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20 Human FcRn — buffer-0
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Sample k, (x10°Ms) kg (x10%s) Rupaxy@®RU)  Kp(@M)

GLD52 7.0 1.7 67.0 2.44
WT 2C3 6.0 1.1 64.2 1.75
All4N 4.7 1.1 39.5 245
Y4365 5.9 1.0 66.9 1.73
S298N/Y300S 5.7 1.0 63.3 1.80
Y436T 4.3 0.9 65.7 1.95
S440N 3.8 1.1 66.8 1.84
S442N 5.7 1.1 66.2 1.85
NGT 1.9 1.1 70.2 1.35

Fig. 16
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Sample Kon (x108M-1s1)  Koff (x10%s1) KD (nM)

WT 2C3 5.2 1.1 2.1

Al114N 5.3 1.3 2.4

Fig. 17
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Sample lot # Of:g,:lt?c
Mock media 11/23/2009 too low
wt 2C3 11/23/2009 2.54
A114N 11/23/2009 2.83
S298N/Y300S 11/23/2009 1.36
S440N 11/23/2009 1.32
S442N 11/23/2009 1.21
Y436S 11/23/2009 1.92
Y436T 11/23/2009 0.34
NGT 11/23/2009 1.90
35 - —
CD52 peptide binding

— buffer-0

........... GLD52 _ 200nM

2C3 control — 2.00nM
............ WT 203 _ 200nM
................. A114N _ 200nM
+——— §298N/Y300S - 2.00nM
----- — S440N -2.00nM
—-—-— S442N - 2.00nM
-—-— Y436S - 2.00nM

.................
......

|
200

|
300
Time

|
400 600

Fig. 19
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Anti-TEM1
wt  A114N

- Hyperglycosylated heavy chain
- — Heavy chain

s — Light chain

Fig. 20
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Mass reconstruction of Deconvolution of +TOF MS: 26.217 to 37.001 min from Herceptin_001.wiff

Intensity, cps
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Mass reconstruction of Deconvolution of +TOF MS: 26.401 to 37.051 min from Herceptin_002.wiff
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Fig. 24
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Norm. DAD1 A, Sig=280,4 Ref=500,50 (AP111011\AP111011 2011-11-10 13-01-57\033-0501.D)

A. Anti FAP B11-AO-MMAE
DAR 1.5

7.57
5_
2.5
0_
-2.51 0 1 2
Lll 6 8 1b 1I2 min
Norm. DAD1 A, Sig=280,4 Ref=500,50 (AP111011\AP111011 2011-11-10 13-01-57\034-0601.D)
121
10 B. Anti FAP G11-AO-MMAE
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CHO=FAP Cell Proliferation

@ Thiol MMAE
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Fig. 32
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Lactose aminooxy for native glycans (SAM or GAM):

OH
CHOH CH,OH
0 N
HO HO O\/\/ O/NH2
OH OH
0
Exact Mass: 472.19
Molecular Weight: 472.44
0
0
OH bisM6P hexamannose aminooxy
HO” Q (SAM or GAM):
HO
HO— O
0

0 HO
P/
Y !

OH OH

Q
nARSS HO
HO HO
HO— O 0
0 OH

HO 0 0 0

" ® O\/\)LNHNHk “NH,
Fig. 40
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M6P recetor binding
700 sialyl rlgG conjugates
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Samples MW (kDa) # Glycan
Control 14542 + 0.24 0.00
MG6P conjugate 147.95 + 0.09 1.92
Lactose conjugate 146.35 + 0.36 1.96

Fig. 46




M6P quantitation:

Lectin blot:

SDS-PAGE:
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SDS-PAGE:
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|

Glycan quantitation:
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I MWD1 B, Sig=280.8 Ref=560.40 (JUK 101012\JJK Antibody 101012 2012-10-10 09-00-10\000-0001.D)
mAU
80
60 -
40

