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Full length chromatograms HIC-HPLC
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0.0 20 40 6.0 8.0 10.0 12.0 14.0 16.0 18.0 20.0 220 24.0 26.0 27.01
No Peak time retention time Drug load Relative area % Weighted peak area
1 DAR=0 6.09 0 8.28 0
2 DAR=1 8.55 1 34.01 34.01
3 DAR =2 10.95 2 51.03 102.06
4 DAR =3 13.35 3 6.68 20.04
Average DAR 1.6

Figure S1. Full length results of unpurified trastuzumab-AJICAP™-MMAE (4)
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0.0 20 4.0 6.0 8.0 10.0 12.0 14.0 16.0 18.0 20.0 220 240 26.0 27.0
No Peak time retention time Drug load Relative area % Weighted peak area
1 DAR=0 6.08 0 100 0
Average DAR 0.0

Figure S2. Full length results of unpurified trastuzumab-AJICAP™-MMAE (DAR = 0)
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0.0 2.0 4.0 6.0 8.0 10.0 12.0 14.0 16.0 18.0 20.0 22.0 24.0 26.0 27.0
No Peak time retention time Drug load Relative area % Weighted peak area
1 DAR=1 8.48 1 100 1
Average DAR 1.0

Figure S3. Full length results of unpurified trastuzumab-AJICAP™-MMAE (DAR =1)
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0.0 2.0 4.0 6.0 8.0 10.0 12.0 14.0 16.0 18.0 20.0 22.0 24.0 26.0 27.0]
No Peak time retention time Drug load Relative area % Weighted peak area
1 DAR=2 10.86 2 100 2
Average DAR 2.0

Figure S4. Full length results of unpurified trastuzumab-AJICAP™-MMAE (DAR =2)



DAR calculation results from Q-TOF MS
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Figure S5 Deconvoluted spectra of unpurified trastuzumab-AJICAP™-MMAE (4)
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Figure S6 Deconvoluted spectra of trastuzumab-AJICAP™-MMAE (DAR = 0)
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Figure S7 Deconvoluted spectra of trastuzumab-AJICAP™-MMAE (DAR =1)
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Figure S8 Deconvoluted spectra of trastuzumab-AJICAP™-MMAE (DAR =2)



Full length chromatograms RP-HPLC
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5.0 min
1.5 40 6.0 8.0 100 120 140 16.0 180 200 220 240
Time [min]
No Peak time retention time Drug load Relative area % Weighted peak area
1 LCO 7.32 0 100 0
2 HCO 11.52 0 28.24 0
3 HC1 13.81 1 70.1 70.1
4 HC 2 16.64 2 2.66 5.32
DAR 1.5

Figure S9 Full length results of unpurified trastuzumab-AJICAP™-MMAE (4); LC 0: light chain, HC 0:
heavy chain, HC 1: heavy chain conjugated with one MMAE, HC 2: heavy chain conjugated with two

MMAEs
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Time [min]
No Peak time retention time Drug load Relative area % Weighted peak area
1 LCO 7.57 0 100 0
2 HCO 11.41 0 100 0
DAR 0.0

Figure S10 Full length results of trastuzumab-AJICAP™-MMAE (DAR = 0), LC 0: light chain, HC 0:
heavy chain
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1.5 4.0 6.0 80 100 120 140 16.0 180 200 220 240
Time [min]
No Peak time retention time Drug load Relative area % Weighted peak area
1 LCO 7.55 0 100 0
2 HCO 10.93 0 51.14 0
3 HC1 13.77 1 48.86 48.86
DAR 0.98

Figure S11 Full length results of trastuzumab-AJICAP™-MMAE (DAR = 1) LC 0: light chain, HC 0: heavy
chain, HC 1: heavy chain conjugated with one MMAE
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1.5 4.0 6.0 80 100 120 140 16.0 18,0 200 220 240
Time [min]
No Peak time retention time Drug load Relative area % Weighted peak area

1 LCO 7.76 0 100 0

2 HCO 11.71 0 6.79 0

3 HC1 13.75 1 93.21 93.21

DAR 1.9

Figure S12 Full length results of trastuzumab-AJICAP™-MMAE (DAR = 2); LC 0: light chain, HC 0:

heavy chain, HC 1: heavy chain conjugated with one MMAE

S—-11




Full length chromatograms SEC-HPLC

[ ALV | .?__:-
] o
1200 ‘;
_ B
1000 - g
] M
— 800 |
5+ |
E |
§ 600 | |
a ] | {
& i i |
= 400 S
i - '.
4 b | II
200+ = [\
I. I| !
Cl— | :-—I—_JI_.-'lI \-__ e S —
-EDD:I T T T T T T T T 1
0.01 1.25 2.50 3.75 5.00 6.25 7.50 8.75 10,00 11.00
Time [min]
No Peak time retention time Relative area %
1 HWE 4.22 1.79
2 Monomer 4.82 98.2
No Peak time retention time Relative area %
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Figure S13. Full length results of trastuzumab-AJICAP™-MMAE (DAR = 1)
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Figure S14. Full length results of trastuzumab-AJICAP™-MMAE (DAR = 2)
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