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« Deucrictibant is an orally administered, highly potent, specific antagonist of

the bradykinin B2 receptor under development for on-demand and Potency of deucrictibant at recombinant WT and Tg rat bradykinin B2 receptors Effect of deucrictibant on carrageenan-induced paw edema in Tg rats
prophylactic treatment of hereditary angioedema (HAE) attacks. « The potency of bradykinin measured as the half maximal effective concentration (ECs) at the recombinant WT and « Intraplantar injection of carrageenan in the hind paw of Tg rats induced a marked increase in paw volume at 2, 4, and
Tg rat bradykinin B2 receptors was 105 and 113 pM, respectively. indicati i b
« Deucrictibant is a potent antagonist at the human bradykinin B2 receptor but g y P P P y 5 L1 PO 8055, D2 O gl el e o kim (e 1)
:)Sfi;\:leec?gsagl?egc(;?vlist; at the rat ortholog (>100-fold lower potency), indicative Table 1: Potency of icatibant and deucrictibant at bradykinin B2 receptors from WT and Tg rats Figure 1: Carrageenan-induced paw edema in male Tg rats (mean + SEM)
 To address the challenge of deucrictibant’s species selectivity in 52 X v';:'tll;oz Ve 40
experimental models (eg, the paw edema model in rats), a humanized 1C5, (M) K, (nM) 1C5, (nM) K, (M) ‘kb Tg B2 35 —e—  Vehicle
bradykinin B2 receptor transgenic (Tg) rat line was developed and validated. = 7 -
ol B th I'dpt‘ th ?r t( 9 it i fuced Icatibant 2.45£0.12 0.59 £ 0.02 2.04+0.48 0.53£0.10 111 E Deucrictibant 5 mg/kg po
« Following the validation, the Tg rat was used in the carrageenan-induce o z 30 —=—  Deucrictibant 10 mg/kg po
paw edema model to investigate the in vivo primary pharmacodynamic (PD) Deucrictibant 250.56 £ 75.70 61.26 + 22.67 1.72 £0.45 0.45£0.10 136.13 é Deucrictibant 20 mgkg po
effects of deucrictibant.* Values are mean ¢ SD; n=3 o 4 for icatibant and deucrictibant. IC, half maximal inhibitory concentration; Ky, equilibrium dissociation constant; % 254 Icatibant 1 mg/kg iv
Tg, transgenic; WT, wild type. = | salcyiic acid 512 ma/k
= —¥—  Acetyl salicylic aci mg/kg po
2.0
_ « Icatibant was equally potent at the WT and Tg rat bradykinin B2 receptors (Table 1). The antagonist potency of E
« ATgrat line was generated on a Sprague-Dawley background using deucrictibant increased 136-fold at the heterologously expressed Tg receptor as compared to the WT rat receptor. 2 15
CRISPR/Cas9- mediated gene editing. This rat line, built on a Sprague- The potency of deucrictibant 0.45 nM for the transgenic rat B2 receptor is similar to the potency for the human bradykinin >
Dawley rat background showed no adverse phenotypes and appeared a B2 receptor (0.15 nM). 10 - T T T T §  Carrageenan challenge
healthy strain. + Based on these data it was decided to create a Tg rat line expressing this humanized bradykinin B2 receptor. -2 0 2 4 6 8 10
- S A . Time post carrageenan injection (h)
« The potency of deucrictibant and icatibant, an established bradykinin - . .. .
B2 receptor antagonist, to inhibit the bradykinin-induced intracellular Ca?* Affinity of deucrictibant for the bradykinin B2 receptor in tissue of WT and Tg rats iv, admini ) Iy; o, admini orall, SEM, standard error of the mean: Tg, ransgenic.
mobilization was evaluated in HEK293 cells stably expressing the « Saturation binding experiments with [3H]BK showed a mean binding capacity (B,,,,) of 0.027 and 0.010 pmol/mg protein, o o » o . )
recombinant wild type (WT) or Tg rat bradykinin B2 receptor using a and a mean dissociation constant (K,) of 0.72 and 0.39 nM for WT and Tg rat uterus membranes, respectively (n=3). + Deucrictibant, icatibant and the positive control acetylsalicylic acid partially prevented carrageenan-induced development
