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Antibody-Drug Conjugates (ADCs)

Design
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Antibody-Drug Conjugates (ADCs)
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Rationale for Antibody-Drug Conjugates (ADCs)

« Some small molecule drugs have high systemic toxicity, e.g.
chemotherapy drugs used for cancer treatment

« Antibodies can target particular cells (e.g. antigen positive
tumor cells) quite selectively

« Covalently linking antibodies to small molecule drugs can
target the drug and reduce systemic toxicity

* Drug-to-Antibody Ratio (DAR) is one of the key attributes to
be characterized

MADs. 2009 May-Jun; 1(3): 247-253.
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Heterogeneities in ADCs from Conjugation
Dependent on conjugation chemistry

Lysine conjugation Interchain disulfide conjugation  Site-directed conjugation

Av RAR=3-8 Typ DAR=2
6
8
a 1 2 3 4 5 B 7 82 0 o1 2 2 4 5 & 7 8 9 uj;gl+lslgljlﬂlg
# drug / Ab molecule # drug / Ab molecule # drug ! Ab molecule
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Heterogeneity in ADCs
Complexity

T-DM1 (Genentech)
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Agilent Technologies

ADC

Heterogeneity in ADC
- More complex than mAbs alone

- Dependent on linker & payload
stability (hydrolysis, degradation,
etc.)

- Dependent on the conjugation
chemistry
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Conjugation Adds Heterogeneity
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Key Quality Attributes & Methods for ADC

Identity Intact Mass, Peptide Mapping, mAb + ADC
Sequence

Size heterogeneity (aggregates) SDS-PAGE, SEC, MALS, MS mAb + ADC
Charge heterogeneity IEF, CEX mAb + ADC
PTMs LC/MS/MS mAb + ADC

Drug load (DAR) UV, HIC, HPLC, MS ADC

Drug load distribution HIC, MS ADC

Residual drug ELISA, HPLC ADC

Potency (for drug) Cytotoxicity ADC
Potency (for mAb) Antigen binding ELISA mAb + ADC
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Agilent DAR Characterization Workflow

DAR

> — . —> R r
. Calculation eport
ADC Sample Prep DAR
° i —_ ) —_
—> Reducton ~ — LC/MS Calculation Report
\’  Deglycosylation
ADC L
ADC purification DAR
—> —> —>
o serum — LC/MS Calculation Report
ADC Sample Prep
—> < Digestion —> LC/MS/IMS —> Paylo_ad —> Report
Mapping

* Clean up
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Conjugation Adds Heterogeneity
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Introd

NG

ucing the MassHunter ADC DAR Calculator

Automatic calculation of DAR value

Intuitive peak integration
Built-in support for intact and reduced ADCs

Easy analysis of different types of ADC molecules (Lys-
linked, Cys-linked and site-specific ADCSs)

Flexible control to define peaks of interest
Dedicated ADC DAR report in PDF and MS Word

For Research Use Only. Not for
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Intact ADC DAR Calculation

Lys-Linked
(A1)

Open  Close

Cys-Linked
- - el

3
E1l Apply

Met}

File

File Browser

Intact-001° - 3.6

=3

x10
18

1.85
1.8

Reduce-40%B-002 -3.7

DAR Peak List X
Y D = 13

=
DAR Peak =

% Ares v 12
115

Start Mass (Da) | End Mass (Da) | Area

147833 148758 9.33E+005 535

1 148922 149713 1.70E+006

2 149873 150657 296E+006 16.65

3 150845 151612 3.44E+006 19.36

Courts

4 151801 152581 3.45E+006 19.43
0.85

0.8

075

431 07

5 152744 153530 2.25E+006 1266

6 153709 154523 1.58E+006

7 154693 155474 7.66E+005
0865

08
055

05

8 155641 156458 6.85E+005

045

DAR peak list shows

all components and -
% area for each

species :

