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Immune evasion for allogeneic cell therapies GentiBio’s Engineered Regulatory T cells (EngTregs)
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3. IEE protected B2M KO EngTreg in a cell-intrinsic manner in a 6. Optimized IEE protected HLA KO EngTreg in vivo using a

three-way co-culture system humanized NSG-hIL15 mouse model
: : l Purified NK cells from 4 donors were mn EngTreg% EngTreg Counts IEE expression enabled significantly
B2M KO + LNGFR B2M KO + HLA-E B2M KO + IEE tured ht with 2e7 PBMC 2e6 Allogeneic, HLA KO 8 600+ higher persistence of HLA KO
(CFSE labeled) (CFSE labeled) (CFSE labeled) co-cultured overnight with two 2 8  2e7PBMC 2e6 Allogeneic, HLA KO + IEE NSG-hIL15 2.1 o g 5001 EngTregs by day 14, despite
independent B2M KO EngTreg target 3 4 2e7PBMC None o i J—- 2401 o o comparable levels of HLA KO
+ cells at a 10:1:1 ratio of NK:CFSE+ & O ad ® S 3001 ° .
and target:CTV+ target. Viability of each Day 0 ° % 2 4k Englreg +/- IEE at baseline.
B2M KO onl 2M KO onl set: BEt . Y PBMC and EngTreg PBMC and allogeneic HLA KO EngTreg, with or S 2- £ 27 HLA KO EngTregs are identified and
only B2M KO only ‘- B2M KO only dye-labeled population was measured IV iniection : . r S 100- o o
CTV labeled J without IEE expression, were transferred to 3 distinguished from PBMC in this
(CTV labeled) (CTV labeled) (CTVIabeled) by flow cytometry. | | NSG-hIL15 mice, which ts human NK i T gystem based face B2M
- mice, which supports human system based on surface
- , é Baseline Day1l4  fynction in vivo', Peripheral blood was R 7 expression.
No inhibitor (CTV) + LNGFR (CFSE) No inhibitor (CTV) + HLA-E (CFSE) No inhibitor (CTV) + Receptor X Ligand (CFSE) : IEE protected expressing cells (CFSE+) bleed # bleed : % . !
0 without interfering with NK collected at baseline and on day 14. 3 6 8 1500-
60 ] 60 < o 9¢0 2 D14 flow plots (blood)
EI g;\sl; 5 % ; elimination of bystander targets ex10%9 hCDA45+ > S S 10001 'T’ EngTreg, EngTreg,
40 40 & o o 40 (CTV+). g e a S ® 2 PBMC*  Hiako HLA KO + IEE
o o o Y7 2 2- S 500 b ; .
§ e § & § < o o g 4x10%4 o o  Allo PBMCs + Levels of humanization % 235 S é s ] R ... ]
S R 50 S Similar to Panel 2, IEE protected B2M S . 3 EngTreg, HAKO  were comparable 0 T eepo— 0 T oqoo—Q al | e @ e % @
' B o104 : CSIR Che USRI ¢ ; 1L i
ﬂﬂ ﬂ ﬂ ﬂ ﬂ ﬂ ﬂ ﬁ? A’faErgets more consistently than §2 1044 @ = ETEEGQ’ HLA KO :)etv'\c/een J([jlffer(c;.:.t Allo PBMCs + J\& \Lox\ o‘°°§ (;\VV \Lo*\ o@@« Veres o || s rored
-E. reatment conditions. G AR & ¥ < | 3
0 T T T T ﬂ|F1 0 T T T T mIﬂ 0 T T T T ﬂI ° 0 L B3 no EngTreg Q}‘&@ er\z& Q}\&’\ @0;8/ 8 ]
A& & gy e T
49&\ {‘é@/ %béq, \Q& éoél‘ g & 8 < g & 8 < eo& g o g & 8 < 8 <& eoél‘ @I N < < e & —
() > (3
N N N N N N N N N N N ) Q 0@ Q Q(b\\ Q 0@ *%*p<0.01, ****p<0.0001 by unpaired t-test

CONCLUSIONS

* Killing of B2M KO EngTreg by PBMCs was significantly related to the frequency of “Receptor X” expressing NK cells, and not other immune subsets, suggesting Receptor X+ NK cells may be a key driver of HLA KO T cell rejection (Panel 1)
 B2M KO EngTreg expressing IEE, GentiBio’s proprietary Receptor X ligand, was protected from PBMC killing consistently better than CD47 or HLA-E (Panel 2)

* |EE protected B2M KO EngTreg in a cell-intrinsic manner and did not interfere with antigen-specific EngTreg activation (Panels 3 and 4)

* In an aggressive in vitro model of rejection, an optimized IEE enabled superior persistence of HLA KO EngTreg compared to CD47, HLA-E, and CD300A TASR (Panel 5)

* HLA KO EngTreg expressing IEE persisted significantly better in vivo than HLA KO EngTreg without an NK inhibitor in the presence of allogeneic PBMC (Panel 6)

* |EE technology can be readily incorporated in GentiBio’s gene editing platform to generate future off-the-shelf allogeneic EngTreg products with durable persistence
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