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Abstract
Pharmacological challenge models are deployed to evaluate drug effects dur-
ing clinical development. Intradermal injection of Substance P (SP) neuropep-
tide, a potential challenge agent for investigating local mediators, is associated 
with wheal and flare response mediated by the MRGPRX2 receptor. Although 
dose-dependent data on SP effects exist, full characterization and information on 
potential carryover effect after repeated challenge are lacking. This open-label, 
two-part, prospective enabling study of SP intradermal challenge in healthy par-
ticipants aimed to understand and distinguish between wheal and flare responses 
following various SP doses. Part 1 included one challenge visit to determine op-
timum SP dose range for evaluation in part 2, which determined variability in 
20 participants and used intradermal microdialysis (IDM) for SP-challenged skin 
sampling. At 5, 15, 50, and 150 pmol doses, respectively, posterior median area 
under the curve (AUC; AUC0–2h) was 4090.4, 5881.2, 8846.8, and 9212.8 mm2/min,  
for wheal response, and 12020.9, 38154.3, 65470.6, and 67404.4 mm2/min for flare 
response (SP-challenge visit 2). When the challenge was repeated ~2 weeks later, 
no carryover effect was observed. IDM histamine levels were relatively low, re-
sulting in low confidence in the data to define temporal characteristics for his-
tamine release following SP challenge. No safety concerns were identified using 
SP. Wheal and flare responses following intradermal SP challenge were dose-
dependent and different. The results indicate that this challenge model is fit-for-
purpose in future first-in-human studies and further assessment of novel drugs 
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INTRODUCTION

Substance P (SP) is a neuropeptide that acts on mast cells 
in the skin, resulting in neurogenic inflammation1 primar-
ily through activation of mast cells via the Mas-related G-
protein coupled receptor X2 (MRGPRX2) and neurokinin 
1 receptor on endothelial cells.2–5 Mast cell degranulation 
is the key pathophysiological event in diseases, includ-
ing chronic spontaneous urticaria, chronic inducible urti-
caria, and pseudo-allergic reactions.6–8 Although there are 
several other challenges available that are associated with 
MRGPRX2 signaling, such as somatostatin, proteases such 
as cathepsin S, and antimicrobial peptide insulin-like growth 
factor-binding protein 5 (AMP-IBP5), previous studies have 
demonstrated that SP plays a role in neurogenic inflamma-
tion and pain associated with wound healing.8–11 A high-
affinity MRGPRX2 antagonist has yet to be developed.12

SP is upstream in the inflammatory response signaling 
cascade and may be a useful challenge agent for the in-
vestigation of locally acting mediators in some settings.3,13 
Challenge models mimic pharmacologically induced con-
ditions, providing a valuable tool to assess an inflamma-
tory response in healthy human volunteers and analyze 
the potential efficacy of drugs in development before 
going to patient populations.5,14–16 Increasing doses of SP 
via intradermal injection are associated with an increased 
wheal and flare response,9–11 as well as intradermal 

release of several inflammatory mediators, such as his-
tamine and tryptase. Histamine can be used as an active 
control versus SP, as histamine is an agent known to pro-
duce wheal and flare responses.5 Although dermal chal-
lenges with SP are available and date back to the 1970s,17 a 
detailed understanding of the effect of increasing SP dose 
on wheal and flare, characterization of doses over multi-
ple timepoints, and histamine response, are lacking. There 
are no published results of pharmaceutical agents tested 
with this model as of yet.10 Optimizing the intradermal 
challenge model will facilitate future clinical and phar-
macological evaluation of antagonists to block or decrease 
the induced wheal and flare response. Novel compounds 
targeting MRGPRX2 would be one potential application. 
In addition, to our knowledge, the test–retest variability as 
well as potential for carryover of effect following repeated 
SP challenge has not previously been reported.

The aim of the current study was to elucidate the ro-
bustness of SP response by evaluating the effect of vari-
ous SP doses on wheal and flare as end points related to 
MRGPRX2 receptor-mediated mast cell degranulation. 
MRGPRX2 is exclusively expressed on mast cells, is re-
sponsible for non-IgE-mediated mast cell activation, and 
has affinity for many molecules, including SP and various 
drugs.8,18 As such, an SP challenge model may be used to 
evaluate drugs for inhibition of the MRGPRX2 pathway, 
which are designed to treat non-IgE-mediated diseases.

targeting dermal inflammatory disease responses, such as chronic spontaneous 
urticaria, chronic inducible urticaria, and pseudo-allergic reactions.

