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Immune-stimulating Antibody Conjugates (ISACs) are Antibody-drug ,,,,;';‘;:;st
Conjugates (ADCs) that Utilize Immunostimulatory Payloads

ISAC

r
Target

ISACs target tumor associated
. antigens (TAA)

Target
ADCs target tumor associated
antigens (TAA)

s

Payload .. | Payload
TLR or STING agonist, Payload Payload Cytotoxic chemotherapy,
L indirect antitumor effect . direct antitumor effect

r
Fc competence

Fc-activity is required for most
L ISACs

Fc competence
Fc-activity is not required for most

Making a Meaningful Difference



Considerations for Toll-like Receptor 7 (TLR7) Agonists as ISAC Payloads: ,,,,:,’;‘;;‘;,,ks

Localization and Agonist Structure

Localization
TLR7 is located in immune cells, not the tumor cells that
ISACs typically target

TLR7 is found in the
endolysosome of
immune cells

TLR7 is not expressed
in most tumor cells

Endolyosome ’

Immune cells,
induding pDCs

Tumor Cell

pDCs = plasmacytoid dendritic cells

Making a Meaningful Difference

Agonist Structure
Substituent domain provides opportunity for payload
optimization and linkability

Scaffold

* Occupies core binding domain
* Low chemical diversity tolerated

Imidazoquinoline Purine
scaffold scaffold
/ﬁ:'z} g (®
N7 L N A=OorN
[ \I D: 4“*1\’?\‘/' N‘)—OH
: AN
R /\‘ ' Y /\

/' /
Substituent

* Occupies solvent exposed protein-protein interface
+ Significant chemical diversity tolerated
+ Allows for conjugable functional groups




Despite Efforts to Tailor TLR7-agonist Chemistry to the Route of Administration,
Cytokine-release Syndrome (CRS) Remains a Major Obstacle

o

zymeworks

Topical Systemic Intratumoral Systemic: ISAC
/ " K so:m;;nhanb . 25:,‘,':,':?2,‘.’;‘,:"’@ / ' anibody provides lageting \
2 NH, SU e 2 O
NS N\) NN N\)_/ NS N\)—/_/ ‘ "—/ N
|/ N |/ N |/ N‘ o ‘ ' (\\; HN
[N o N N
~( \‘\_uzs:o A /O\C&;\J VA N
" ° A—_\ biocconjupation via
maleimide chemisiry
Imiquimod (R-837) 852a MEDI9197 NJH3985
solubility: low solubility: 40x imiquimod solubility: very low solubility: very high
ECgo: UM ECgo: NM ECgo: NM ECgo: pM
K FIHS?IQPBQ / \ FIH5§007 / \ FIHSZO15 J k FIH5%019 /

Approved (1997)

Poorly tolerated

Poorly tolerated

Poorly tolerated

TLR7 potency

« Cytokine-release syndrome and other immune toxicities hamper the development of systemic and
intratumorally administered TLR7 agonists

FIH = first-in-human

Making a Meaningful Difference




Poor Tolerability and Lack of Efficacy are the Biggest Barriers to Success for ISACs in o

Dose limiting CRS \ Low efficacy\

the Clinic
Payload
NH,
Silverback A SN
Therapeutics \ ¢
SBT-6050 /\f"\/\ ()~ -,
HN

Anti-HER2

SBT-6050 payload %
(pert epitope)

N
H

—0,
Novartis NN N—»
NJH395 NN (= o
Anti-HER2 N~ hap W
(tras epitope) NJH395 payload O 3
HO
NH,
L
Bolt "'J\E >
Biotherapeutics t(, D
BDC1001 ) r
Anti-HER2 L ] o I
(tras epitope) N NH
Co

Making a Meaningful Difference
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ISAC Properties