015
0.1
-0.05

Current user: SHEN,MARYANN [A-SantaClara,exl), Active project: Default

Agilent DAR Calculator

DAR Deconvoluted Spectrum

MM & N DAR 0: 148226Da | Drug/Linker: 958 Da
+ESI Scan (rt: 7.020-7.746 min, 45 scans) Frag=250.0V Intact-001.d Deconvoluted (Isotope Width=24.5)
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DAR Report i Agilent Technologies
DAR Calculation Results
ADC Information
Data File DAR 34
Processing Method  Intact Repart Time /3172015 02:44 PM
Property Theoretical {Da) Observed (Da)
DAR 0 Mass Mot Given 145172
DruglLinker Mass o57 057
Deconvoluted Spectrum
SIS Bean 762759 o, 7 scane) rapeT750 O g e o 14 Decechted sinps Wen=24
oy
e
e
e
cans
i
£ i
as
o s
o iz
1 : A&
" ez
B . \ | e
04 148173 7
o I Y i l \ _,J_ll_M
B .. i M (O - - N -
DAR Peak List
DAR Peak Mass D3} Area % Area
(0a)
0 Mot Given 145172 1.06E+005 088
1 Mot Given 148125 1.02E+006 855
2 Mot Given 147084 2304006 2004
3 Mot Given 148041 3.03E+006 2530
4 Mot Given 142008 27364006 28
5 Mot Given 140056 1.70E+006 1435
6 Mot Given 150911 7.14E4005 508
7 Mot Given 151368 245E4005 205
Page 1of 1 T -
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Agilent DAR Characterization Workflow

> LC/MS — DAR —> Report
Calculation
ADC Sample Prep DAR
> o i — —> ) —
RECUEIE > LCIMS Calculation Report
\’  Deglycosylation
ADC L
5 ADC purification | s DAR s
o serum > LC/MS Calculation Report
ADC Sample Prep
>+ Digestion ~+> LC/MS/MS —> I\F/’Iaylo.ad —> Report
* Clean up apping
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AssayMAP Technology Components

— | — Microchromatography

Peptide Cleanup: Using AssayMAP % Agilent Technologies H
" - i Cartridges
A | - . . . . .
................. - o L — Quantitative binding & elution

S o . L
- F b | Protein purification
i *  PA-W (protein A)
T e «  PG-W (protein G)
o : = *  SA-W (streptavidin)
o 6 [z |

P : Reversed-phase cleanup:

* C18 (peptide)
*  RP-S (peptide)
* RP-W (denatured mAbs)

Simple User Interface \ natur
Peptide Fractionation:

Uses customer language - not

automation language * SCX

«  Affinity (protein) Purification * RP-S

« In-Solution Digestion - (C18

« Peptide Cleanup (desalting) Phosphopeptide enrichment:
* Protein Cleanup (desalting) « TIO,

*  Phosphopeptide Enrichment Positive Displacement Pipetting *  Fe(lll)-NTA

* IMAC Cartridge Customization Syringes interface directly with cartridges and

* Fractionation enable precise, controlled liquid flow through

* Sample Normalization cartridges with no air bubbles to disrupt binding

e Liquid handling utilities
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Workflow Library

Protein Sample Prep Workbench: WORKFLOW LIBRARY

" Agilent Technologies

General Workflows

Workflow Library

Affinity Purification Workflow,

Create custom affinity cartridges and use them to enrich for target molecules. Using

AssayMAP Brave and Cartridges. App Library

Peptide Sample PrepWorktlow,

Digest proteins, desalt, and optionally fractionate peptides. Using AssayMAP Bravo Utility Library
and Cartridges.

Rapid'Antibody Digestion Workilow.

Purify, denature, cleanup, and digest antibodies. Using AssayMAP Bravo.

Literature Library

SISCAPA SISCAPA® Workilow

Addition-only trypsin digest and immunocaputre of target peptides and internal
assay technologies standards. Using SISCAPA® antibodies and Bravo 96LT Head.

Post-Translational Modification Workflows

-
ée
M \ﬁl\ “h

s NZGlycantSamplelPrepWorkilow,
;;? Denature glycoproteins, then release, label and cleanup gylcans. Using AssayMAP
Bravo and ProZyme GlykoPrep-plus® Chemistry Kits.

PhosphopeptidelEnrichmentfWorkflow,

Digest proteins, desalt and enrich for phosphopeptides. Using AssayMAP Bravo and
Cartridges.