Study Highlights
WHAT IS THE CURRENT KNOWLEDGE ON THE TOPIC?
Intradermal challenge with Substance P (SP) is known to cause wheal and flare 
response, which increase in size with increased doses of SP.
WHAT QUESTION DID THIS STUDY ADDRESS?
This study investigated the feasibility of SP for proof-of-pharmacology trials in 
terms of test–retest variability and objective imaging characterization.
WHAT DOES THIS STUDY ADD TO OUR KNOWLEDGE?
Wheal and flare responses following intradermal challenge with increasing doses 
of SP were found to differ, and limited carryover of effect was observed following 
repeated challenge. This supports the fit-for-purpose validation for application 
of the challenge model in future clinical assessment of novel pharmacological 
agents, that antagonize the induced wheal and flare response.
HOW MIGHT THIS CHANGE CLINICAL PHARMACOLOGY OR 
TRANSLATIONAL SCIENCE?
The use of SP in a challenge study could potentially aid in the investigation of 
locally acting mediators and this knowledge will aid in understanding the mecha-
nistic pathways downstream of SP activation.
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The study was conducted in two parts: the objective of 
part 1 was to select the correct SP doses suitable for fur-
ther investigation in part 2. In this paper, the results of 
part 2 of the study will be explored in detail, with part 1 
data outlined in the Supplement. In part 2, the effect of 
the SP dose on wheal and flare response was evaluated 
at two consecutive challenge visits. Intradermal micro-
dialysis (IDM) was also performed in part 2 of the study. 
IDM involves the insertion of dialysis membranes into the 
dermis, which is then perfused at a low speed with the 
perfusate. Endogenous or exogenous molecules soluble in 
the extracellular fluid diffuse into the membrane and are 
then collected in small vials for analysis. By means of this 
technique, continuous sampling of interstitial fluid from 
SP-challenged skin is possible and allows for evaluation 
of an effect-time relationship.17 Overall, this study aimed 
to develop an SP challenge model that is fit-for-purpose 
for future studies and to understand the mechanistic path-
ways downstream of SP activation.

METHODS

Study design

This was a single-center, two-part, prospective enabling 
study of SP intradermal challenge in healthy participants 
conducted between February and March 2021. An open-
label design was chosen for operational considerations and 
because the main read-outs of wheal and flare were deter-
mined by the caliper method. The study was registered at 

Clini​calTr​ials.gov with the identifier NCT04676763; the 
study protocol was approved by the Ethics Committee of 
the Stichting Beoordeling Ethiek Biomedisch Onderzoek.

Parts 1 and 2 were conducted sequentially. In part 1 
(Figure  1a), participants attended one challenge visit as 
outpatients, and in part 2 (Figure  1b), participants at-
tended two challenge visits as outpatients and had one fol-
low-up phone call. From screening to last follow-up visit, 
the duration of part 1 was up to 4 weeks, and the duration 
of part 2 was up to 7 weeks.

The intradermal SP challenge was administered se-
quentially from the lowest to the highest dose, as 5, 15, 50, 
and 150 pmol SP, respectively, at a volume of 50 μL. The SP 
doses were in line with previously published research10; 
we aimed to establish a dose–response relationship, there-
fore a 30-fold difference was selected for this study.

At each challenge visit, participants first received saline 
by intradermal injection, and histamine by skin prick, as 
negative and positive controls, respectively. The participant 
received SP if the wheal response met the acceptable saline 
and histamine response criteria, 20 min after each control 
challenge. The standardized interval of 20 min ensured that 
delayed responders could still participate, given that the 
effects of histamine are short-lived.19,20 The acceptable re-
sponses were defined as saline wheal less than or equal to 
1 mm or histamine wheal greater than or equal to 3 mm, pri-
marily measured using the longest diameter of the wheal by 
calipers, which were readily available to clinical study sites 
for standard use. Following confirmation of acceptable sa-
line and histamine control responses, participants received 
up to four intradermal injections of SP at different doses.

F I G U R E  1   Study design. IDM, intradermal microdialysis; SP, substance P. *Asterisks refer to the positive histamine control that were 
performed at the back for the thigh. Figure was created using BioRe​nder.com.
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During part 2 of the study, participants also underwent 
IDM, which comprised an additional single injection of 
saline and four increasing doses of SP like those used in 
the flare and wheal challenges. IDM probes were inserted 
intradermally in the skin of the upper leg of participants 
(Figure  1b). In total, ~450 μL of dialysate was collected 
from each probe to measure histamine content in each par-
ticipant. The IDM probes were inserted at least 2 h before 
the baseline sampling to reduce IDM procedure-induced 
wheal and/or flare. IDM samples were taken at the chal-
lenge site, before and after each challenge. The samples 
were taken up to 120 min post-SP challenge, however, an 
interim analysis on the first eight participants determined 
that samples taken past 30 min reached below the lower 
limit of quantification (LLOQ) values, and it was there-
fore decided to only analyze samples up to 40 min post-
challenge for the remainder of the participants.

The histamine assay was validated on a fit-for-purpose 
principle: validation of the exploratory relative quantifica-
tion of histamine concentration in IDM samples was per-
formed as an extension of previous validation by RefLab 
ApS (Copenhagen, Denmark) of their in-house basophil 
histamine release assay. Extension of the validation for the 
context of use described here covered the IDM perfusate, 
IDM probes, and sample stability upon storage conditions 
required in this study. The LLOQ and upper limit of quan-
tification of the assay were determined during the method 
validation extension. Data were included in the analysis 
only if they met predefined acceptance criteria based on 
variability between replicates and if they measured within 
the validated range of the assay.

Study population

Participants were recruited via advertisements on social 
media and a healthy volunteer database at the Centre 
for Human Drug Research, Leiden, The Netherlands. 
Eligible participants were men and non-pregnant women, 
18–64 years of age, with Fitzpatrick skin type I–II, body 
weight greater than or equal to 50 kg, and a body mass 
index within the range of 19.7–29.4 kg/m2. Participants 
were required to have a positive response to the histamine 
skin prick and a negative response to the saline injection 
at screening. Participants were excluded from the study 
if they had significant skin-related disorders, skin dam-
age, or other disfiguration (tattoos, body piercings, and 
branding) on or near the site of application, which could 
interfere with assessments. Additional exclusion criteria 
included use of any form of H1 or H2 antihistamines, tri-
cyclic antidepressants, beta-2 agonists, dopamine, or beta-
blocking agents within 14 days of the first challenge, and 
individuals who were at risk or had previously experienced 

complications from a skin biopsy (including excess bleed-
ing, infection, or scarring/keloid formation). Participants 
were also ineligible if they used topical medications and 
were unable to refrain from the use of topical medications 
from the first to the last challenge visit. Written informed 
consent was obtained from each participant prior to the 
performance of any study-specific procedures.