20 -

0 5 10 15 20 25 30 min
Major peak retention time: 18.250 min
% maijor antibody peak: 96%

Lactose maleimide conjugate:
CIMWD1 B, Sig=280.8 Ref=560.40 (JJK 101012\JJK Antibody 101012 2012-10-10 09-00-101004-0401.D)
mAU:
80
60
40 -

20 -

0 5 10 15 20 25 30 min
Major peak retention time: 17.751 min
% major antibody peak: 99%

Fig. 50
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Control;

CIMWD1 A, Sig=280.6 Ref=560.40 (JJK Antibody 0327 13\JJK Antibody 0327 13 2013-03-27 11-40-25\002-0201.D)

mAU] AIDE: 1009.19
50_; 87%
40-
30-
20-
104 A/DE: 283.353
O_""|""|"|"|""|""|""|""
0 5 10 15 20 25 30 min
M6P conjugate:
I:_I MWD1 A, Sig=280.6 Ref=550.40 (JJK Antibody 0327 13\JJK Antibody 0327 13 2013-03-27 11-40-25\003-0301.D)
mAU3 A/DE: 1834.83
] ﬂ 85%
40
30
20 -
10_: /'/TJ
ol A
L L L I T T T
0 5 10 15 20 25 30 min

Fig. 51



mol/mol sialic acid released
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Sialidase titration

—@— mol/mol sialic acid released
—a— mol/mol sialic acid released

0e | | | |
0 2000 4000 6000 8000
Sialidase, mU/mg
mol per mol
sialic acid
NNAS 240
Sialylated NNAS 3.7%0.2
Desialylated and 0+0
galactosylated NNAS

Fig. 52
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ECL lectin blot:

4 - 12% NuPAGE:

Red.

Red.

Non-red

Fig. 56
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mol galactose per | mol glycopeptide per
mol AB mol Ab
NNAS 14+0 0
NNAS
desialylated/galactosylated r14+03 0
NNAS conjugate 94+0 3.1

Fig. 57

MALDI-TOF:
100 -

28 i Sialylated lactose maleimide
701 d
60
50
40 1
30 1
20 1
10 -
0 b

Mass (m/z)

Dionex HPLC:

500

Sialylated lactose maleimide

200- /

b

-50 LIS I L N L N Y N Y Y L L N I L B O
00 50 100 150 200 250 300 350 400 450 500

Fig. 58




62/84

A B
4-12% NuPAGE: Sialic acid analysis:
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Non-red. Red.

Fig. 59
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Sialic acid analysis:

4-12% NuPAGE:

I I I |
(o) (o) < N o

ueaA|b pajejhjels jow/jow

Red.

Non-red.

Fig. 62
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4 - 12% NuPAGE: ECL lectin blot:

o

- e
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=
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’§® ) S @
& §&E NS
(’q}@ c)d;@ (’q,@
Non-red. Red. Red.

Fig. 63
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Reducing Non-reducing
NNAS ASF NNAS
- -
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3 b -
3PEG—> . -
2PEG—> -- - -
1PEG—> - "
-
OPEG—> @ ™ » -
-

o AL K X X

-

-

. >
Frespoe FO°I9
& &

Galactose oxidase, ug/mg

Fig. 64
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GAOQO Titration
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Reducing Non-reducing
NNAS ASF NNAS  ASF
— el
-.-.Ii
3PEG_y = X -
2PEG— . - -
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0PEG— ™ @

E 3
L3
- N @ —
W\
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S S
5KD  2KD 5KD. 5KD 2KD 5KD.

PEG molar excess over protein

Fig. 66
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PEG Titration
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PEG, molar excess
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Fig. 69
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Mol per mol, Mean + SD
Wild-type 01+0
A114N 0.5+0
NNAS 23+0
A114N/NNAS 27+0

Fig. 71
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Mol per mol, Mean + SD
Wild-type 1.4
A114N 2.7
NNAS 3.4
A114N/NNAS 4.6

Fig. 73
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