Benzazepine
TLR8a
cleavable,
DARS,
cysteine conjugate

Pyrrolopyrimidine
TLR7a
noncleavable
DAR4
SS cysteine
conjugate

Imidazoquinoline
TLR7/8a
noncleavable
DAR2
lysine conjugate

Clinical Toxicities

Dosed up to 1.2 mg/kg q2w

CRS in 4/32 pts;
G3 hypotension in 6/32 pts;
1G5 in combo with Pembro

Dosed up to 1.6 mg/kg
Single dose

G2 CRS in 10/18 of pts;
ADAs in 14/14 pts tested

Dosed up to 20 mg/kg q3w

No DLTs observed to date;
MTD has not been reached
No CRS
No ADAs

zymeworks

Best Response

PR1/18;
SD 14/18

Trial halted

SD 9/14
Trial halted

PR 1/40;
SD 12/40

Trial ongoing




ISACs: A Newcomer in Cancer Inmunotherapy Compared to Cytotoxic ADCs ot

zymeworks

ELAHERE, 2022

17 years from first TIVDAK, 2021

clinical trial to first vpo @\9 ZYLONTA, 2021
Hybridoma approval 0t TRODELVY, 2020
Paul Ehrlich’s “magic bullet” production f ) QQ R) ENHERTU, 2020
hypothesis’ First ADC reported? of mAbs? First ADC approval ? o’\q' PADCEV, 2019
1913 1958 1975 First ADC MYLOTARG N POLIVY, 2019

clinical trial® 2000 MYLOTARG, 2018

BESPONA, 2017
1983 KADCYLA, 2013

i } | ADCETRIS, 2011

1910 1920 1950 1960 1970 1980 1990 2000 2010 2020

ISAC 1980

1990 2000 2010 2020
- After high initial attrition, the rate of ADC approvals has | | | | |
reached an inflection point 2017 2022
N - S First ISAC | First STINGa
- Early ADC clinical trials also suffered from dose-limiting . 1982h patent” | ISAC clinical
s . : : irst synthetic 2007 :
toxicity, poor efficacy, and immunogenicity TLR-agonists First antibody trials
developed® TLR7a conjugates
described® 2019
g9 First TLR7a
. 2 . T ISAC clinical
‘r\- 3 novation: Tt trials
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Distinct Mechanisms-of-action have been Proposed to Describe the Activity ,y,,:';';v‘;,,ks
of ISACs

NN

~%
"
1

. TLR7-agonist
payload

Proposed MOA 1:

As initially reported by:
Bystander effect

Novartis
Tumor Phagocyte Cytokines
1 2 3
ISAC is intemalized Bystander uptake of TLR7-agonism induces
into tumor cell, TLR7-agonist by cytokine expression,
payload released and immune cells in the TME promotes innate and

escapes into TME adaptive immune response

TAA,b.,mfgdom.n /‘\
‘\ o ™)

Proposed MOA 2: cocirs

As initially reported by:
fariin- g Silverback Therapeutics &
Bolt Biotherapeutics
Immune-engagement Tumor Phagocyte Cytokines p
1 2 3
HER2-binding Fc-region engages TLR7-agonism induces
domain engages phagocyte, leading fo cytokine expression,
tumor-associated intemalization and promotes innate and

antigen (TAA) payload release adaptive immune response

TME = tumor microenvironment

Making a Meaningful Difference




Four Independent Observations Support the Inmune-engagement MOA kot

zymeworks

Coculture assay Coculture assays reveal ISAC activity in vitro
hPBMC +- N8BT gasiric carcinoma

IL8 {pg/mi)
i
ey

| ¥ TNJH395 drug inkey, cocuure
F THJH395 druginker, manoculdre
T+ Trastuzamab, coculiue

] x

e T I,
1 1 1. 1080 18 100008

[SAC] (pM)

wl—
N

Trastuzumab NJH395 drugdinker

Benchmark ISAC

» Trastuzumab

« NJH395 drug-linker
« Stochastic DAR =4

« Cysteine conjugation

hPBMCs = human blood peripheral mononuclear cells

Y i
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Four Independent Observations Support the Inmune-engagement MOA

Coculture assay

.

Trastuzumab

NJH395 drugdinker

Benchmark ISAC

» Trastuzumab

« NJH395 drug-linker
« Stochastic DAR =4

« Cysteine conjugation

hPBMCs = human blood peripheral mononuclear cells

Making a Meaningful Difference

Coculture assays reveal ISAC activity in vitro

IL-6 {pg/mi)

w
i
1

hPBMC +- N87 gasiric carcinoma

_'_i_i

|

| ¥ TNJH30S drug nker, coculiune

% “F THJH395 drug-iinker, manocululre
B + Trashzumab, coculfue
i'.

