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CAR T cell manufacturing plan

Selection of CD4+ and CD8+ Cells from Autologous Patient Apheresis Product

Apheresis collection
Selection of CD4+ and CD8+ T cells with Miltenyi beads

l

Cryopreservation of CD4+/CD8+ cellular product in 10% HSA in Plasmalyte
mixed with CS10 at 1:1 (volume: volume) ratio, and determine the %
of CD3+ in the cryopreserved cellular product

l

ADCLEC.syn1 CAR T cell Production

[Day 0] Activation

Thaw CD8+/CD4+ T cells at 37 C
Wash cells with 3 volumes of 1% HSA in Plasmalyte by centrifugation at
300xg for 10 min

|

Count the cell numbers of washed CD8+/CD4+ T cells

|

Based on %CD3+ cells, resuspend 100E6 to 300E6 CD3+ cells in complete

X=Vivo15 media (X-Vivo15 + 5% human AB serum + 1x Glutamax + 20mM

HEPES + 1mM sodium pyruvate + 1x MEM vitamin solution + 1.6 mg/mL

N—Acetylcysteine) + 45 mg/mL Gentamicin + 20 IU/mL IL7 + 100 IU/mL
IL15

FIGURE 15
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l

Activate T cells with Dynabeads® ClinEx Vivo CD3/CD28 using a bead to T
cell ratio of 1:1 for approximately 48hr in a 37 T incubator with 5% C02

l

[Day 2] Transduction

Transduce the activated T cells with ADCLEC.syn1 vector stocks in PL72/PL240
bag with overwrap pouch/seal. Spin at 1200 rpm for 60 min at RT at 0.5E6
cells/mL

l

[Day 3]
Transfer the transduced cells to the G—Rex bioreactor and grow the cells in
complete X—Vivo15 media w/o gentamicin

l

[Day 7 and Day 10]
Spike IL7 and IL15 into the medium to maintain 20 IU/mL IL7 + 100 1U/mL
IL15

|

[Day < 14]
When the target number of cells is reached, wash the cells with 17%HSA in 1x
Plasmalyte A using a closed system cell washer & debead using a ClinExVivo
magnet

l

FIGURE 15 Continued
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Cryopreservation and Storage of the Final Product

Formulate the final product in Cryostor CS10 cryopreservation buffer (50%
CS10 + 5% HSA in Plasmalyte)

|

Store the final product in approximately 1 mL to 130 mL in CellSeal vial
2 mL, Cell Seal vial 5 mL, CryoStor 50, CryoStor 250 bags or equivalent in
vapor—phase liquid nitrogen

FIGURE 15 Continued
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D30
BM Cellularity >5%

%
Repeat BMB in 2 weeks /)A\
MRD+ -
BM Cellularity >5% RO

x - \*Q

Y

-~

AlloHSCT or
alternative therapy

Observe & serial
BMB monthly

—

MRD+ or
MRD- but with persistent
Gr 4 cytopenia

MRD- and
<Gr 4 cytopenia

f,’
.
_- *
/”
P
~

AlloHSCT or
alternative therapy

BM: bone marrow

cytometry or NGS

BMB: bone marrow biopsy
MRD: measurable residual disease as assessed by flow

AlloHSCT: allogeneic hematopoietic stem cell transplant

*Decision b/w observation and alloHSCT is at the

treating physician discretion and after discussion with
the study Pl based on the patient’s prior treatments,
goals of therapy and others.

FIGURE 16

SUBSTITUTE SHEET (RULE 26)

P
-
-
-
-
-
-

Continue with
Observation




WO 2022/232016

£ 3.0
§ 2.91
-« 2.07

1.91

g 1.0

=
€ 0.5
(o

3 0.0-
<

CLEC12A-B

PCT/US2022/026131

24/33
Test Ab
HEK or SFQ_@
Membranes Bad  CGood
FIGURE 17A
HEK smp Raw Data e SF9 smp Raw Data
< 3.04
B 2.5
wn
¥ 20-
(=
o 157
e 1.0
(=
£ 0.51
o
R EE A EEREEE:
S 33 %" S SsSssg°
2§ g 58 §§
OO O (S = &
FIGURE 17B

SUBSTITUTE SHEET (RULE 26)



PCT/US2022/026131

WO 2022/232016

25/33

8 uebiuy 7

v usbiuy 7

V81 TANDIA

N

{ anssi)
Ayiosy

| 3S

| anssp
Ayyoay

400 + ¥VQ "Ub—yg)

AAo9jes Jown) SasDaJou|

g pup y uabyup sainbay,

AIVO—-ANV

dvd 1ong

Yy “usb-
Ay1susbousjay 1abip} awod1aAQ

<
— > @

¥y) Wapup]

pul + W0 "usb—pyz

g 10 y usbyuo sainbay,

AIVO—¥0

SUBSTITUTE SHEET (RULE 26)



PCT/US2022/026131

WO 2022/232016

26/33

ponunuo) v81 HANOIA

AR
anssi)
Kooy

8 usbiuy 7

v uebjuy 7

Z oanssp
JapupysAg

| onssy

Japubjsg

\/
:

y whsoo
7
il 7

A .comlv:N + J0)dados yojoN-uhs
AYA}O3[eS Jown) SasDaIU|

4 LaBiyup oy 7 3onpil
0} ¥ usbnuo salnbay,

AIVO—N3HL-A|

SUBSTITUTE SHEET (RULE 26)



WO 2022/232016 PCT/US2022/026131

27/33

IF—-BETTER—GATE
(here via ADCLEC.syn platform in AML)

'Requires (1) high antigen A alone or

(2) low antigen A and antigen B”

Prevents antigen—low relapse via
gated sensitivity enhancement

2"d—gen. CAR (affinity/CD3¢—fine—tuned) + CCR

* fine—tuned ITAM
signaling

* fine—tuned
CAR—scFv dffinity e

A

| —C |
¢ Antigen A

£ 4 P P « /\ Antigen B
=
tissue tissue
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