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sites
Engineered Iy
reactive

cysteine residues

Tunable reactivity and stability

Rapid and convenient

High homogeneity

Tunable reactivity and stability

Heterogeneous with random DAR (0-8)

Reduced ADC binding affinity

Poor therapeutic index

The structure of antibody was broken

A relatively homogeneous
product

Off-target toxicity as premature release
of payloads

Genetic engineering required

Typically limited to DAR 2

Intrachain mis-bridging

No influence on spatial
structure of antibody

Typically limited to DAR 4

National amino acid sequence
and glycosylation

High homogeneity
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Site-specific
conjugation
Unnatural - Yf
amino \ﬁ’%f‘\ﬁ,tﬁh ?\ﬁ,
acids

Tunable reactivity and stability

Genetic engineering required

Low antibody expression yields

Immunogenicity caused by unnatural
amino acids sequence

High efficiency of conjugation

High homogeneity

Enzyme-assisted

High homogeneity

Aggregation as the hydrophobicity
of unnatural amino acids

Genetic engineering required for installation
of recognition sequence

Immunogenicity caused by extraneous
amino acids sequence

High homogeneity

ligation
Glycan —.
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glycoconjugation

No alteration of amino acid

sequence

Glycosylation profile is important in immune
recognition
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L1t¥ Glyco-therapy Biotechnology Co., Ltd. X DHEERIFICED . AGLInk® D& 7% DAR2 & 4 DDHMLICKFEMNESTE
5%y FOBRICHEIILTWVWETY, Glyco-therapy #®D YTConju™&EE& 7Ty M7+ —LICEDWeF v M. FE (MMAE). &
JISMEEREE (Tz/DBCO). BHIANIL ( EAFY ) RE, IEFIEBRRTO—RONENRESERETEET, EEEMONEH
ICE TR PE DR EMFNERZE/U TILOICHRFIINTVIHBEEBRDET,
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ADC-POO5 | AGLink® ADC Conjugation Kit (MMAE, DAR2&4, Tmg) MMAE-ADC for Antibody screening
MMAE ’

) . . . preparation, and performance studies
ADC-P009 | AGLink® ADC Conjugation Kit (MMAE, DAR2&4, 5mg)

ADC-P0O07  AGLink® ADC Conjugation Kit (DBCO, DAR2&4, Tmg)
DBCO Click Chemistry with Azide-MOI
ADC-POTl | AGLink® ADC Conjugation Kit (DBCO, DAR2&4, 5mg)

ADC-P0O06  AGLink® ADC Conjugation Kit (Tetrazine, DAR2&%, Tmg)
Tetrazine Click Chemistry with TCO-MOI

ADC-PO10 | AGLiInk® ADC Conjugation Kit (Tetrazine, DAR2&4, 5mq)
ADC-P0O08 | AGLink® ADC Conjugation Kit (Biotin, DAR2&4, TmQ) Site-Specific Biotin labeled for
detection antibody development

Biotin
ADC-P012 | AGLink® ADC Conjugation Kit (Biotin, DAR2&4, 5mg)
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AGLink® ADC Conjugation Kit (MMAE, DAR2&4, 5mg*, ADC-P009) Zffle LE T,
*5mg DRSS, 51 mg TRITTEHT,

BoxA BoxB

: : Storage f : Storage
Name Details Quantity temperature Name Details Quantity temperature
50° L 25 mM Tris-HClI, °
Enzyme A GT 1x120pL 20°C Binding buffer 100 mM NaCl, pH 7.5 15ml 4°C
Enzyme B FT 1x120 pL 20°C Elution buffer 0.1 M Glycine, pH 2.7 2mLx2 4°C
. Neutralization 1M Tris-HCI, pH 8.0 ImL 4C
Enzyme C Endoglycosidase 1x40 pL -20°C buffer
Tris-HCl 250mM Tris-HCl 1.5mL 4°C
Cofactor A MnCI2 (0.1 M) 1x50 pL -20°C buffer (pH7.5)
10xPBS 10xPBS eml 4°C
Cofactor B MgCI2 (0.5 M) 1x50 pL -20°C . X .
Desalting Desalting Spin column, 2 pieces 4°C
>OxRencti Spin column 2mL, 40K
xReaction ; o
buffer 20~Reaction buffer X100 pL -20°C Ultrafiltration Ultrafiltration concentrator .
concentrator | (include 2 collection tubes), 2 pieces 4°C-25°C
Substrate A UDP-Gal (0.1 M) 1x120 pL -20°C 0.5mL, 50 K
. . Pierce™ spin column
Pierce™ spin . i o
Substrate B CDP-Fuc-ve-PAB- 1120 pL -20°C eolumn (containing 100 pL 5 pieces 4c

MMAE (50 mM) protein A resin)
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AGLink® ADC Conjugation Kit (MMAE, DAR2&4, 1mg)
(Cat.No.ADC-P005)

v b DFESE

AGLink® ADC Conjugation Kit (MMAE, DAR2&4, 5mg)
(Cat.No.ADC-P009)
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Trastuzumab-MMAE (DAR4)
DAR2

Trastuzumab-MMAE(DAR2)

0 2 4 6 8 10 12 14 16 18 min

HIC-HPLC analysis of MMAE ADCs (DAR 4 & DAR 2). A shift in retention time was
observed for higher DAR ADCs result associated with to the hydrophobic
payload (MMAE). After conjugation using AGLink" ADC kit, it can be observed that
the resulting ADCs are highly homogenous for both DAR2 and DAR4 conjugation
mechanisms.
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ELISA analysis was performed to test the antigen-binding capacity of both DAR2
and DAR4 ADCs. HER2 antigen binding to Trastuzumab-MMAE (DAR2/4) was
unaffected after the AGLink® conjugation, preserving antibody bioactivity.
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Aggregation
Trastuzgrﬂab-MMAE(DAR‘i)

Aggregation
Trastuzumab-MMAE(DAR2)

Trastuzumab

0 2 4 6 8 10 12 min

SEC-HPLC was performed to evaluate ADC aggregation. No observable peaks
were seen in the resulting chromatogram, with less than 5% of antibody
aggregation.
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MMAE ADCs (DAR2/4) were spiked into human plasma and tested over 8 days and
evaluated through LC-MS. Both types of ADCs were stable in vitro throughout
the experiment.
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MMAE ADCs (DAR 2/4) were evaluated on its cytotoxicity to HER2 positive and
negative cell lines. The ADCs developed in this study were proven to induce cell
death in HER2 positive cell lines, while preserving cell viability in HER2 negative
cells.
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AGLink® ADC Conjugation Kit (DBCO, DAR2&4, 1mg)
(Cat.No.ADC-P007)

AGLink® ADC Conjugation Kit (DBCO, DAR2&4, 5mg)
(Cat.No.ADC-P011)

AGLink® ADC Conjugation Kit (Tetrazine, DAR2&4, 1mg)
(Cat.No.ADC-P006)

AGLink® ADC Conjugation Kit (Tetrazine, DAR2&4, 5mg)
(Cat.No.ADC-P010)
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AGLink® ADC Conjugation Kit (Biotin, DAR2&4, 1mg)
(Cat.No.ADC-P008)

AGLink® ADC Conjugation Kit (Biotin, DAR2&4, 5mg)
(Cat.No.ADC-P012)
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