fluorimetric method. The half maximal inhibitory concentration (IC,) and Table 2: Affinity of icati - - of paw edema at 2, 4, and 8 hours after carrageenan injection (Figure 1, Table 3).
o . o able 2: Affinity of icatibant and deucrictibant at bradykinin B2 receptors from WT and Tg rats
the equilibrium dissociation constant (K) values were calculated. Table 3: Inhibition of induced J
i able 3: Inhibition of carrageenan-induced paw edema
» Membrane preparations from WT and Tg rat uterus were used in radioligand Tg B2 K vy_?:; Vs 9 P
binding inhibition experiments to determine the affinity of deucrictibant for IC5, (nM) K; (nM) 1C;, (nM) K, (nM) iK- TqB2 ion of carrageenan-induced paw edema
the endogenously expressed B2 receptor. The assay was validated with : i - injecti
icatibant:cj DeucriZtibgnt was tested agd the ICg, andyinhibitor constant (K;) Rttt DEDEWE DS RSN DS &E “aean Jeﬂlon 6 08 5 OS 3 OS
values were calculated. Deucrictibant 25.2046.90 14.90£4.10 1244033 0.55+0.14 27.09 . o g /: £ res ins S
eucrictibant 10 m 0 55.4 6. 55.2+3. 55.7+4.1
« The in vivo effects of deucrictibant and icatibant were examined on paw Values are mean + SD; n=5 for icatibant and n=3 for deucrictibant. ICs, half maximal inhibitory concentration; K, inhibitor constant; Tg, transgenic; L LD
edema induced by unilateral intraplantar injection of carrageenan WT, wild type. Deucrictibant 20 mg/kg po 63.4£103 62.4£4.0 857449
(0.75 mg in 0.05 mL/paw) in the hind paw of male Tg rats. Deucrictibant The affinity of icatibant for the bradykinin B2 receptor in transgenic rat uterus membranes was in the same order of fcatibant 1 mg/kg iv 595+104 180260 332271
was administered orally 30 minutes before injection of carrageenan. Icatibant . icvlic aci
(1 mg/kg) was adminis);ered intravenously 2 |]'ninutes before ?njection of magnitude as the affinity for the bradykinin B2 receptors in WT rat uterus membranes (Table 2). Acetyl salicylic acid 512 mg/kg po @ £ 12 H39268 SROLEL
carrageenan. The positive control acetylsalicylic acid (512 mg/kg) was + Humanization of the bradykinin B2 receptor resulted in a 27-fold increase in affinity of deucrictibant for the bradykinin Valuesare mean + SEM for n=11. iv, intravenous; po, administered orally.
administered orally 60 minutes before injection of carrageenan. B2 receptor in membrane preparations from Tg rat uterus compared to WT rat uterus. The K; at the bradykinin B2 - ) e N
; L . - « Oral doses of 10 and 20 mg/kg deucrictibant retained their efficacy up to 8 hours post-carrageenan injection (56%
: from T h h K; for th h ki
« The volume of the paw was measured by hydroplethysmometry prior to :;fsé:;gru(tgr;; ?&Tg_rsaunseg ‘{;TM)% SElSlnihelanelanoctasitherepciedikitoiheliecombinantiumankbradykinn inhibition) differently to iv injection of icatibant, which showed 33% inhibition at this time point (Table 3).

carrageenan injection and at 2, 4, and 8 hours after carrageenan injection.
Changes in paw volume relative to the measurement taken before
carrageenan administration were calculated. Deucrictibant was evaluated at
5,10, and 20 kg. q a a s q q q ol -
and 20 mg/kg * These results show that the genetically engineered Tg humanized bradykinin B2 receptor rat model is a viable tool to address the challenge of species selectivity of deucrictibant.

* The rat line is pharmacologically responsive to bradykinin B2 receptor antagonists and can be used to study the pharmacodynamic properties of deucrictibant in vivo.

N e YT P oo e T e ) « Oral deucrictibant was effective at inhibiting carrageenan-induced edema in Tg bradykinin B2 receptor rats and demonstrated a long duration of action.
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