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ABSTRACT DISCOVERY OF B-ARRESTIN BIASED GLP1R ANTIBODIES
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Pharmacological characterization of enhanced GLP1R antibodies

a) Histogram from binding by flow cytometery. b) Flow binding shows receptor dependent increase in antibody binding. ¢) TB-001-003 and TB-
222-023 show enhanced binding to above MAB2814 (commercial control antibody). d) TB-222-040 and TB-222-089 very weakly activate cAMP. e)
TB-001-003 and TB-222-023 reduce background [3-arrestin recruitment when screened in agonist mode (inverse agonism). f) TB-001-003 and TB-
222-023 are potent G protein and [B-arrestin (g) antagonists.
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Parallel screening of binding, agonism and antagonism Pharmacological characterization of novel GLP1R partial agonists TB-001-003 and TB-222-023 block other known GLP1R agonists

Top 94 phage outputs were reformatted to full length IgG and
screened for a) agonism, b) antagonism, and ¢) GLP1R binding.
d) summary of results, two partial agonists were discovered and
eleven optimized agonists with improved binding, antagonism or
both. TB-222-023 was further characterized for antagonist assays a) b)

and TB-222-040 and TB-222-089 were characterized for partial LA I Bl 5 i ) N KCl ): ) S
' g % § ooy S 104 AAMram M € 400- $ &
agonist assays. ~ b & o o Eab S o o o & 1 o-emw s 535
| T S P N TP S R S R o a & x 3007 R
\ Time (days) Time (days) Q Q 6_ 7)) *k K (2 *
o Vehice = TBO01-03 e Vehicle = TB222-023 14 K% @ 200- = 8
A - d _ c i > — 2
TB-222 %',100- %;',,100- o ?_S §) 4 2100 § Q ) §
Sey T % . : € 80y - ; n o 7] - O 5 ¢
— GLP1 % 601 & , . * ’ g 601 4 f ; i . k= \c’ 2 P 2 S 0 T T T T g) 0-
i T:;) 40 4t ond 3d 4th %‘ 40 18t 2 3rd 4 C 0 | — “-. 1 1 1 g’ 0' 20 40 60 80 100
g {Dose Dose  Dose Dose g {Dose Dose Dose Dose ~— \0 >
§ 220 (1 S S . 3 220 R S S 20 40 60 80 100 6@2& Time (min) AQ:{\\;(VQW
AIphaFOId 20 . Vehic-:-;me (da-ysT)Bm-os . Vehic;lr;me (-d?ryBsz)zz-ozs Time (mln) ({6206 < Untreated -+ TB222-023 &@q'
model of TB- ~ Untreated = TB01-03 O
222-023 . " 0 y e) f)
. ’5';600_+ Vehicle = TB01-03 c a0 %600_+Vehicle = TB222-023 o
a“gned to E £ 1o £ £ 10 B 3 mM glucose < KCI
$ 400 & % 400- & € ~ = AAM ramp
GLP1 bound to g * 2x10 s oo S £ 45, @ 10 mM glucose o E (0 - 12 mM) (60mM)
GLP1R (PDB Ezoo §,1 10 %200' . §,1x104 g s 0 25 mM glucose E’ E 4-
g +———— 0 g 0+——— 0 TP 4al ¢ I N TR
6X1 8) “ 0 20 :p 6(() _so) 100 120 {\\0\5\9"’ “ 0 20 :9 6(() _80) 100 120 &%«f’ % 10 . ¥ G
ime (min NAY ime (min Ag‘b‘i" @ E *kk p s |
) ) K ) 2 25 | | | E § 2
@H__Ipﬂ @ §GOO_+Vehicle = TB01-03 o gsoof Vehicle = TB222-023 - S E’ N I_I *.*j *l*_l ok g §) ;
2 S 4x104 3 R6x104 2 > N ! N ! <
/EVN E f\\\ PSS N 20 40 60 80 100 120
- D2x10° p 2 2x10¢ < i i
[N 2 [N S g ° Q,\,é*’\ Q,'\’Q gfi"\wqy& Time (min)
L 2 "o 20 :?m:t()mla:) 100 120 @«,';23”"’ = 7o 20 :iom:c()misno) 100 120 @i‘t’& < < &Q;{'ﬁ < - Untreated = TB222-023
o . - . - o . . . .
y ¢ : i °. T W | S T Treatment of Hyperinsulinism in mice. Wild- Treatment of Hyperinsulinism in isolated pancreas. Perifusion of Sur1-/- mice with TB-001-
T W | S T & i type (a,b,e,g,n) and SUR1”- knockout mice 003 (a,b) and TB-222-023 (c,d) blocked insulin release. e) static incubation of WT mouse islets
. [ [ []
: e BIOSCIENCE (c,d,ij,k,)) are effectively treated with TB-001-  with glucose after treatment of TB-001-003 and TB-222-023 blocks insulin release. f)

* e www.twistbiopharma.com 003 and TB-222-023 perifusion of islets isolated from an infant with K,pHI treated with TB-222-023.



