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Customer Requirements

| Target |
i Tetrameric AMPA : Goal
: receptor composed of .
STEP 0. ! GluA1, GIuA2, GIUA3 Det\_/glcép ? m/fbn)ocloni!
\ and GluA4 subunits. , antibody (m specific
CUSTOMER to GluA1 subunit.

REQUIREMENTS

Requirement 3 Requirement 2 Requirement 1
mAb should not bind to mAb should work across mAb should target
pig samples. GIuA1 subunit.

GluA2-A4 subunits. human, mouse, rat, and intracellular part of
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Immunogen and cross-
reactants design

STEP 1.
IMMUNIZATION

Immunization time
8 weeks

Host species
Rabbit

Immunogen
A1 peptide-VLP conjugate

The intracellular region of GluA1 subunit is intrinsically disordered. Using literature,
immunogenicity prediction, and sequence alignments, we designed immunogen and two cross-

 Jponens

GluA1-Porcine (A1-P)
Positive cross-reactant

reactants:

GluA1 (A1)

DIANA BIOTECHNOLOGIES 4

Peptide immunogen

13-mer peptide from
C-terminus of GluA1.
Ensures specific binging.

CTD_GluAl_human_827-906
CTD_GluAl_mus_827-907
CTD_GluAl_rattus_827-907
CTD_GIuAl_sus_X1_827-906
CTD_GluAZ_human_834-883
CTD_GIuA2_mus_834-883
CTD_GIuA2_rattus_834-883
CTD_GIuA2_sus_X1_834-883
CTD_GIuA3_human_845-894
CTD_GIuA3_mus_839-888
CTD_GIuA3_mus_839-888
CTD_GIuA3_sus_X1_839-888
CTD_GluA4_human_835-902
CTD_GluA4_mus_835-902

CTD_GluA4_rattus_835-902
CTD_GluA4_sus_X3 835-902

13-mer peptide from
C-terminus of porcine GIuA1.
Ensures cross-species
binding.

Immunization

99999
?29995)

GluA4 (A4)
Negative cross-reactant

14-mer peptide from
C-terminus of GluA4.
Prevents off-target binding.
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Splenocytes Isolation & FACS

R -/ 1.96 x 109 - 1.25 x

splenocytes aliquot of splenocytes

] ( isolated in total used for FACS
STEP 2.
SPLENOCYTE - : ~
ISOLATION Q1 © Antigen-positive Q2
1.03% : plasma cells 0.05%
10°
_q:_, i
a 104 e IR i 4o
E -
3
--------- 7000 pomm—
J 7}
©
o

antigen-positive
plasma cells
|dentified (Q2)

Q4 Q3

98.8% 0.16%
T T ] T
0 102 103 104 105

Fluorescently tagged antigen

108

STEP 3. §
FACS ;

OF ANTIGEN-
POSITIVE PLASMA ;
CELLS ;

live splenocytes
selected

Confidential — Company Proprietary



DIANA BIOTECHNOLOGIES 6

DIANA-Ab Antigen-Binding Confirmation

352

antigen-positive plasma
cells were sorted into
384-well plates and tested

Distribution of 352 clones by their affinity to GluA1 (Ky), pM
103 102

. I ' I '

| | | |

94\ 69\ 49 T clones with K;<100 nMto ~~-""""""""-~

GluA1 were selected for
characterization of their
affinity and cross-reactivity

Kp >100 nM Kp 100-1 nM Kp 999-100 pM Kp 99-10 pM inal I level
STEP 4 39.8% clones 26.7% clones 19.6% clones 13.9% clones on a single-cell leve
. (not selected) . (selected) (selected) (selected) !