For Research Use Only. Not for
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Automated Workflow for Deglycosylation & Reduction
in DAR Characterization

Intact | Intact Reduced | Reduced
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Sample Preparation: Using AssayMAP for DAR Calculation

N

Deglycosylation Reduction




Deglycosylated ADC

DAR Deconvoluted Spectrum
Q MInN & DARO: 145171.2Da | Drug/Linker: 957 Da DAR: 3.0
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Reduced ADC DAR Calculation

5] Agilent DAR Calculator P o= %
File

E‘j @ B g; ;r::ra + DAR Peak List
t A A

Open  Close
~ ~ {11 Appiy

File Method ADC Type Select DAR Peaks

File Browser DAR Deconvoluted Spectrum

Intact-001¢ - 3.6 Q Min & Heavy Chain DAR 0: 50594Da | Light Chain DARO: 23439.4Da | Drug/Linker: 979.8 Da

Reduce-40%B-002 - 3.7 Heavy Chain Plot: +ESI Scan (rt: 6.342-6.688 min, 22 scans) Frag=250.0V Reduce-40%B-002.d Deconvoluted {Isotope Width=12.6)
x10%

Combined DAR: 3.7

48 -
: heavy chain
44
42

:

38
3.6 DAR O
34 (50584)
32
3
2.8
26

24 DAR 2
22 (52500.8)
-

DAR Peak List X 1.8
Y [[F Ek "

12 DAR 3
1 (63630.2)

DAR 1
(51852.2)
7

Counts

Heawy Chain Peak List DAR: 1.1

7
DAR Peak ~ StartMass(Da) End Mass (Da) Area % Area -~ 08 DAR 4
0.4 (54587.1)
0 50406.3 509901 1.39E+006 33.86 0z J l b
4 1 2 a A AR

1 51353.7 51963.2 1.30E+006 3182

2 523415 529216 979E+005 | 23.90 43400 49600 49800 50000 50200 50400 50600 50800 51000 51200 51400 51600 51800 52000 52200 52400 52600 52600 53000 53200 53400 53600 53800 54000 54200 54400 54600 54800 55000 55200 55400
. Decanvoluted hass (Da)
Light Chain Plot: +ES| Scan (rt: 6.342-6.688 min, 22 scans) Frag=250.0V Reduce-40%B-002.d Deconvoluted (Isotape Width=12.6)

3 533529 53817.6 3.50E+D05

4 543877 547063 77264004 188 X105
25 4

= light chain -

Light Chain Peak List DAR: 0.7 8
DAR Peak « StartMass(Da) End Mass (Da) Area % Area v 14
o 233771 23639.9 1.43E+006 54.66

Counts
tw

DAR 1
1 24358 245812 6.71E+005 2558 11 (24336 &

2 25265.4 25503.2 3.75E+005 1428 09

3 262844 264446 1.42E+005 5.48

DAR2
08 (25354 3)
~

DAR3
03 (26311.5)
v

D1D - l

22000 22200 22400 22600 22800 23000 23200 23400 23600 23800 24000 24200 24400 24800 24800 25000 25200 25400 25800 25800 26000 26200 26400 26600 26800 27000 27200

Deconvoluted bisss (Da)

Current user: SHEN,MARYANN (A-SantaClars,ex1), Active project: Default
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Deglycosylated and Reduced ADC Analysis
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DAR Report

e Agilent Technologies Light Chain Results

DAR Report

Deconvoluted Spectrum
DAR Calculation Results [
g
ADC Information 4
1
Data File Reduce-20-75%Bin1min-001 - Copy DAR 3.2 2
Processing Method Reduced Heavy Chain DAR 1.1
Report Time 8M10/2015 03:27 PM Light Chain DAR 05 ;‘,’j; Py
Property Theoretical {Da) ‘Observed (Da)
Heawy Chain DAR 0 Mass. Not Given 50584 1
Light Chain DAR 0 Mass. Mot Given 234303
Drug/Linker Mass Not Given 8788
Heavy Chain Results
Deconvoluted Spectrum
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o e e I0H
: 2
: i DAR Peak List
B
" 1 DAR Peak Theoretical Mass Observed Mass [Da) Area % Area
i7 (Da)
" 0 Mot Given 23430.3 1.61E+006 84.54
:': 1 Not Given 243069 5_31E+D05 2124
:f 2 Not Given 26354.3 3.01E+005 12.08
1 3 Not Given 283115 5.44E+004 218
i
o _
o [ |
o | |
o \
I
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Doeamobted Mrcz (04