] AL

|

e
19 18 1088 10088 100008

[ISAC] (pa)

o
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ISACs are >100x more potent than free payload

hPBMC + N87 gastric carcinoma

, ¥ T-NJH395 drug-inker
| o S T-NJH39) payicad

IL-8 {pg/mL)
i

wl—
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Four Independent Observations Support the Inmune-engagement MOA

Coculture assay

Trastuzumab

NJH395 drugdinker

Benchmark ISAC

» Trastuzumab

« NJH395 drug-linker
« Stochastic DAR =4

« Cysteine conjugation

hPBMCs = human blood peripheral mononuclear cells

Making a Meaningful Difference

Coculture assays reveal ISAC activity in vitro

IL-8 {pg/mi)

hPBMC +- N87 gastric carcinoma

L
Vil

|
!
Yy
1 10 1008

[SAC] (pM)

10088 100008

| ¥ THNJHA0S drug nker, coculre
F THJHA95 druginker, monocuhre
+  Trastuzumab, coculiure

1

IL-8 {pg/mL)

o
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ISACs are >100x more potent than free payload

hPBMC + N87 gastric carcinoma

¥ T-HJH395 ong-nker
| 7 = T-NIH395 payload

]

T T
e M (R}

T T T 1
14 W 1M e 1eee

[payload] (nM)

Cell/cell contact is important

3

hPBMC + SKOV-3 ovarian adenocarcinoma

15000
BAC / L
4 / 5
\ / <
sa00
7 Transwel ¥ Mixed
Coculture Cocullure
—i
[}
T-M R39S drug Enker
7 Transwell
Coculture

THRI3SS drug Enker

I

¥ Mixed
Coculture




Four Independent Observations Support the Imnmune-engagement MOA ,y,:.';';:'opks

Coculture assay Coculture assays reveal ISAC activity in vitro ISACs are >100x more potent than free payload
hPBMC +- N87 gasiric carcinoma hPBMC + NB7 gastric carcinoma

10008

]

7 p 3

]

¥ T-NJH395 drug-inker
% TNIHI05 payhad

L6 {pg/mL)
i

¥ TNJH395 drug inker, coculue

\
1L-8 {pg/ml)
¥

' I < THNJH395 drugHinker, monoculuire ”.
¢ ' l T+ Trastwumab, coculure 1 I
i A 1 _/
(B Fqpe—E |;‘i @?I jy.‘[ - 1 T ‘I‘ f{-z T T T 1
1sAGI W0 = '] 2 [payload] (nM)
Cell/cell contact is important 3 4 Fc-knockout inhibits activity
Trastuzumab NJH395 drugdinker hPBMC + SKOV-3 ovarian adenocarcinoma hPBMC + SKOV-3 ovarian adenocarcinoma
Benchmark ISAC
» Trastuzumab = ) o v
« NJH395 drug-linker \ L 3 = T il
. StOChaStK: DAR — 4 200 QOPRO = o, — _ Z N T Deglycosyaled T-RUIH3S5 drug-nker
. . . 7 Transwel ¥ Mixed +
» Cysteine conjugation Cocuture  Coculture A x
. 2 As s ¥ __':S,ﬂ-
T-MR395 drug-nker T-MM 395 drug-inker st (X 1 1|l 100 1808
v Transwell ¥ Mixed DISAC] (nb)
Coculture Coculture

hPBMCs = human blood peripheral mononuclear cells
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Zymeworks has Evaluated Two Scaffold Classes as ISAC Payloads zyr;';'cv”opks

Imidazothienopyridine Purine
NH, NH,
N7 N N™ N
s )L):[ X
XN 2 (\
@Jlﬂ o
o
\
« Dual TLR7/8-agonist * Pure TLR7 agonist
«  Structural analog to the imidazoquinoline « Broadly explored as small molecule agonist

« Trastuzumab was used as a model system to compare our drug-linkers to clinical benchmarks

N Sy X2 Uk
Making a Meaningful Difference s &:’E ]
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Zymeworks has Evaluated Two Scaffold Classes as ISAC Payloads zyr;';';v”opks

Imidazothienopyridine Purine
NH, NH,
N7 N N~ N
-~ JL)I o w
XN 2 (\
5}@ o
o
\
« Dual TLR7/8-agonist * Pure TLR7 agonist
«  Structural analog to the imidazoquinoline « Broadly explored as small molecule agonist

« Trastuzumab was used as a model system to compare our drug-linkers to clinical benchmarks

i ingful Di M R 4T
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New Imidazoquinoline Analogs were Prepared and Evaluated as ISAC