Study outcomes

The primary outcome measure was wheal response, 
which is the area in millimeters squared (mm2) and was 
calculated using the formula for an area of ellipse with the 
longest and orthogonal diameters measured with calipers. 
The response was summarized in various secondary out-
comes: area under the curve (AUC; mm2/min) during the 
2-h post-challenge period at each dose of SP,21 maximum 
area of wheal, time taken to observe the maximum wheal 
area, and time to complete disappearance of wheal. The 
same secondary outcomes were investigated for flare re-
sponse during the 2-h post-challenge period. Other sec-
ondary outcomes included incidence of adverse events 
(AEs) and incidence of laboratory or physical findings of 
clinical importance (including electrocardiogram assess-
ment at screening, baseline, and post-challenge).

Statistical analysis

Descriptive summaries were calculated for the wheal and 
flares responses.

The statistical analysis of the SP-induced wheal/flare 
AUCs was conducted using the SAS software version 9.4 
(SAS Institute, USA), using a Bayesian repeated measures 
model. Point estimates and associated variability were re-
ported as posterior medians and 95% credible intervals.

To assess the dose-dependent response, we calculated 
the ratio of the SP-induced wheal/flare AUC between two 
consecutive doses of SP. A ratio exceeding one indicates 
an increase in the AUC between the two consecutive doses 
of SP. The confidence associated with this ratio was as-
sessed by calculating the probability of that ratio being 
above one.

RESULTS

Baseline characteristics

Overall, 32 participants were enrolled, and 29 participants 
completed the study: nine participants in part 1 and 20 
in part 2. Of the three participants who did not complete 

 17528062, 0, D
ow

nloaded from
 https://ascpt.onlinelibrary.w

iley.com
/doi/10.1111/cts.13592 by E

rasm
us U

niversity R
otterdam

 U
niversiteitsbibliotheek, W

iley O
nline L

ibrary on [16/08/2023]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense



      |  5INTRADERMAL SUBSTANCE P AS A CHALLENGE AGENT

the study, two were excluded due to a coronavirus disease 
2019 (COVID-19) infection, and one voluntarily chose 
to withdraw. In total, 20 of 32 (62.5%) participants were 
women, and the median age (range) of participants was 22 
(18–49) years. Additional details of the participant charac-
teristics are presented in Table S1.

Wheal response

SP produced a dose-dependent wheal response in both 
parts of the study (Table 1), with the posterior median for 
SP-induced wheal AUC demonstrating a clear distinction 
between the different doses of SP (Figure  2). Please see 
Figure  S1 and Table  S2 for mean wheal AUC following 
skin challenges for part 1 of the study. In part 2 of the 
study, during visit one, the range in response was pro-
nounced, with a posterior median that ranged between 
4036.7 and 10011.0 mm2/min, for 5 and 150 pmol of SP, 
respectively. A dose-dependent ratio of 1.5 was obtained 
between SP 15 and 5 pmol, signifying that the wheal AUC 
at SP 15 pmol was 1.5 times higher than the wheal AUC 
response at SP 5 pmol (Table 1). At visit two, the range in 
response was similar to the one observed at visit one: the 
posterior median ranged between 4090.4 and 9212.8 mm2/
min for SP 5 and 150 pmol, respectively (Table 1). At both 
visits, an SP-dependent wheal response was observed with 
most of the ratios greater than one. Please see Figure S2 
for mean wheal AUC following skin challenges with IDM 
intervention.

The mean maximum wheal response increased with 
SP doses in both parts of the study (Figure 2). A summary 
of wheal responses following skin challenges is provided 
in Table S3. During part 2, 5 pmol of SP produced a mean 
maximum wheal response of 85.8 mm2 and 92.2 mm2 at 
visits one and two (at 20 min), respectively; this increased 
to 148.9 mm2 and 153.0 mm2, respectively. The mean time 
taken to achieve maximum wheal area was similar across 
all SP doses in both parts of the study and ranged from 
20.4 to 31.7 min during visit one of part 2 (Table S3). The 
maximal effect (Emax) at 50 pmol of SP, with a median max 
area of 141.1 mm2, was first observed at visit one during 
part 2 of the study (Table S3).

The mean time to maximum response during part 2 
was similar across visits, ranging from 20.4 to 31.7 min 
for visit one and 20.9 to 28.3 min for visit two. When time 
to complete resolution of the wheal was evaluated, it was 
observed that the wheal area lasted longer with the high-
est dose of SP (90 min at 150 pmol). In part 2, at visit one, 
wheal area in four participants lasted longer than 2 h at 
SP doses of 50 and 150 pmol, whereas all wheal responses 
resolved within 2 h at the lower dosages; a similar trend 
was observed in part 1 (Table S2). In part 2, the SP-induced 

wheal responses were similar with and without IDM in-
terventions (Figure 2 and Figure S2).