DAR Peak List
DAR Peak Theoretical Mass ~ Observed Mass (Da} Area % Area
(Da)

0 Mot Given 50594.1 1.16E+008 .38

1 Not Given 51552.1 1.13E+008 3345
2 Mot Given 525005 8.20E+005 2417
3 Not Given 538208 2.86E+005 7.88

1 Not Given 54587 6 5.B0E+003 017
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Reproducibility of DAR Results with AssayMAP
Enabled Sample Preparation

Intact- Reduced- Reduced-
Intact deglyco glycosylated Deglycosylated
#1 3.6 3.9 o 3.8
#2 3.6 3.9 3.8 3.6
#3 3.6 3.9 3.8 3.8
#4 3.6 3.9 3.8 3.7
#5 3.6 3.9 3.7 3.8
#6 3.6 3.9 3.8 3.8
#7 3.6 3.8 3.7 3.8
#8 3.6 3.8 3.8 3.8
CV% 0 1.19 1.38 1.98
Mean 3.6 3.88 3.76 3.76
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ADC DAR Determination Workflow for Serum Samples

|
GiYR
SA- SA-\ © | = il
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. DAR
Sample Preparation m Calculation

For Research Use Only. Not for

=% Agilent Technologies use in diagnostic procedures.




Pure ADC Analysis and DAR Value

TIC Extracted Spectra Deconvoluted Spectra
a = _ || = DAR=35

: K | Ul bl
| \ LJ LN
o5 1 sz lecoumésvs.iﬁquisitinﬂéxf(min)é 55 6 65 7 . 2200 2400 2600 28‘00603:;2(3& hsét;g_mzﬁorg e?:“?zo) 3800 4000 4200 4400 wOREL SR e R R R, T T T M e e e e

Percentage of Each DAR Species (%)
Sample DAR
DAR O DAR 1 DAR 2 DAR 3 DAR 4 DAR 5 DAR 6 DAR 7

Directly Injected
3.50+0.02| 2.11+0.75 9.9+1.08 | 17.35+0.33 | 22.82+1.69 | 19.88+1.81 | 15.35+0.47 | 7.97+0.93 | 4.65+0.77

(n=4)
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Purified ADC from Serum and DAR Value

TIC Extracted Spectra Deconvoluted Spectra

: ] DAR=3.5
o il LH M
2 52 5 M J M N l L U&Mf b

05 1 15 2 25 3 35 4 45 5 55 6 65 7 0 A —— B T Qs S
Counts vs. Acquisition Time (min) 2200 2400 2600 2800 3000 3200 3400 3600 3800 4000 4200 4400 f—
Counts vs. Mass-to-Charge (m/z)

Percentage of Each DAR Species (%)
Sample DAR DAR O DAR 1 DAR 2 DAR 3 DAR 4 DAR 5 DAR 6 DAR 7
Affinity Purified 3.4940.02
20 pg/mL in Rat Serum T 2.4+0.68 | 9.45+1.05 | 17.32+0.25 | 23.32+1.45 | 20.17+1.63 | 14.97+0.59 | 7.58+0.69 | 4.8+0.88
(n=4)
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Reprodcibility of Affinity Purified T-DM1 at 6 Different
Loading Amounts
AF: Affinity purified

x10 8

227 AF-1000 ng; ~80ng on column.
2 .

18 AF-500 ng; ~40ng on column.

1.6

Lol AF-250 ng; ~20ng on column.

b AF-125 ng; ~10ng on column
14

% AF-62.5 ng; ~5ng on column

0.6

0.4 AF-31.25 ng; ~2.5ng on column.
| e s — —

05 1 15 2 25 3 35 4 45 5 55 6 65 7

For Research Use Only. Not for

use in diagnostic procedures.



AF-1000 ng; ~80ng on column.

Affinity Purified T-DM1 at 6 Different Loading Amounts

AF-125 ng; ~10ng on column
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P;Mm_ '
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AF-500 ng; 40ng on column.