Payloads

Starting point

NH,
2 N
N ] \>_/_/
N
K@\/N H,
IMDQ (Shukia et al.)!
- high potency

- linkable
- suitably polar

1. Bioorg Med Chem 6386 (2010)
Lett. 20(22):6384-

Making a Meaningful Difference

—

Scaffold
diversification

e —

o

zymeworks

activity

bioconjugate

P 0
G-
i P

Scaffold evaluation Substituent evaluation
/'N;“'“““':::_;2::::::::~\\ \
N7 N>_/—/ 1 N7 N>_/_/ \ ‘|
I ' N N\ : 4 NH. R=
] A N 1 \ S 2 -
ZN H L S NH, HN
ﬂNH 2 “.\P\@\/ ! N : N\>_/_/ ct
L < 1 < N HO NJ
; ; k@vk OH
NH, NH NH,
N>_/J R : mg)L
N= K s 1 Screen substituents to modify
| 1 payload properites
N N s’ N 1
gm0 Y,
1. ldentify a core scaffold with robust 2. Optimize the substituent portion for use as a

manuscript submitted

S NP L

]




Structure-activity Relationship (SAR) Trends for Activity of
Imidazoquinoline-type Small Molecules

zymeworks

SAR learnings: Benzo-variant Substituent optimization Small molecule lead

. . evaluation
1. Benzo-variants are active

as ADC payloads

2. Benzyl and MeO-Benzyl
spacers are preferred, Strong Small Molecule Activity

enhance murine activity [ @ @ @ ]
5 ~N

3. Meta-orientation spacers

have higher TLR8 activity 47 \_

. AT AN
4. Mono and diamine T
substituents are active and
provide linkable handle

manuscript submitted
B “§¥ =i
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Novel Imidazoquinoline-type Drug-linkers Generate Trastuzumab-isacs with ,y.:,';';:'opks
Favorable Biophysical Characteristics

Drug-linker generation

Drug-linkers were v N _ o
i 7 5 (s} o g A
synthesized from nove/ WA _— >_/_/ s /\@N ﬁ\n/\,, k/\o/\/o\/\o/\/p
payloads : H o H )
+ Cleavable linker system \\_s‘ \\QJ“’ O J k@\/n MTVCPADC .
firiker witachmeal MTvcPABCATP 07 "NH, MTvcPABC
pont

ADC generation and characterization

‘\L , HPLC-HIC
00=
N\ J
‘\f > 80 DAR4
M. \ X/
\\(D\/ TMIVEPARG ‘ ' 60~ — T-MTVcPABCATP
E DAR4

ISACs were generated
N 2

» Trastuzumab

« Cysteine conjugation o S s . 40 — T-MCvcPABC-MMAE
. Stochastic DAR = 4 1] - i. B
- B
.' 70 mM NaOAc 2 4 6 8 10 12 14

pH45 Time (min)

Trastuzumab (T) T-MTvcPABC-ITP

Making a Meaningful Difference -9 @s o=



In a Murine In Vitro Assay, Comparable Activity was Observed for ,y,:.';';:'opks

Imidazoquinoline and Pyrrolopyrimidine Isacs

mSpleno + NCIN87 gastric carcinoma

Pyrrolopyrimidine
—0,
(benchmark) 2000-
NSNS NH wa A
oIS sl
HZN)\N/ Z o 1500+ / v
N o
NJH395 drug-linker o}j £ & [
2 1000 // ™
s I
Imidazoquinoline - f pr
/ /
N
\

NH, NH, 500 /
NS N\)_/—/ NS >_/_/ ¥ s
ZSN MTvcPABC ZSN MTvcPABC g ,/ % %
\ \ \ o T b T T L] * 1
k@\/NH S @\/NH 1 10 100 1000 10000 100000
[ADC] (pM)