Flare response

SP produced a dose-dependent flare response, with the 
posterior median for SP-induced flare AUC demonstrating 
a distinction between the different doses of SP (Figure 3 
and Table 1). Please see Figure S3 and Table S2 for mean 
flare AUC following skin challenges for part 1 of the study. 
In part 2 of the study, during visit one, the variability in 
response had a posterior median that ranged between 
9070.7 and 67260.8 mm2/min, for 5 and 150 pmol of SP, 
respectively. At visit two, the variability in response was 
more pronounced, with a posterior median ranging be-
tween 12020.9 and 67494.4 mm2/min, for 5 and 150 pmol 
of SP, respectively (Table 1). A dose-dependent AUC ratio 
of 3.9 and 3.2 was obtained for SP 15 and SP 5 pmol at visit 
one and visit two, respectively (Table 1).

Please see Figure S4 for mean flare AUC following skin 
challenges with IDM intervention.

SP challenges were associated with a rapid onset 
of flare response within 5 min after SP administration 
(Figure 3). For both parts of the study, a dose-dependent 
flare response was observed between the 5-min and 20-
min timepoints with a peak time to maximum response 
observed between 5 and 10 min (Figure  3 and Table  1). 
Intra-participant variability in flare response was observed 
between visits one and two of part 2 of the study, resulting 
in a difference in mean flare areas being observed between 
the two visits (Table 1). In both parts of the study, there 
was a saturation effect at 50 pmol of SP (Emax effect). The 
IDM interventions did not change SP-induced flare re-
sponses, and all flare responses were resolved at the same 
timepoint of 90 min (Figure 3).

IDM histamine analysis

Mean histamine concentrations measured in part 2 IDM 
samples were detectable 0–30 min following an SP chal-
lenge of at least 15 pmol, with a peak response at 10 min 
(Figure  S5). Histamine concentrations were increased 
in a dose-dependent manner to SP challenges of 15, 50, 
and 150 pmol, although there was variability in response. 
Histamine levels were not detectable (values below LLOQ, 
10 ng/mL) 0–30 min following saline and 5 pmol of SP. 
Histamine concentrations were also less than the LLOQ 
at all timepoints after 30 min for all challenges tested. For 
the first eight participants included in the interim analy-
sis, there was no measurable histamine following saline 
and 5 pmol of SP challenge. At 50 pmol of SP, there was a 
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T A B L E  1   Summary of wheal and flare AUC following skin challenge with ascending Substance P doses.

Challenge visit SP challenge
Posterior median  
(mm2/min)

95% CrI 
(lower, upper)

Probability 
(ratio >1)a

Wheal AUC0–2h (part 2)

Visit 1 Dose, number of participants

SP 5 pmol, n = 20 4036.7 (3209.7, 5061.7)

SP 15 pmol, n = 20 5961.9 (4746.6, 7496.7)

SP 50 pmol, n = 20 7914.1 (6297.6, 9946.0)

SP 150 pmol, n = 20 10011.0 (7970.2, 12555.9)

AUC ratiob

SP 15 pmol/SP 5 pmol 1.5 (1.1, 2.0) 1.0

SP 50 pmol/SP 15 pmol 1.3 (1.0, 1.8) 1.0

SP 150 pmol/SP 50 pmol 1.3 (0.9, 1.8) 0.9

Visit 2 Dose, number of participants

SP 5 pmol, n = 20 4090.4 (3357.9, 4979.9)

SP 15 pmol, n = 20 5881.2 (4841.5, 7159.4)

SP 50 pmol, n = 20 8846.8 (7276.5, 10766.0)

SP 150 pmol, n = 20 9212.8 (7563.1, 11216.9)

AUC ratio

SP 15 pmol/SP 5 pmol 1.4 (1.1, 1.9) 1.0

SP 50 pmol/SP 15 pmol 1.5 (1.1, 2.0) 1.0

SP 150 pmol/SP 50 pmol 1.0 (0.8, 1.4) 0.6

Flare AUC0–2h (part 2)

Visit 1 Dose, number of participants

SP 5 pmol, n = 20 9070.7 (4984.8, 16493.6)

SP 15 pmol, n = 20 35302.2 (19496.2, 64444.1)

SP 50 pmol, n = 20 59651.7 (32994.9, 108116.6)

SP 150 pmol, n = 20 67260.8 (36810.8, 121853.7)

AUC ratiob

SP 15 pmol/SP 5 pmol 3.9 (1.7, 9.1) 1.0

SP 50 pmol/SP 15 pmol 1.7 (0.7, 4.0) 0.9

SP 150 pmol/SP 50 pmol 1.1 (0.5, 2.6) 0.6

Visit 2 Dose, number of participants

SP 5 pmol, n = 20 12020.9 (6368.7, 22514.5)

SP 15 pmol, n = 20 38152.3 (20522.4, 71413.2)

SP 50 pmol, n = 20 65470.6 (34927.1, 123048.7)

SP 150 pmol, n = 20 67404.4 (36201.0, 126680.1)

AUC ratiob

SP 15 pmol/SP 5 pmol 3.2 (1.3, 7.7) 1.0

SP 50 pmol/SP 15 pmol 1.7 (0.7, 4.2) 0.9

SP 150 pmol/SP 50 pmol 1.0 (0.4, 2.5) 0.5

Abbreviations: AUC, area under the curve; CrI, credible interval; SD, standard deviation; SP, Substance P.
aPosterior probability that the AUC ratio is >1.
bThe AUC ratio is the ratio of the AUC between two consecutive doses of SP. A ratio exceeding one indicates an increase in the AUC between the two 
consecutive doses of SP.
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F I G U R E  2   Mean wheal AUC following skin challenges (Part 2, non-IDM). AUC, area under the curve; IDM, intradermal microdialysis; 
min, minutes; SP, substance P.