AF-62.5 ng 5ng on column

AF-250 ng; ~20ng on column.
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Percentage of ADC for Each Drug Load
Analyzed at Different Concentrations

® Commercially Obtained
¢ Affinity Purified 20 mg/mL
o5 o Affinity Purified 10 mg/mL
[ o Affinity Purified 5 mg/mL
§ o Affinity Purified 2.5 mg/mL
20 } o Affinity Purified 1.25 mg/mL
O i".."" miky "9-"‘. 0O A5 mei/m
S g %, ! o Affinity Purified 0.625 mg/mL
< 15| $
3 :
o ¢
= 10|
| .
° ;
S : %
i ©
0 !

DO D1 D2 D3 D4 D5 D6 D7
Drug Loads

For Research Use Only. Not for

=% Agilent Technologies use in diagnostic procedures.




ADC Peptide Mapping Workflow Using AssayMAP
Bravo and LC/MS/MS

Sample Preparation LC/MS

For Research Use Only. Not for
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Identification of Conjugated Peptides
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i’ Agilent Technologies
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Using BioConfirm Qualitative Comparison to Compare
Sample and Reference One-to-One

il Agilent MassHunter Qualitative Comparison B.04.00 : enolase-Chip-final. d vs. enolasi

i Fle Edt Yisw Help

ERE = A AN 1Y 0 = e O

£} Compound Compare List x
BH R
Found ¥ AbundanceRa 7 AverageMa ¥ Awerage RT W Fold Change Dir ¥ RTDIf(D ¥ Dif (Tatpp W1 Sequence V| PredMods ¥ TotSeqMass ¥ Yol | OverallScore V] Sequence ¥ PedMok ¥ TotSeqMass W Vol © ¥ OverallScoe VA
RS 21 185,821 1497 Up Requisted 0152 243||  SPSBASTGYHEALE.| 1"Dsidationl.| 1655 3098 1090160 6.0 | SMPSGASTGVHEALEMR| 1"Dsidation(+15 18559098 24073320 5538 |
.5 T2 758 552 ] Tip Feguiated ] 01| | TAGIOVADDLTVINPK EEIEEE] BXE TAGIOVADDLTYTNPE 7545414 18523608 T2
R.S 76| 14157224 118 Up Fegulaled [RED o7 GNPTVEVELTTEK T4 7144 11233450 7187 GNFTVEVELTTER T4I5.7148 17893788 7232
R.5 57)  1meroes 7088 Up Fequiated 0133 257|| WLTGPOLADLYHSLMK | TDxdation 1607 9553 1766841 7 WLTGPOLADLYHSLME| T Oxdation(+15 887956 17186040 067
.5 EEEE BE] Tip Feauiated 02 07 AVDDFLISLDGTENE. 15777937 1a217a% 262 AVDDFLISLDGTANK. 15777907 16aaedz B0
R.S R 5283) DownReguated 0118 o4 13232408 TEI2613
R.S 0125 91 \ EE 525
R.S 0077 ao3| [ TSPl TE16 [ I ab | e
R.S 0% 058 GaN 7446 508
5 254
R.S 008 019 312 5055
R.S 0034 005
R.5 5 135015 1164 Up Fequisted a7 007 BADALLLK 13496 BB28317 B REDALLLK 81345 3341130 17
A5 T2 806 4309 3575 Up Fequiated 0086 aal TRAEALR B0 4267 B313948 a7 TRAEALR 806 4267 624550 Gl
5 871318 1631 \ I SIVPSGASTGVHEALEMR | 2 Oxidation+15. 18713047 37822 5118
A5 05| 2eaniy 5637|  Down Feguiated 0% i 2135837 EE17988
A5 75 2armn 1783 Up Fequiated 0136 046| | IEEELGDNAVFAGENFE 2327 0455 085887 7867| | [EEELGONAVFAGENFHH 2327 0455, E00RIIa 753
R.S 58] 17548189 3651 Up Fegulaled 0.001 22 DGKYDLDFRNPNSDK 7548112 6408 525 DGRYDLDFENPNSDK, 7548112 578553 2]
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Signature Elution Pattern and Fragment lons
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Sequence Coverage and Conjugation Sites Identification