MTvcPABC-IMDQ MTvcPABC-ITP
¥ T-NJH395 drug-nker

0.__NH, B T-MTvcPABCATP
Y 4 T-MTvcPABC-IMDQ

HN
\L ¥ Trastuzumab

% (s ] (4]
H H H
oyt T e sty | uman sty
H /
2 O (o] o
N o
o

Pyrrolopyrimidine

MTVCPABC.- Imidazoquinoline

Y N Y":'
. - . e, N
Making a Meaningful Difference : G5 ,:A P



o

In a Murine CDX Model, Comparable Activity was Observed from ymesrorks
Imidazoquinoline and Pyrrolopyrimidine Isacs
mSpleno + NCIN87 gastric carcinoma NCI-N87 gastric carcinoma
2 2 an HER2-high
Pyrrolopyrimidine . BALB/c nude
(benchmark) ;Q,\ 2000+ 400-
\/\/\NH N,» A
NJir*) -, =2
H!N)I\N/ / Z o 1500 / v 300
N . E
NJH395 drug-linker odj E & [ ] ‘E’
o 7 E
£ 1000 / | | 3 200
< [ % i
Imidazoquinoline - f e g
NH, NH, 500 / Ve " 100+
N N\)_/—/ N N\)_/_/ ¥ | #
\z N MTvcPABC gN MTvcPABC ‘&;{i’ / % %
k©\/\NH \ S K©\/\NH 01 1'n i uln 1o'uo m;m* 1mlnno y X y y
0 10 20 30 40
FADC] (pM) Days post dose
MTvcPABC-IMDQ MTvcPABC-ITP 3 mg/kg
¥ T-NJH395 drug-nker - T-MTvcPABC-IMDQ
0. _NHy B T-MTvcPABCATP ¥ T-NJH395 drug-linker
I 4 T-MTvcPABC-IMDQ -# T-MTvcPABC-ITP
\L ¥ Trastuzumab -* Vehicle
H 1 9w o
BN S PV S oA T resy | umanacty
W L
N o Pyrrolopyrimidine
o
— Imidazoquinoline

mSpleno = murine splenocytes

Making a Meaningful Difference



o

Purine Isacs Showed Consistent and Robust Responses Across In Vitro Assays.,meoor«c

with Human and Murine Primary Cells

Pyrrolopyrimidine
—0,
(benchmark) 2000
NNSNH N’»
NI SN «,N
H;N)\N/ % Z o 1500 —
N -
NJH395 drug-linker odj E
gwoo-
3
Imidazoquinoline B
NH, NH, 500
b N\>_/_/ NS N\>_/_/
\~ N MTvcPABC Z~N MTvcPABC
\ \ \ 0
NH S NH
MTvcPABC-IMDQ MTvcPABC-ITP
. o)
Purine */:2
NH, N
)NL N N\>_°H (‘NS ¢
/\o N/ N
oSt
=0
ME2-P1

mSpleno wrine spienocytes
hPBMCs = human blood peripheral mononuclear cells

Making a Meaningful Difference

mSpleno + NCHN87 gastric carcinom hPBMC + NCIN87 gaslric carinoma

a
Strong IL-6 response

from purines
20000 =
P
A i
£ /- v 15000 Py
/1 _ c .
/ [T E " Yo
/ / / u 2 10000 - 'l
/ f ® |
,‘ | ® = / /'—'_
/ /] g ? ' v
/ /o _ 5000
v/ fow St f E
. % /
3 L ]
10 100 1000 10000 100000 1 10 100 1000 1000D 100000
[ADC] (pM) [ADC] (pM)
4 T-ME2-P1 + T-ME2-P1

¥ T-NJH355 drug-Iinker
B T-MTvcPABC-ITP

<+ T-MTvcPABC-IMDQ
¥ Trastuzumab

T ety | Humanacty

¥ T-NJH395 drug-nker
4 T-MTvcPABC-IMDQ
& T-MTvcPABCATP
% Trastuzumab

Pyrrolopyrimidine
Imidazoquinoline 7
Purine




Zymeworks has Evaluated Two Scaffold Classes as ISAC Payloads zyr;';';v”opks

Imidazothienopyridine Purine
NH, NH,
N7 N N~ N
| \>_/J )I\)I P—oH NH
XN 2 (\
5}@ o
o
\
« Dual TLR7/8-agonist » Pure TLR7 agonist
« Structural analog to the imidazoquinoline « Broadly explored as small molecule agonist

« Trastuzumab was used as a model system to compare our drug-linkers to clinical benchmarks

i ingful Di M R 4T
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A Purine Drug-linker Platform was Selected for Further Development

Scaffold validation

-

N

NH, oﬁ
/\O)NI\)NI :\>_°" QX

o
\

ME2-P1

~

)