F I G U R E  3   Mean flare AUC following skin challenges (Part 2, non-IDM). AUC, area under the curve; IDM, intradermal microdialysis; 
min, minutes; SP, substance P.
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relatively small histamine response at 10 and 20 min for a 
subset of participants at visit two only. A higher proportion 
of subjects had detectable histamine levels with 150 pmol 
of SP challenge in comparison to 50 pmol (Figure S5).

Safety

AEs of mild intensity were experienced by one participant 
(11%) in part 1 (pruritus) and two participants (10%) in 
part 2 (headache). The pruritus AE in part 1 was consid-
ered SP-related, whereas the AEs in part 2 were considered 
unrelated to SP administration. No moderate or serious 
AEs were experienced by any of the participants, and no 
major safety concerns were observed within the clinical 
laboratory parameters. In addition, no clinically signifi-
cant electrocardiogram abnormalities were observed.

DISCUSSION

The time profile of the challenge for wheal and flare re-
sponses provides greater insight and characterization of 
the effect of multiple doses of SP over multiple timepoints, 
in addition to determining the potential carryover effect 
following repeated challenge. In this study, lower doses 
of SP produced dose-dependent wheal and flare responses 
over the 2-h post-challenge period, as measured by the 
AUC in both parts of the study with low test–retest vari-
ability. The safety and tolerability of the challenge agent 
was acceptable, with only a small number of mild AEs 
occurring. These findings are consistent with a previous 
study, which looked at the effect of SP on wheal and flare 
on human skin.2 The large maximum wheal response of 
153 mm2 increased with increasing doses of SP, and wheal 
response lasted only 90 min with the highest SP dose.

Wheal and flare reactions can be induced by SP 
through intradermal injection or skin prick testing. 
Antihistamines can suppress these reactions, suggesting 
SP activates skin mast cells to release histamine.22 In a 
study by Fujisawa et al. using skin-derived cultured mast 
cells, the MRGPRX2 receptor was found to be responsible 
for histamine release induced by SP instead of the tradi-
tional SP receptor NK-1R.23

The present study sought to determine the dose–
response and the robustness of the SP challenge model, by 
assessing the effect of ascending dose of intradermal SP 
on wheal and flare responses in healthy participants. This 
study also aimed to establish and validate an SP intrader-
mal challenge model to allow the future clinical evalua-
tion of the pharmacological ability of MRGPRX2 receptor 
antagonists to block or decrease the induced wheal and 
flare response; in a single- or multiple-ascending-dose 

trial, the challenge would be used to demonstrate func-
tional target engagement in humans.24

The study was designed to determine the potential 
carryover of effect and the outcome. Wheal and flare re-
sponses following intradermal challenge with increasing 
doses of SP were found to differ, and limited carryover of 
effect was observed following repeated challenge: baseline 
visits were comparable between visit one and visit two 
and no differences were observed before dosing. The SP 
challenge model does not represent a disease model, but a 
pharmacological model that can establish engagement and 
proof-of-pharmacology in a first-in-human setting. This 
supports the potential use of the challenge model in future 
clinical assessment of novel pharmacological agents that 
antagonize the induced wheal and flare response, for ex-
ample, during future clinical assessments of novel agents 
in healthy volunteers before evaluation in patients with 
diseases such as chronic spontaneous urticaria, rosacea, 
and atopic dermatitis, caused by activation of MRGPRX2 
receptor.25 Other examples of pharmacological intradermal 
challenge models include the histamine challenge model, 
the imiquimod model and the lipopolysaccharide model of 
inflammation.15,26,27 In the current study, the SP challenge 
model was characterized and the results can be assessed as 
fit-for-purpose validation of this method.28

Our study also evaluated flare responses and demon-
strated that SP challenges produced a dose-dependent 
flare response; flare response lasted longest (between 5 and 
10 min) with the highest dose of SP. The results are supported 
by previous findings, in which SP was observed to induce a 
dose-dependent wheal and flare for the lower doses.2,10,29,30 
Notably, our findings show an Emax at SP 50 pmol in the first 
challenge visit. Further, we found that there was variability 
in both the wheal and the flare AUCs observed with differ-
ent doses. A dose-dependent flare response was observed 
between the 5- and 20-min timepoints, which coincided 
with findings from the published literature: response during 
the first 5 min was reported to be the most reproducible pe-
riod to assess the inflammatory response.31

For the majority of participants, responses disappeared 
within 2 h following SP administration. Only a few lasted 
longer, and individuals with longer-lasting responses were 
excluded from the analysis. However, it must be noted that 
this analysis was conducted with a small number of partic-
ipants, and it is unclear if similar trends would manifest in 
larger studies. Nonetheless, the relatively small sample size 
in the present study was similar to that utilized in a prior 
challenge study,31 and suggests that the skin challenge is 
suitable for small cohorts in the early phases of clinical de-
velopment. One could argue that this study may have been 
limited by its open-label design; however, controlling for 
the risk of bias was not required for this type of design and 
appropriate within-subject controls were used.
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Our study showed that IDM interventions did not 
change SP-induced wheal and flare responses, and this 
further supports the use of the SP model. The concentra-
tion of histamine in the clinical samples, released in re-
sponse to SP challenge, was lower than expected based on 
previous findings.32 These relatively low concentrations of 
histamine may have been due to a rapid local clearance 
of histamine in the skin after the mediator was released 
from the skin mast cells. This hypothesis was consistent 
with the often rapid decline in histamine concentrations 
observed when two consecutive samples from the same 
probe were positive, that is, above the LLOQ. This rapid 
clearance of histamine following SP challenge in skin has 
previously been reported,32 similarly with a peak response 
measured up to 10 min.

