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The Xynapse™-T reagent - artificial Antigen presenting molecule Conclusion

Introduction Conclusions
We have developed an artificial antigen-presenting scaffold We have made a novel type of reagent (Xynapse™-T) based on a
technology called Xynapse™ (previously referred to as A Backhone scaffold presenting MHCp complexes and agonistic anti-CD28
PAX). We have used this platform to make artificial antigen I y \ 2 ¢ o2 engagers. We show that these reagents are capable of mimicking
presenting molecules that can serve as a substitute for * i | SRR APCs by inducing expression of activation markers, cytokine secretion
antigen-presenting cells (APCs) in various applications such T Lﬁ @ Peptide and stimulating expansion of specific T cells.
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Activation and expansion virus specific and rare MART-1 specific C08+ T cells from healthy donor PBMCs with Xynapse ™-T reagent

Stimulation of PBMCs with Xynapse™-T, MHC,,,;/aCD28 reagent

PBMCs stimulated with Xynapse™-T, MHC_;, reagents and PBMCs stimulated with Xynapse™-T, MHC.,, 5 reagents 0
subsequently stained with MHC.;, Dextramer® (w/o0 aCD28) and subsequently stained with two MHC_,,, o
Dextramer® "
Xynapse™-T, MHCgg,, -[ g % 70
+ O
@ + ®
Xynapse™-T, MHCgg,, /aCD28low -[ _ > 8 0 ® MHCcyy; Dextramer
P Unstimulated £ O : @® MHCy,, Dextramer ®
C — 25 fold expansion!
Xynapse™-T, MHCg,, /aCD28high -[ -5 4‘5" 40
e e e Q :: 20
Xynapse™-T, MHCg,, /aCD28high = 20 \

Days of incubation
|
Xynapse™-T, MHCgg, -[

Stimulation of PBMCs with Xynapse™-T, MHC_,,; reagent (no aCD28)

100

0 5000 10000 15000 20000 25000 30000 35000 y
CD69 MFI Xynapse™-T, MHCcy,,/aCD28 O 4 B
0 2 4 6 8 10 "
Xynapse™-T, MHC w4
Xynapse™-T, MHCgz, /aCD28'ow -[ —

Xynapse™-T, MHCgg, /aCD28high -[

_________________________________________________________________|
90
|

0 200 400 600 800 1000 1200 1400 1600 1800 2000 80

Xynapse™-T, MHC,, /aCD28high -[ —_— IFNy % g »
0 1000 2000 3000 4000 5000 6000 7000 8000 9000 ? 8 o ® MHC,y,; Dextramer®
4-1BB (CD137) MFI ® &
B MHC,,, Dextramer® positive Cells g 8 50 ® MHConz Dextramer ®
B MHCgg, Dextramer® positive cells = 40
C ® positive Cell %%
MHCgs, Dextramer® negative cells B MHCauy; Dextramer® positive Cells g E 30
< &
20
Figure 1. Xynapse™-T reagents efficiently stimulate upregulation Figure 2. Xynapse™-T reagents induce cytokine secretion in epitope- ., . .
ok - e specific CD8+ T cells " .
of activation markers on antigen specific CD8+ T cells. : 0 : 4 5 8 10 12
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Figure 3. CD28 dependent expansion of epitope-specific CD8+ T cells with Xynapse™-T

PBMCs stimulated with Xynapse™-T, MHC, 7., Feagents and reagent.

i i ®
subsequently stained with MHC,y,z;., Dextramer Untouched CD3+ T cell enriched PBMCs using Pan T Cell Isolation Kit (Miltenyi) were stimulated with Xynapse™-T, MHC,,zr.; Or

MHC,,, specific reagents for 6-12 days and subsequently expanded T cells were analyzed for proliferation and CCR7/CD45RA
Day 0 Day 13 Day 33 phenotype distribution.
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Figure 4. Xynapse™-T reagents efficiently expand rare HLA- CD45RA Figure 5b. Expansion of Influenza-specific T cells results in downregulation of CD45RA, and
A*0201/MART-1 specific CD8+ T cells. Figure 5a. Expanded MART-1 CD8+ T cell phenotype phenotype mobility from CCR7-CD45RA+ to CCR7-CD45RA-, mimicking a natural antigen-
closely resemble the average CD8+ T cell population. specific stimulation.

Enrichment and phenotype of engineered TCRt cells with Xynapse™-T reagent

TCRt engineered cells were stimulated and enriched using Xynapse™-T reagent compared to Engineered TCRt cells were expanded for 7 days with Xynapse™-T or peptide pulsed APC and subsequently compared for
traditional methods using peptide loaded APC or aCD3 & aCD28 based activation. After 7 expression of phenotypic biomarkers in flowcytometry.
days the TCRt cells were evaluated for proliferation and specific enrichment.
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Figure 7. The phenotype of TCRt engineered cells stimulated with Xynapse™-T reagent closely mimics that of cells

Figure 6: TCRt engineered cells stimulated with Xynapse™-T showed a specific enrichment
exposed to APCs.

as efficient as with peptide loaded APC, and superior to aCD3 & aCD28 based activation. Data kindly provided by collaborators
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