1. ldentify scaffolds with strong species cross-reactivity

Making a Meaningful Difference

Substituent evaluation

oo

zymeworks

-

-

N
|)I\ OH HN
s P e

NH,
R=
N™

L\;JR HO' Q

w
HN

A=-H,-OMe, F A~

Screen substituents to identify optimal payload

\

J

2. Optimize the substituent portion for use as a bioconjugate

manuscript in preparation

oy 4 L




Small Molecules were Screened and Selected for ISAC Conjugation Based on
Potency and Structural Diversity

-
Reporter gene assay

HEK Blue
RGA Cel
\

Colorimetric

reaction

Increasing potency, murine

.

mTLR? pECS0

12—

-
o
1

o
1

RGA of 220 novel purines

Primary cell assay of 136 hits

. - .
.o - . * * .
- L
. * * * :o . .
. t, . o § e . K] Y
e . . -
. .O.Q".., , . lg. t.’ '.‘: E‘,‘: ¢
o..' "e o \0{. e ll 3 .\“0.'.
%, “‘-~ . 6 « Lm0
\d e “Ceta 28 = E ap® * @ °
. Ly % . Y .
. R 71 A ."i "
. "l‘...oo .,
. o.\ao... . .
-~
o; . ’.: .. . 4
1 1 1 1 1 1 T 1
4 6 3 10 12 4 6 1 10
hTLR7 pEC50 hilL-6 pEC50

Increasing potency, human

« 220 novel small molecule purines were synthesized
« Hit compounds (pEC50 > 7 in both assays) were evaluated against human and murine primary immune cells
» Drug-linkers were generated from the 40 most promising compounds

Making a Meaningful Difference
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Primary cell assay

A ﬂ > ATH



Novel Purine Drug-linkers Generate Trastuzumab-isacs with Favorable ,,,.:,';';V"opks
Biophysical Characteristics f \

point
)\)I H—oH NH )\)I H—oH NH
N - N S oo o
X i- - F
== 70 mM NaOAc NH2 NH2 .
pH45 /k,E NS X
)\ H—oH NH A~ )I\N' N)—on (jNH
- - - N N
« Purine drug-linkers were conjugated to trastuzumab to - P4 :Q\’
achieve an average drug-to-antibody ratio (DAR) of 4
HPLC-HIC NH, NH,
60— DAR4 Trastwzumab (T) )I \>—OH OH Nl A N‘)—OH
1 NJH395 drug inker e A e e N
. DAR4 .mw:’_‘n:g: o NH 0" N nJ\pNHz
% — T-MCVCcPABC-MMAE kel ~0 Pe -0
20 Biiahiinnitd TATVPABC P4
T MIvkPABC P5 o
I MIviPABC PS
0] THMCvcPADC-MNAE R E/\?
2 4 6 8 ) 10 12 14 0!5 1’0 1?5 !_ID lIS O o o
Time (min) Miivcreluiinn)ine ME2- R= N,  D—nH,
TARMDAL R © o
« The resulting ISACs demonstrated low aggregation and N, NJ‘:E“ 0\/\0/\/0\/\35
acceptable hydrophobicity ;ﬁro\/@r 1(\" 1(\/ ) -
& MTvcPABC and MTviPABC Lys Cij

e AP g
Making a Meaningful Difference -9 :‘% w8
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Purine Isacs Drive Potent Inmune Response in both Mouse and Human ,y,.:';';v‘;pks

Coculture Systems

mSpleno + NCHN 87 gastric carcinoma hPBMC + NCHNE/ gasinc caranoma

+ lastuzumab (1)
- T-NII395 drug:-linker
|-MIwPABRCPL

15000

Coculture assay

i 1500 - ’ / i § O I-ME2PL

v £ 10000~ -C- T-MTwPARCP2
3 1000 / ht A 1-MIvePABC 3
E 7 =

2 T-MTwcPABCP4
- T MTvkPABC PS
== FMIvcPABCPE

) - 1
P 10° 104 10* 100
BSAC] (pM)

« Human PBMCs or murine splenocytes were cocultured with N87 tumor cells in the presence of indicated ISACs.
« ISACs capable of inducing high levels of IL-6 from cocultures of tumor cells and primary immune cells were
selected for in vivo studies

mSpleno = murine splenocytes
hPBMCs = human blood peripheral mononuclear cells

i ingful Di M A 4T
Making a Meaningful Difference -9 m ]
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Novel Purine Isacs Show Similar In Vivo Efficacy to T-NJH395 Benchmark ,y,.:';';v‘:,pks