In conclusion, we demonstrate that a pharmacological 
model with SP in healthy participants should be consid-
ered for proof-of-pharmacology analyses in first-in-human 
studies. The use of SP in a challenge study could enable 
researchers to investigate the release of locally acting me-
diators, in addition to immune cell markers.

AUTHOR CONTRIBUTIONS
All authors wrote the manuscript. W.tV., C.A., I.A., S.W., 
R.R., R.K., K.F., L.F., C.M., S.M., K.B., M.vD., and R.B. de-
signed the research. W.tV., S.W., N.K., M.B., M.vD., and R.R. 
performed the research. W.tV., C.A., S.W., R.R., R.K., S.H., 
A.N., L.F., S.M., K.B., M.vD., and R.B. analyzed the data.

ACKNOWLEDGMENTS
The authors thank the participants and the site staff for 
their contribution to the clinical study. All authors had 
access to the study data, take responsibility for the accu-
racy of the analysis, contributed to data interpretation, re-
viewed, and contributed to the content of the manuscript, 
and had authority in the decision to submit the manu-
script. Medical writing support for the development of 
this manuscript, under direction of the authors, was pro-
vided by Suzan Maboane, MSc, of Ashfield MedComms, 
an Inizio company, and funded by GSK.

Collaborators: Frank Sinner, Gerd Schwagerle, 
Joanneum Research Forschungsgesellschaft mhH, Institut 
HEALTH, Graz, Austria, and Per Stahl Skov, RefLab ApS, 
Copenhagen, Denmark.

FUNDING INFORMATION
This study was supported by GSK (study number 213224).

CONFLICT OF INTEREST STATEMENT
W.tV., I.A., S.W., N.K., M.B., M.vD., and R.R. are employ-
ees of the Centre for Human Drug Research which re-
ceived funding from GSK to conduct this study. C.A., R.K., 
K.F., A.N., L.F., C.M., S.M., and R.B. are employees of and 

shareholders in GSK. K.B. is an employee of RefLab ApS 
which received funding from GSK to conduct this study. 
S.H. was an employee of and shareholder in GSK at the 
time of study.

DATA AVAILABILITY STATEMENT
Information on GSK's data sharing commitments and re-
questing access to anonymized individual participant data 
and associated data can be found at www.clini​calst​udyda​
tareq​uest.com.

ORCID
Wouter ten Voorde   https://orcid.
org/0000-0001-7241-2889 
Selinde Wind   https://orcid.org/0000-0002-1064-4198 
Menthe Bergmans   https://orcid.
org/0000-0002-1157-0493 
Richard Brigandi   https://orcid.
org/0000-0003-1480-2429 

REFERENCES
	 1.	 Mashaghi A, Marmalidou A, Tehrani M, Grace PM, Pothoulakis 

C, Dana R. Neuropeptide substance P and the immune re-
sponse. Cell Mol Life Sci. 2016;73:4249-4264. doi:10.1007/
s00018-016-2293-z

	 2.	 Foreman JC, Jordan CC, Oehme P, Renner H. Structure-
activity relationships for some substance P-related peptides 
that cause wheal and flare reactions in human skin. J Physiol. 
1983;335:449-465. doi:10.1113/jphysiol.1983.sp014543

	 3.	 Chompunud Na Ayudhya C, Amponnawarat A, Ali H. 
Substance P serves as a balanced agonist for MRGPRX2 and 
a single tyrosine residue is required for β-arrestin recruit-
ment and receptor internalization. Int J Mol Sci. 2021;22:5318. 
doi:10.3390/ijms22105318

	 4.	 Siiskonen H, Harvima I. Mast cells and sensory nerves contrib-
ute to neurogenic inflammation and pruritus in chronic skin 
inflammation. Front Cell Neurosci. 2019;13:422. doi:10.3389/
fncel.2019.00422

	 5.	 Andersen HH, Elberling J, Arendt-Nielsen L. Human surro-
gate models of histaminergic and non-histaminergic itch. Acta 
Derm Venereol. 2015;95:771-777. doi:10.2340/00015555-2146

	 6.	 Dobrican C-T, Muntean IA, Pintea I, Petricău C, Deleanu DM, 
Filip GA. Immunological signature of chronic spontaneous ur-
ticaria. Exp Ther Med. 2022;23:1-7. doi:10.3892/etm.2022

	 7.	 Terhorst-Molawi D, Hawro T, Grekowitz E, et al. Anti-KIT an-
tibody, barzolvolimab, reduces skin mast cells and disease ac-
tivity in chronic inducible urticaria. Allergy. 2022;78:1269-1279. 
doi:10.1111/all.15585

	 8.	 Kumar M, Duraisamy K, Chow B-K. Unlocking the non-IgE-
mediated pseudo-allergic reaction puzzle with mas-related 
G-protein coupled receptor member X2 (MRGPRX2). Cells. 
2021;10:1033. doi:10.3390/cells10051033

