effect (scores of entire stimuli series), leisterisks immediately above data points
indicates post hoc group differencegsaupx stimulusinteraction) for ratings produced by each of tmppck
stimulators. Abbreviations: AD = Atopic DermatitidC = Healthy Control. Significance indicators: P= 0.05,
** = P<0.01.

Figure 3A-D. Temporal profiles of itch intensity elicited byskhmine A andB) and cowhage provocationS and
D) in lesional A) and non-lesional skirB) as well as in respective control sit€gndD). Rating frequency was
down sampled from 1/5 sec (0.2 Hz) to 1/15 se®({0ltk) by averaging 3 consecutive ratings for impb
overview. Note that while histamine-induced itchswent significantly increased in lesional AD skix)(a
considerable tendency was observed (0.07). Statistical results were based on mearesdor the 0-6 min period.
Abbreviations: AD = Atopic Dermatitis; HC = Healti@ontrol. * =P < 0.05, * =P < 0.01.

Figure 4A and B. Mechanically evoked itch ilesional A) and non-lesional skirBj of AD patients (red) and
corresponding sites in healthy control (blue). $hasitivity to mechanically evoked itch was assgsdédaseline as
well as following histamine and cowhage provocaiohbbreviations: AD = Atopic Dermatitis, HC = Heal
Control. * =P <0.05, * =P < 0.01.

Figureb5. A representative series of Full-Field Laser PéofugFLPI) images recorded at baseline (coltavandb)
and following histamine provocations (columandd), signifying “endogenous” skin inflammation in pto
dermatitis and the neurogenic inflammation evokgtiistamine in both groups. Images in row héhrough3 are
from non-lesional skin areas and correspondingrobateas, while images in row nbthrough6 are recorded in
lesional skin areas and corresponding control a@alsimna, row no.4 (dorsal wrist/hand)s (lateral aspect of
elbow crease) angl(medial aspect of elbow crease), show typical FhRiges of atopic dermatitis lesions. Note: 1)
the light speckled inflammation pattern (e.g., cafa, row no.1 and2), recognizable with FLPI, often observed in
AD even in skin that appears normal by visual icsipe; 2)the blunted flare response to histamine obseniable
non-lesional skin of AD patients (compare colummow no.1-3 to columnd, row no.1-3), particularly clear when
measuring the intensity of blood flow immediategxito the skin prick test site; 3) that when corirgait is

difficult to gauge the inflammatory response evokgdistamine. Abbreviations: Arb = Arbitrary.

Table 1. Results from the quantitative sensory testing sioleal as well as non-lesional skin and statistical
outcomes. Abbreviations: AD = Atopic Dermatitis; TB Cold Detection Threshold; CPT = Cold Pain Thrgd,;
MDT = Mechanical Detection Threshold; mN = miliNemt MPT = Mechanical Pain Threshold; HC = Healthy
Control; HPT = Heat Pain Threshold; WDT = Warmthtéxion Threshold; WUR = Wind-Up Ratio. *< 0.05,°
= insignificant trend.
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Tablel

QST L esional skin Non-lesional skin
par ameter AD HC P-value AD HC P-value
CDT (°C) 30.0+0.2 304+02| P=0.16 29.9+0.3 30.2+0.2 P=0.40
WDT (°C) 34.0+04 341+01| P=0.73 34.9+0.3 34.8+0.2 P=0.76
CPT (°C) 185+1.8 173+x1.4 P=0.61 16.0+1.8 174 +1.3 P=0.56
HPT (°C) 41.2+0.8 419+06| P=051 43.2+0.9 414+0.6 P=0.10
MDT (mN) 34+0.1 3.1+01 P=0.049 3.2+0.8 32+0.7 P=0.66
MPT (mN) 133.0+19.6 182.3+21.3 P=0.09 188.5+24.3 185.2+18.5| P=0.92
WUR (ratio) 1.9+0.14 2.1+0.19 P=0.38 1.8+0.14 21+0.17 P=0.30
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Figure 2
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Figure 3_revised

Itch intensity (VAS;_100)

Itch intensity (VAS,_100)

A)

10:]
7

701

R

604

-

504

404

@ AD (lesional area)

Histamine @ HC (corresponding area)

304

-

20

4

10

N N 2 P & 5

Time (minutes)

=
=

[

@ AD (lesional area)

Cowh
age @ HC (corresponding area)

1 » X S
Time (minutes)

G .

N 5

Itch intensity (VASO-IOO)

Itch intensity (VAS, ;0!

B)
10 o
Histamine @ AD (non lesiona.l area)
. @ HC (corresponding area)
707
604
S0+

Time (minutes)

D)

10 @ AD (non-lesional area)
72] Cowhage @ HC (corresponding area)
701

o L) L) L) L)

Q 5 7 > &

Time (minutes)

L
e

Copyright © 2017 by the International Association for the Study of Pain. Unauthorized reproduction of this article is prohibited.



Figure 4
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Figure 5_revised
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