Light Chain

DIOMTOSPSSLSASVGDRVTITCRASODVNTAVAWYOQOKPGKAPKLLIYSASFLYSGVPSRFSGS
RSGTDFTLTISSLOPEDFATYYCOOHYTTPPTFGOGTKVEIKRIVAAPSVFEIFPPSDEOLKSGTAS

VVCLLNNEYPREAKVQWKVDNALOSGNSQESVIEODSKDOTYSLOOTLTLOKADYEKHKVYACE
VIHOGLOSOPVIKSFNRGEC

Heavy Chain

LVOLVESCCCLYVOPCCOLRI SCAASGFNIKDTYIHWVRQAPGKGLEWVARIYPTNGYTRYADS
SKCRFTISADTSKNIAYLOMNSL RAEDTAVYYCQRWCCDGEYAMDYWCQCTIVIVISASTKC
LOVEPLAPSSKSTSGGTAALGCILMKDYEPERPVIVOWNSGALTSCGVHTEPAVI QOOGLYOLOOVY

TVPSSSLGTQTYICNVNHKP§NTKVDKKVEP SCDKTHTCPPCPAPELLGGPSVFLFPPKPKDTL

MISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNA TK PREEQYNSTYRVVSVLTVLHQDW
.N_Q.K_EY.KQKLE.NKALEAPIEKIIS.ISAKQQPREPQVYTLPPSREEMT NQVSLTCLVEGEYPODIAV,

EWESNGOPENNYKTTPPVI DSDGSEFL YSKLTYDKSRWOOGNVESCSVHEALHNHYTQKSL

SLSPG

K: Confirmed-drug conjugation site 29 (Light-9; Heavy 20)

K: Unconjugated site identified 10 (Light—4; Heavy 6)

Total 44 (Light-13; Heavy31)

-4 . . For Research Use Only. Not for
- Agilent Technologies use in diagnostic procedures.




