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Figure 1 shows an increase in humanness scores (Z-score) from mouse sequence (grey line) to
the humanized framework (dark line) in the variable regions of humanized BU12, H4 (Vk for kappa
light chain in 1A, and VH for heavy chain in 1B) and H5 (Vk for kappa light chain in 1C and VH for
heavy chain in 1D).
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Figure 2 shows the sequence alignment of the variable regions (VL for light chain in 2A and VH
for heavy chain in 2B) of humanized mouse BU12 (H1-H7) and human antibody (21D4).
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Figure 3 shows DLS thermal stability for SI-63C1 (BU12-chimeric), SI-63C2 (humanized BU12, H1)
and SI-34C1 (human antibody, 21D4).

Al S6301 B. $§-63C2 C. $§-34C3

Badias {0

Q 0 a0 sQ se ¢ pAsi g R A 0 kD an LR

. - o 18 Tome 10}
L Yemop {0} LS Toary (U LS Tame 10}

46



WO 2021/178253 PCT/US2021/020145

4/11
Figure 4 shows the histograms depicting the cross reactivity of the SI-63C2 antibody to human,
cynomolgus, and rhesus CD20+ B cells (4A) and CD20- lymphocytes (4B).
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Fig. 4B
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Figure 5 shows the dose-response curve of the SI-63C2 antibody binding to human (5A),

cynomolgus (5B), and rhesus (5C) CD20+ lymphocytes, as compared to its parental control (SI-
63C1) and mouse anti-human CD19 antibody controls (SJ25C, LT19, HIB19, and 4G7).
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Fig. 5B

Cynomolgus CD20+ Lymphooytes
$000-

BRE3C1-AFG4AT
LTieFITG
HIBIG-APG
4437-FITC

3006~

LR IR

& I L 4

j ! i ¥ 1 L
Gooi0.60d 081 @4 4 16 160 1000
wgifml

50



WO 2021/178253 PCT/US2021/020145

5/11
Fig. 5C
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Figure 6 shows an analytical SEC profile of SI-63R1(H1), the protein-L purified recombinant anti-

CD19 scFv-HIS protein (6A) and DLS Thermal Stability of SI-63R1(H1) with unfolding temperature
at about 58.8°C (6B).
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Figure 7 shows analytical SEC profile of the protein-A purified recombinant anti-CD19 scFv-
monoFc proteins (H1 through H6) with >90% protein of interest (POI).

ﬁ } f

H1 H H2 ﬂ H3 f
I [
(| 1 [
!

S . e

SR , e et — —

1200 1400 800 1008 TR 1406
Minutes Minates Minutes

| "

Ha 3 He ]

1 {

i P

! | t

F ) § L
e d S A g
E S Y S L H A T T X
400 b 220 1 AR 100 500 bt 430

Minutes Minutes Minutes

53



WO 2021/178253 PCT/US2021/020145

8/11
Figure 8 depicts a schematic diagram of six binding domains (D1-D6) in hexaGNC antibodies that

comprise the core Fab (D2) and Fc regions and the additional D1, D3, and D4 on heavy chain (HC)
and D5 and D6 on light chain.
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Figure 9 shows the ExpiCHO expression and purification of three hexaGNC antibodies SI-77H3,
SI-77H6, and SI-55H11 with their humanized anti-CD19 domains, H4 at D1, H7 at D2 (Fab), and

H4 at D6, respectively.

SI-77H3 | SI77H6 | SI-55H11

SR T < L L
5% REG WG I pity

Minutes Minutes Minutes

55



WO 2021/178253 PCT/US2021/020145

10/11
Figure 10 shows the dose-response curves of an antibody (SI-38E17, SI-55H11, SI-77H3, and SI-
77H6, respectively) direct cellular cytotoxicity (ADCC) to either human (10A) or cynomolgus (10B)
PBMC.
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Figure 11 shows that the humanized CD19 binding domain of hexaGNC antibodies, such as SI-
77H, SI-77H6, and SI-55H11, mediates the cytolysis of Raji lymphoma cells that express only CD19
but no other tumor antigens (11A) with a potent dose-response curve comparable to that of SI-
38E17, a human anti-CD19 antibody (21D4) (11B).
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Fig. 11B
RAJI RTCC
2.0~
-o- S|38E17
N - S1-55H11
§1.5~ -4 SL77H3
@ - SL77HE
B
o
& 1.0~
}-
0.5 ,

i i i i ] ¥ } b
107 105 105 104 102 102101 189 101 102
nM Treatment

59