	 9.	 Borici-Mazi R, Kouridakis S, Kontou-Fili K. Cutaneous re-
sponses to substance P and calcitonin gene-related peptide 
in chronic urticaria: the effect of cetirizine and dimethin-
dene. Allergy. 1999;54:46-56. doi:10.1034/j.1398-9995.1999.​
00726.x

 17528062, 0, D
ow

nloaded from
 https://ascpt.onlinelibrary.w

iley.com
/doi/10.1111/cts.13592 by E

rasm
us U

niversity R
otterdam

 U
niversiteitsbibliotheek, W

iley O
nline L

ibrary on [16/08/2023]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

https://www.clinicalstudydatarequest.com/
https://www.clinicalstudydatarequest.com/
https://orcid.org/0000-0001-7241-2889
https://orcid.org/0000-0001-7241-2889
https://orcid.org/0000-0001-7241-2889
https://orcid.org/0000-0002-1064-4198
https://orcid.org/0000-0002-1064-4198
https://orcid.org/0000-0002-1157-0493
https://orcid.org/0000-0002-1157-0493
https://orcid.org/0000-0002-1157-0493
https://orcid.org/0000-0003-1480-2429
https://orcid.org/0000-0003-1480-2429
https://orcid.org/0000-0003-1480-2429
https://doi.org//10.1007/s00018-016-2293-z
https://doi.org//10.1007/s00018-016-2293-z
https://doi.org//10.1113/jphysiol.1983.sp014543
https://doi.org//10.3390/ijms22105318
https://doi.org//10.3389/fncel.2019.00422
https://doi.org//10.3389/fncel.2019.00422
https://doi.org//10.2340/00015555-2146
https://doi.org//10.3892/etm.2022
https://doi.org//10.1111/all.15585
https://doi.org//10.3390/cells10051033
https://doi.org//10.1034/j.1398-9995.1999.00726.x
https://doi.org//10.1034/j.1398-9995.1999.00726.x


10  |      ten VOORDE et al.

	10.	 Grouzmann E, Bigliardi P, Appenzeller M, Pannatier A, Buclin 
T. Substance P-induced skin inflammation is not modulated 
by a single dose of sitagliptin in human volunteers. Biol Chem. 
2011;392:217-221. doi:10.1515/bc.2011.003

	11.	 Zirbs M, Reindel U, Hermann K, et al. Reduced skin reac-
tivity to vasoconstrictor and vasodilator substances in atopic 
eczema. Eur J Dermatol. 2013;23:812-819. doi:10.1684/ejd.​
2013.2191

	12.	 Ogasawara H, Noguchi M. Therapeutic potential of MRGPRX2 
inhibitors on mast cells. Cell. 2021;10:2906. doi:10.3390/
cells10112906

	13.	 Gupta K, Harvima IT. Mast cell-neural interactions contribute 
to pain and itch. Immunol Rev. 2018;282:168-187. doi:10.1111/
imr.12622

	14.	 Assil S, Rissmann R, van Doorn MBA. Chapter 3: Phar
macological challenge models in clinical drug devel-
opmental programs. In: Ane CFN, ed. Translational 
Studies on Inflammation. IntechOpen; 2019. doi:10.5772/
intechopen.85352

	15.	 Buters TP, Hameeteman PW, Jansen IME, et al. Intradermal li-
popolysaccharide challenge as an acute in vivo inflammatory 
model in healthy volunteers. Br J Clin Pharmacol. 2022;88:680-
690. doi:10.1111/bcp.14999

	16.	 Rissmann R, Moerland M, van Doorn MBA. Blueprint for 
mechanistic, data-rich early phase clinical pharmacology stud-
ies in dermatology. Br J Clin Pharmacol. 2020;86:1011-1014. 
doi:10.1111/bcp.14293

	17.	 Weidner C, Klede M, Rukwied R, et al. Acute effects of sub-
stance P and calcitonin gene-related peptide in human skin –  
a microdialysis study. J Invest Dermatol. 2000;115:1015-1020. 
doi:10.1046/j.1523-1747.2000.00142.x

	18.	 Babina MJI. The pseudo-allergic/neurogenic route of mast cell 
activation via MRGPRX2: discovery, functional programs, regu-
lation, relevance to disease, and relation with allergic stimula-
tion. Itch. 2020;5:e32. doi:10.1097/itx.0000000000000032

	19.	 Evilevitch V, Wu TT, Lindgren L, Greiff L, Norrgren K, Wollmer 
P. Time course of the inflammatory response to histamine and 
allergen skin prick test in guinea-pigs. Acta Physiol Scand. 
1999;165:409-414. doi:10.1046/j.1365-201x.1999.00526.x

	20.	 Lehmann S, Deuring E, Weller K, et al. Flare size but not inten-
sity reflects histamine-induced itch. Skin Pharmacol Physiol. 
2020;33:244-252. doi:10.1159/000508795

	21.	 Grant JA, Riethuisen J-M, Moulaert B, DeVos C. A double-
blind, randomized, single-dose, crossover comparison of 
levocetirizine with ebastine, fexofenadine, loratadine, mizo-
lastine, and placebo: suppression of histamine-induced wheal-
and-flare response during 24 hours in healthy male subjects. 
Ann Allergy Asthma Immunol. 2002;88:190-197. doi:10.1016/
S1081-1206(10)61995-3