Conjugated Peptides |dentification

Diff MS/MS
No. [Chain |[Seq Loc Sequence Modifications Mass (Bio,ppm) | Count
1 Light 25-45 ASQDVNTAVAWYQQKPGKAPK 1*Drug(+956.36444)A41 3242.5245 -4.82 1
2 Light 43-61 APKLLIYSASFLYSGVPSR 1*Drug(+956.36444)A44 3024.4894 -3.55 1
3 Light 104-108 VEIKR 1*Drug(+956.36444)A106 1599.7626 -2.24 3
4 Light 109-142 TVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPR 1*Drug(+956.36444); 1*Alkylation (iodoacetamide)(+57.021464)A125A133 4680.2396 -4.69 2
5 Light 143-149 EAKVQWK 1*Drug(+956.36444)A144 1843.8448 -3.31 1
6 Light 150-183 VDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSK 1*Drug(+956.36444)A168 4575.0418 -5.4 1
7 Light 184-190 ADYEKHK 1*Drug(+956.36444)A187 1845.7912 -1.44 2
8 |[Light [189-207 [HKVYACEVTHQGLSSPVTK 1*Alkylation (iodoacetamide)(+57.021464); 1*Drug(+956.36444)A193A189 | 3096.4260| -3.87 1
9 Light 191-211 VYACEVTHQGLSSPVTKSFNR 1*Alkylation (iodoacetamide)(+57.021464); 1*Drug(+956.36444)A193A206 3335.5169 -3.51 1
10 |Heavy [20-38 LSCAASGFNIKDTYIHWVR 1*Alkylation (iodoacetamide)(+57.021464); 1*Drug(+956.36444)B22B30 3193.4581 -3.59 1
11 |Heavy [39-50 QAPGKGLEWVAR 1*Drug(+956.36444)B43 2267.0663 -3.37 1
12 |Heavy [60-67 YADSVKGR 1*Drug(+956.36444)B65 1850.814 -3.43 2
13 |Heavy [99-136 WGGDGFYAMDYWGQGTLVTVSSASTKGPSVFPLAPSSK 1*Drug(+956.36444)B124 4907.1999 -2.29 1
14 |Heavy [125-136 GPSVFPLAPSSK 1*Drug(+956.36444)B136 2142.0028 -0.46 3
15 [Heavy [125-150 |GPSVFPLAPSSKSTSGGTAALGCLVK 1*Alkylation (iodoacetamide)(+57.021464); 1*Drug(+956.36444)B147B136 | 3444.6523| -3.41 1
DYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSWTVPSSSLGTQT
16 |Heavy [151-213  |YICNVNHKPSNTK 1*Alkylation (iodoacetamide)(+57.021464); 1*Drug(+956.36444)B203B208 7668.634 -4.9 6
17 |Heavy [214-217 VDKK 1*Drug(+956.36444)B216 1444.6554 -3.4 1
18 |Heavy [214-221 VDI KVEP 1*Drug(+956.36444)(B2160rB2170rB221) 1897.9142 -2.56 1
19 [Heavy [217-221 KVEPK 1*Drug(+956.36444)B217 1555.7243 -2.83 1
3*Alkylation (iodoacetamide)(+57.021464);
20 [Heavy |222-251 SCDKTHTCPPCPAPELLGGPSVFLFPPKPK 1*Drug(+956.36444)B232B229B223B225 4289.9795 -4.61 3
2*Alkylatio (iodoacetamide)(+57.021464);
21 |Heavy |226-251 THTCPPCPAPELLGGPSVFLFPPKPK 1*Drug(+956.36444)B232B229B249 3799.799 -4.19 2
2*Alkylation (iodoacetamide)(+57.021464);
22 |Heavy |226-258 THTCPPCPAPELLGGPSVFLFPPKPDTLMISR 1*Drug(+956.36444)B232B229(B2490rB251) 4616.2141 -3.68 2
23 |Heavy [259-291 TPEVTCVVWWDVSHEDPEVKFNWYVDGVEVHNAK 1*Alkylation (iodoacetamide)(+57.021464); 1*Drug(+956.36444)B264B291 4753.1541 -3.07 3
24 |Heavy |278-295 FNWYVDGVEVHNAKT PR 1*Drug(+956.36444)(B2910rB293) 3115.441 -4.72 1
25 [Heavy [292-295 TKPR 1*Drug(+956.36444)B293 1456.6701 -0.95 1
26 |Heavy |305-323 VWSVLTVLHQDWLNGKEYK 1*Drug(+956.36444)B314B320 3183.5605 -1.27 2
1*Alkylation (iodoacetamide)(+57.021464);
27 |Heavy |305-325 VWSVLTVLHQDWLNGKEYKC 1*Drug(+956.36444)B324(B3200rB3230rB325) 3471.6801 -2.89 3
28 |Heavy [321-325 [EYKCK 1*Alkylation (iodoacetamide)(+57.021464); 1*Drug(+956.36444)B324B323 | 1682.6981| -2.05 1
29 |Heavy [324-329  [CKVSNK 1*Alkylation (iodoacetamide)(+57.021464); 1*Drug(+956.36444)B324B325 | 1690.7356| -1.99 1
30 [Heavy |326-337 VSNKALPAPIEK 1*Drug(+956.36444)B329 2222.0921 -2.98 1
31 |[Heavy |330-341 ALPAPIEKTISK 1*Drug(+956.36444)B337 2223.111 -3.67 3
32 |Heavy |342-347 AKGQPR 1*Drug(+956.36444)B343 1611.7385 -1.53 1
1*Alkylation (iodoacetamide)(+57.021464);
33 |[Heavy |348-373 EPQVYTLPPSREEMT NQVSLTCLV 1*Drug(+956.36444)B370(B3630rB373) 4002.899 0.75 1
34 |Heavy |374-412 GFYPSDIAVEWESNGQPENNYKTTPPVLDSDGSFFLYSK 1*Drug(+956.36444)B395 5354.3867 -1.08 1
35 |Heavy |413-419 LTVDKSR 1*Drug(+956.36444)B417 1773.8267 -1.98 1
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Reproducibility of Peptide Mapping Workflow
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Summary

Determining ADC DAR is an important aspect of ADC
characterization

« Workflow can be enabled in various ways

 New DAR calculator makes obtaining DAR value easy and
straight forward

« Sample preparation can be streamlined and automated
using the AssayMAP Bravo platform for reproducibility and
scalability

« Localization of conjugation sites can be achieved by
digesting the protein and analyzing by LC/MS/MS
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To learn more about Agilent’s Biopharma Solutions, follow us on LinkedIn at
www.agilent.com/biopharmalinkedin
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