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Sample K, (x10°Ms)  Kg(x10%s)  Ruoy@®RU)  Kp@M)

GLDS2 70 17 67.0 244
WT 203 6.0 1] 64.2 1.75
ALLN 47 11 59.5 245
Y4368 5.9 10 66.9 1.73
$298N/Y3008 5.7 1.0 633 1.80
Y436T 48 0.9 65.7 1.95
S440N 5.8 11 66.3 1.84
S442N 5.7 [ 66.2 1.85
NGT 79 L1 702 135
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Sample Kon (x10°M1s1)  Koff (x10%) KD (aM)

WT 203 59 1.1 2.1

All4N 5.3 1.3 2.4
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Mock media ,
wt 2C3 11/23/2009 254
A114N 11/23/2009 2.83
S298N/Y300S 1112372009 1,36
SA40N 11/23/2009 132
S442N 11/23/2009 | 1.21
Y4365 11/23/2009 1.92
Y4367 11/23/2009 0.34
NGT 1112312009 | 1.90
CD52 peptide binding
30 - buffer - 0
25 . cemrerns GLD52 - 2.00nM
@ s 2C3 control - 2.00nM
@ o wossens WT 203 = 2.00nM
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i | e Y4365 -2.000M
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Mass reconstruction of Deconvolution of +TOF MS: 26.217 to 37.001 min from Herceptin_001.wiff
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CHOLFAP Cell Proliferation
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Lactose aminooxy for native glycans (SAM or GAM):

N vf_\,,_NHz

Exact Mass: 472.19
Molecular Weight: 472.44

bisM6P hexamannose aminooxy
(SAM or GAM):
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M Lo
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MW (kDa)

# Glycan

L.actose conjugate

Samples
| Control ’§-45,42 +0.24 0.00
M6P conjugate | 147.95 + 0.09 1.92
M&%ﬁ +0.30 1.96
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Glycan quantitation:
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Control:

P MADT B, Sig=280.8 Ref=560.40 (I 10101200 Antibody 101042 2012-10-10 08-00-103000-0001.0)

mAU‘“
80+
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O [ SNt Mt S B s s i ey Y St i =
0 5 10 15 20 25 30 min
Major peak retention time: 18.250 min

% major antibody peak: 96%

Lactose maleimide conjugate:

CTIMWD1 B, Sig=280.8 Ref=560.40 (JJK 10101 21JJK Antibody 101012 2012-10-10 09-00-101004-0401.D)

mAL;
80 -

60

0 5 10 15 20 25 30 min
Major peak retention time: 17.751 min
% major antibody peak: 99%
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Sialidase titration
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4 - 12% NuPAGE: ECL lectin blot:
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4-12% NuPAGE: Sialic acid analysis:
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Sialic acid analysis

4-12% NuPAGE
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4 - 12% NuPAGE: ECL lectin blot:
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Galactose quantitation:

Y 1 T = 1
< o0 [{o] ¥ od L)
phenid

jolijjow ‘as0joe|es)

Enzyme modified antibodies containing ~3-Q terminal Gal obtained |

= o @ﬁ&ﬁﬁzg
o ¢ Vs, ¥
ﬁ g &Q‘g‘b"
K
y
% 8,
2
J @%@%f
4 £
LLd § %’;
b ey
Z | § &‘3'{&,
s | i
& Sty,
0 @%ﬁa"%
§ Y,
TR P8 @G’@i
“

SUBSTITUTE SHEET (RULE 26)



WO 2015/143091 PCT/US2015/021342

74/84

”Mai per mol, Mean + SD
Wild-type 0.1+0
AN 0.5+0
NNAS 2340
AT14N/NNAS 27+0
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Mol per mol, Mean + SD
Wild-type 1.4
A114N | 2.7
NNAS 3.4
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Trivalent GalNAc glycan C12

Intact protein MALDI analysis
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