	22.	 Kaplan A, Lebwohl M, Giménez-Arnau AM, Hide M, Armstrong 
AW, Maurer M. Chronic spontaneous urticaria: focus on patho-
physiology to unlock treatment advances. Allergy. 2023;78:389-
401. doi:10.1111/all.15603

	23.	 Fujisawa D, Kashiwakura JI, Kita H, et al. Expression of Mas-
related gene X2 on mast cells is upregulated in the skin of pa-
tients with severe chronic urticaria. J Allergy Clin Immunol. 
2014;134:622-633.e9. doi:10.1016/j.jaci.2014.05.004

	24.	 Saghari M, Gal P, Gilbert S, et al. OX40L inhibition suppresses 
KLH-driven immune responses in healthy volunteers: a ran-
domized controlled trial demonstrating proof-of-pharmacology 
for KY1005. Clin Pharmacol Ther. 2022;111:1121-1132. doi:​
10.1002/cpt.2539

	25.	 Shtessel M, Limjunyawong N, Oliver ET, et al. MRGPRX2 acti-
vation causes increased skin reactivity in patients with chronic 
spontaneous urticaria. J Invest Dermatol. 2021;141:678-681.e2. 
doi:10.1016/j.jid.2020.06.030

	26.	 van der Kolk T, Assil S, Rijneveld R, et al. Comprehensive, 
multimodal characterization of an imiquimod-induced human 
skin inflammation model for drug development. Clin Transl 
Sci. 2018;11:607-615. doi:10.1111/cts.12563

	27.	 Maddox D, Reed C. Clinical pharmacodynamics of antihista-
mines. Ann Allergy. 1987;59:43-48.

	28.	 Kruizinga M, Stuurman FE, Exadaktylos V, et al. Development 
of novel, value-based, digital endpoints for clinical trials: 
a structured approach toward fit-for-purpose validation. 
Pharmacol Rev. 2020;72:899-909. doi:10.1124/pr.120.000028

	29.	 Wallengren J, Håkanson R, Andrén-Sandberg Å. Physiological 
factors influence the substance P-evoked flare in human skin. 
Pain versus Man. Raven Press; 1992:63-69.

	30.	 Yano H, Wershil BK, Arizono N, Galli SJ. Substance P-induced 
augmentation of cutaneous vascular permeability and granu-
locyte infiltration in mice is mast cell dependent. J Clin Invest. 
1989;84:1276-1286. doi:10.1172/jci114295

	31.	 Joseph V, Yang X, Gao SS, et al. Development of AITC-induced 
dermal blood flow as a translational in vivo biomarker of 
TRPA1 activity in human and rodent skin. Br J Clin Pharmacol. 
2021;87:129-139. doi:10.1111/bcp.14370

	32.	 Church MK, Bewley AP, Clough GF, Burrows LJ, Ferdinand SI, 
Petersen LJ. Studies into the mechanisms of dermal inflamma-
tion using cutaneous microdialysis. Int Arch Allergy Immunol. 
1997;113:131-133. doi:10.1159/000237526

SUPPORTING INFORMATION
Additional supporting information can be found online 
in the Supporting Information section at the end of this 
article.

How to cite this article: ten Voorde W, Akinseye 
C, Abdisalaam I, et al. Intradermal substance P as a 
challenge agent in healthy individuals. Clin Transl 
Sci. 2023;00:1-10. doi:10.1111/cts.13592

 17528062, 0, D
ow

nloaded from
 https://ascpt.onlinelibrary.w

iley.com
/doi/10.1111/cts.13592 by E

rasm
us U

niversity R
otterdam

 U
niversiteitsbibliotheek, W

iley O
nline L

ibrary on [16/08/2023]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

https://doi.org//10.1515/bc.2011.003
https://doi.org//10.1684/ejd.2013.2191
https://doi.org//10.1684/ejd.2013.2191
https://doi.org//10.3390/cells10112906
https://doi.org//10.3390/cells10112906
https://doi.org//10.1111/imr.12622
https://doi.org//10.1111/imr.12622
https://doi.org//10.5772/intechopen.85352
https://doi.org//10.5772/intechopen.85352
https://doi.org//10.1111/bcp.14999
https://doi.org//10.1111/bcp.14293
https://doi.org//10.1046/j.1523-1747.2000.00142.x
https://doi.org//10.1097/itx.0000000000000032
https://doi.org//10.1046/j.1365-201x.1999.00526.x
https://doi.org//10.1159/000508795
https://doi.org//10.1016/S1081-1206(10)61995-3
https://doi.org//10.1016/S1081-1206(10)61995-3
https://doi.org//10.1111/all.15603
https://doi.org//10.1016/j.jaci.2014.05.004
https://doi.org//10.1002/cpt.2539
https://doi.org//10.1016/j.jid.2020.06.030
https://doi.org//10.1111/cts.12563
https://doi.org//10.1124/pr.120.000028
https://doi.org//10.1172/jci114295
https://doi.org//10.1111/bcp.14370
https://doi.org//10.1159/000237526
https://doi.org/10.1111/cts.13592

	Intradermal substance P as a challenge agent in healthy individuals
	Abstract
	INTRODUCTION
	METHODS
	Study design
	Study population
	Study outcomes
	Statistical analysis

	RESULTS
	Baseline characteristics
	Wheal response
	Flare response
	IDM histamine analysis
	Safety

	DISCUSSION
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGMENTS
	FUNDING INFORMATION
	CONFLICT OF INTEREST STATEMENT
	DATA AVAILABILITY STATEMENT

	REFERENCES


