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Effect of treatment on cytokine/chemokine release in serum

« Atopic dermatitis (AD) is a chronic inflammatory skin condition with a complex underlying

Effect of freatment on skin thickness 15-

pathology (1) Despite recent therapeutic advances, new treatments are still needed (2). A o 207 2 At dav 35 i OVA chall icited th I £ 15 cvioki L4 IL5. 1113 and IL.31 T1 eviok NF
« |RL201104 is a novel clinical stage immunomodulatory peptide in development for " : o & 0 ay oo, exXposure 10 chalienge eliciie e reiease o CYTOKINES IL-4, IL-o, IL-1o> dnd IL-o1, 11 CyTOKINES -Q,
: g J . . ofy Pep b . At day 35, exposure of the sensitised skin fo allergen challenge led to a S £ 151 88 0. IL-1B, and IFN-y; IL-17 and the key AD biomarkers CCL-17 and CCL-22. Apart from IL-17, and similar to
allergic conditions that has shown promising efficacy in a Phase 2a study of Eosinophilic sianificant increase in skin thickness. IRL201104 sianificantly and dose - % 2 1.0 ' V. RS ‘ o . |
Esophagitis and a range of preclinical models of allergic inflammation (3-7). S : Ny s S, A 2210 g9 dexamethasone, IRL201104 treatment led to a significant dose dependent reduction of cytokines/chemokines in
. ) . . ) . dependently reduced skin thickness similarly to positive control s § L S R
« Qur aim was to explore its therapeutic potential in an allergen driven model of atopic dexamethasone (Fig1) £ 5 T £ 805 serum at day 35 (Table 1).
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Mice were actively sensitised to ovalbumin (OVA; 15 ug, s.c.) and 25 L of Imject Alum on days 1 and 7. S il il ulalal ° 097 i_i Bl |RL201104 (2 mg/Kg iv) — — — —
On day 14, animals were anaesthetised with isoflurane to allow for the dorsal skin to be shaved using clippers and hair < 04- 0.0 L—r : Bl Dexamethasone (3mg/kg ip) TNF-a 169 126+14 53+14 47+13 34+11
removal cream followed by tape stripping which was conducted é consecutive times. =
After shaving, the mice were topically challenged with OVA patches prepared with 1 cm? sterile gauze moistened with _% IL-1b P an A 83x10 34+13** 21£10%** ] 1275
OVA (300ug) in phosphate buffered saline qnd attached to the dorsal skin with a transparent dressing for 7 consecutive 7] 0.2+
days ( day 14-20). Patches were changed dally. | Figure 3 - Effect of freatment on OVA-induced skin pathology. Effect on (A) IFN-g 18+10%** 111416 42+15% 37+£15* 28+13***
Patches were then removed and animals left to rest for 7 days until day 28 when a new 7 days challenge phase took 0.0 th N N B . ' d(C Ot .
ace (day 28-34). erythema/haemorrhage score, (B) oozing/crust score and (C) excoriation/erosion score. - - - - - -
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Animals were dosed either vehicle, IRL201104 (80ug/kg or 2mg/kg iv) or dexamethasone (3mg/kg ip) at day 18, 19, 20, 21, Data are expressed as mean score + SEM. Groups were compared to OVA/vehicle
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. Figure 1 - Effect of treatment on OVA-induced increase in skin thickness. Dafa **P<0.001: N=8. B - B B B
serum Collection are expressed as average thickness in milimefres (mm) + SEM. Groups were CCL-22 18+10%+* 175425 7041 7%+ A5+] 5¥H 30+ 3*H*
24hrs after the last challenge, on day 35, a terminal blood sample was collected via cardiac puncture and placed into a compared to OVA/vehicle group using a one-way ANOVA, followed by a .
serum tube. Samples were kept at room temperature for 45 minutes to allow coagulation, before being centrifuged Dunnett’s test: **P<0.001: n=8. Effect of treatment on OVA specific IgE levels
(20009, 15 min at 4°C). Supernatant was separated, aliquoted and stored at -80°C for analysis. Table 1- Effect of IRL201104 ok Ich i . fter OVA chall Effoct od 15 113 11-3] TNF n ]5
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Assessment of Skin Pathology . OVA chdllenge elicited an increase in OVA specific IgE. B.OTh .posmve control IFN-y; IL-17, CCL-17 and CCL-22. Data are expressed as picograms per mL of serum, mean *SEM. Groups were compared to the
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Immediately after blood collection the dermal area exposed to the OVA challenge was visually assessed for pathological OVA speciﬁc IgE levels in serum at dgy 35 (Fig4), /vehicle group using a one-way , Tolliowe y abunneit:s iest, U : , N=0.