-

In vivo cell-derived
xenograft (CDX)

Engraft tumor

Administer
ISAC at 2.5
mg/kg

\

Making a Meaningful Difference

Tumor Volume (mm®)

A)

B ) T NJIH295 drug Inker
== Vehicle 300
- Trastuzumab (T) Fad ¥
=¥~ T-NJH205 drug-linker g 200 b4
T-MTvcPABC-P1 t
+ TME2-P1 2
O~ T-MTvcPABC-P2 S
& T-MTvcPABG-P3 § 1
“7~ T-MTvcPABC-P4 2

- T-MTvkPABC-PS
-0~ T-MTvcPABC-P6

\
2.5 mglkg

Days post dose

Antitumor activity of purine-based TLR7 agonists

conjugated to trastuzumab (DAR = 4) in an NCI-N87
tumor cell-line derived xenograft BALB/c nude model.




In Vivo Tumor Growth Rate Inhibition (TGRI) Correlates with In Vitro IL- ,y.;';';:’opks
6 Response

Tumor growth rate inhibition is correlated with
mliL-6 induction from coculture assay

. . . miL-6 vs TGRI
« Correlations between in vivo TGRI and

several in vitro metrics were investigated to - [
improve our ability to select the most o4 m)
romising drug-linkers during the screenin =
P g 9 9 9 s ¥ ENJH395 drug-linker
process o | = 200 [ ®ME2-P1
_ o 2lz A EMIvcPABC-P3
 In vivo tumor growth rate inhibition (TGRI) z e v V' TMIVCPABC-PA
was calculated according to the following =l 8 LV oo B pe
>
formula: = | £ 1004 . ® other
o oo
TGRI = [1 - tumor growth rate ki.neti.c of treated group ] x 100 g @
tumor growth rate kinetic of control group £
0 T T T 1
9.0 9.5 10.0 10.5 11.0

tn vitro miL-6 pEC, ISAC

»

Increasing in vitro potency

TR ST St
Making a Meaningful Difference - é:% ﬁﬁ
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Novel Purine Isacs Show Superior In Vivo Tolerability to T-NJH395

Benchmark

% Body Weight Change
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single intravenous administration of 3, 15, or 45 mg/kg of the respective ISACs.




Head-to-head Comparison Highlights Therapeutic Benefit of Purine Drug-

linkers

1000+
=* \ehicle

- Trastuzumab (T)
=% T-NJH395 drug-linker
T-MTvcPABC-P1

28004 F T-ME2-P1

-0~ T-MTvcPABC-P2
~&~ T-MTvcPABC-P3

7~ T-MTvcPABC-P4
- T-MTvkPABC-PS
=0 T-MTvcPABC-P6

Tumor Volume (mm?)

Efficacy

o

zymeworks

Tolerability

Tumer Veluma {mm’}

T-NJH395

10+

=
)

oS
S
9]
B}
% Body Walght Change
g

Tolerated at

T-NJH395 drug-linker
(benchmark)

3 mg/kg
s om0 15w
Days post dose
- 3mg/kg
-+ 15mg/kg

2.5 mg/kg

Tumer Voluma {mm?)

T-P5

% Body Walght Change

T-MTvkPABC-P5

Days post dose: -+ 3mglkg
-4 15mg/kg
- 45mg/kg

« T-MTVvkPABC-P5 exhibits superior tolerability while maintaining the efficacy of T-NJH395 drug-linker
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Purine-based Isacs have Demonstrated Compelling Preclinical Activity ol
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Cross-species Activity

Purine-based ISACs showed strong
activity on both murine and human
immune cells in vitro.

This cross-species conservation of activity
negates the use of surrogate molecules for
in vivo studies, providing greater

translational relevance than other platforms

Efficacy

In vivo efficacy studies in an N87 xenograft
model indicate activity comparable or
superior to the clinically evaluated
NJH395 drug-linker

zymeworks
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Tolerability

Tolerability studies in BALB/c mice suggest
trastuzumab conjugated with our lead
drug-linker has significant tolerability
advantage compared to trastuzumab
conjugated to the benchmark NJH395
drug-linker

Zymeworks is open to partnerships to accelerate the development of this technology
Contact Lucas Donigian, Executive Director, Business Development at lucas.donigian@zymeworks.com
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