DIANA-Ab - -
ANTIGEN-BINDING
CONFIRMATION
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STEP 5.
DIANA-Ab
SINGLE-CELL
SCREENING

Cross-reactivity with GluA1-Porcine, %

and cross-reactivity with GluA1-Porcine (A1-P)

DIANA BIOTECHNOLOGIES

DIANA-ADb Single Cell Screening

Distribution of 212 clones by their affinity to GIuA1 (A1)

10000 <250 PM " Our clones met )
requirements for high
cross-reactivity with A1-P
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Affinity to GIuA1 (Kp), pM

Distribution of 212 clones by their affinity to GluA1 (A1)

and cross-reactivity with GluA4 (A4)
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0.001 - o C °
¢ ° Our clones met
requirements for low
0.0001 - <250 pM cross-reactivity with A4
| ] | |
107 102 103 104 105

Affinity to GIuA1 (Kp), pM
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DIANA-ADb Single Cell Screening

250 h

= 200-
2 150 1
=
£ 100 - 5
Affinityto < 50
GluA1 (A1) 0

150 )

24

clones were selected
based on their affinities to
A1 and their cross-

e ] Cross-reactivity with
reactivities to A1-P and A4. GIuA1-Porcine (A1-P)

A1-P X-reactivity,
0

0.012 h
2
DOOO0Q 5 ous- |
B0ROR0Y ¢ "™
X 0.003
Cross-reactivity 3
with GluA4 (A4) 0

123 456 7 8 910111213141516 17 18 19 20 21 22 23 24
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STEP 6.
SEQUENCING
& CLONING
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Phylogenetic tree of CDR sequences
from 24 clones

3
)
Z.
7 G, N Wﬂ,
)
) ©
15
4
A <7
> 70
) zZ.
)
& & L ow
w

96%

sequencing
success rate

Heavy and light chains sequences
were retrieved for 23 out of 24

clones.

Sequencing & Cloning

22

unique sequences
identified for mAb clones

Phylogenetic tree of CDR sequences
from 24 clones
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100%

cloning success
rate

10 mAb clones were selected for cloning based on
their affinity, cross-reactivity, and sequence
diversity.

10

clones selected for
cloning & expression
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Purification & DIANA-Ab Assay

300 B

D09 = -

_g' 180 -

D000 = -

Affinityto < 60

GluA1 (A1) 0
) 200 «~ h

2

10 90900, : -

———————————— £ 3 100

clones were purified, and DBDBB X

their affinities and cross- & 50
reactivities were measured Cross-reactivity with <t

using DIANA-Ab assay. GluA1-Porcine (A1-P) 0
STEP 7.

PURIFICATION & ; 2
DIANA-Ab ASSAY 99999 ) £
[&]
2000000
Cross-reactivity <

with GIuA4 (A4)

2 3 4 6 10 11 14 15 19 23
Confidential — Company Proprietary mADb clones
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Customer Data

Immunodetection (WB) and 1 2 3 4 5 MW
immunoprecipitation (IP) of

GluA1 subunit using our mAb2 r--- 250 kDa
antibody
---- 130 kDa
Target ------- [ — -
GluA1 subunit
+--- 100 kDa
L--- 70 kDa
mAb2 CI On e Immunodetection of recombinant
luA1 it f HEK2 Il lysate; ---- 55 kDa
showed the best performance GIuA1 subunit from 93 cell lysate; \ J
in the customer’s WB and IP
experiments and was
selected for licensing
Immunoprecipitation of recombinant GluA1 Immunoprecipitation of recombinant GluA2
subunit from HEK293 cell lysate using mAb2 subunit from HEK293 cell lysate using mAb2
antibody. Detection by anti-GluA1 rabbit antibody. Detection by anti-GluA1 rabbit
polyclonal antibody AB31232 (Abcam); polyclonal antibody AB31232 (Abcam);
Immunoprecipitation of recombinant GIuA3 Immunoprecipitation of GIuA1 subunit from
subunit from HEK293 cell lysate using mAb2 pig brain using mAb2 antibody. Detection
antibody. Detection by anti-GluA1 rabbit by anti-GluA1 rabbit polyclonal antibody
polyclonal antibody AB31232 (Abcam); AB31232 (Abcam).
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