features associated with atopic dermatitis. These included: Erythema/haemorrhage, oozing/crust, erosion/excoriation and

lichenification, Each pathology was evaluated using the following scoring system: Af dOy 35, exposure of sensifised skin to c:llergen Chollenge led fo the

development of significant skin pathology (Fig2) characterised by

B None increased erythema/haemorrhage, increased oozing/crust and
KR Very Siight increased excoriation/erosion. No lichenification was observed.

E wel defined IRL201104 treatment significantly reduced erythema/haemorrhage and — e D|SC USSION

o erosion/scoriation score while showing a strong frend fo reduce 200 - =3 IRL201104 (80 ug/Kg iv)
skin Thickness Measurements oozing/crust score similarly tfo positive control dexamethasone (Fig3A, g B |RL201104 (2 mg/Kg iv) - Administration of IRL201104 significantly reduced skin thickness and skin pathological

After the pathological assessment, the dorsal skin was carefully excised. Randomly, 3 positions on the dorsal skin were B, C). > == Dexamethasone (3mglkg ip) ope

measured doubled over by using digital calliper and the average thickness (um) calculated for each mouse. 2 150 score comparable |'O pOSIi’IVG COIT"I'O' dexamefhasone.
OVA speciiic IgE level measurement u . Furth.e.rmore, IRL201 194 treatment significantly reduced. serum levels of allergen

} | | | | | o o 100- i specific IgE, T2 cytokines (IL-4, IL-5 and IL-13), T1 cytokines (TNF-a, IL-1B, and IFN-y),
OVA specific IgE level in serum was determined using an ELISA kit (AssayGenie) as per the manufacturer’s instructions. = _ *% KKk . . . o
Results were expressed as concentration in pg/mL. 3 the pl'Ul'I'l'Ogel'IIC CYi'Oklne IL-31 and AD biomarkers CCL-17 and CCL-22.
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Cytokine/chemokine measurements 2 507 xx

An 8-Plex cytokine/chemokine panel (IL-4, IL-5, IL-13, IL-1B, TNF-a, IFN-y, IL-17, CCL-22) was run in the serum samples using @ B ,—_l_—| * ThlS StUdy ShOWS the pO'l'e.ni'ICII Of IR.L.ZO‘I 104' a Cllnlcql Stqge ImmunomOdUICl'l'Of, asa ]

0 novel treatment for atopic dermatitis. T

magnetic multiplex assay (Biotechne) as per the manufacturer’s instructions. Levels were measured using a Magpix system
(Luminex Corp). Results were expressed as concentration in pg/mL. CCL-17 and IL-31 concentrations were measured using
ELISA kit (Biotechne and Invitrogen respectively) as per the manufacturer's instructions. Optical density was measured at
450 nM using a microplate reader (SpectraMax 340PC). Results were expressed as concentration in pg/mL.
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Figure 2 — Representative images of skin pathology. Images of dorsal skin area at F'g;"eL 4 ¢ Effect of "eTg‘E?\T gn OVA specific IgE szje?umol\?/x/els.hpcljfo are exp ressed as . 1 |"-| ] X ¢
Data are shown as mean + S.E.M. (standard error of the mean). Inter-group deviations were statistically analysed by a one- day 35, showing a representative (A) naive; (B) OVA/vehicle; (C) OVA/IRL201104 pg/mL or sefrum, mean 2 . I’OU[?S Were**comporf** O venicie group using a one- A = 'l | g o i < A,
way analysis of variance (ANOVA) followed by a Dunnett’s test. p< 0.05 was considered statistically significant. (2mg/kg i.v.); (D) Dexamethasone (3mg/kg i.o) way ANOVA, followed by a Dunneft’s fest; **P<0.01, ***P<0.001; n=8. P B \, I ) : : Poras 78
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