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le K, (10Ms) ko (RI099 R (RU)  Kp (M)
GLDS2 7.0 1.7
WT 203 6.0 11
AN 4.7 1.1
Y4363 59 10

S298N/Y 3008 87 1.0
Y4367 4.8 0.9
SHON 38 11
SHIN 33 11
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Sample Kon (x10°M-1s'1)  Koff (x10%s'l) KD (nM)

WT 2C3 52 1.1 2.1

Al114N 53 1.3 2.4

Fig. 17

SUBSTITUTE SHEET (RULE 26)



PCT/US2014/022623

WO 2014/164503

18/39

nwe ‘ssep
xmawyv A%wu« ,h%mww ,A%M%v xmﬁw« ,%uMmV xm%wy A%%mp .%mm» Am&m» Am%mp ,%nm“
Ty ‘ TV ﬁﬁJA 17 Z‘-
002
“0000'+266Y ooy
0000°28206 — 0000'1666v 009
429 i
008
oooQvaon\\ 000}
oozt
L oot1
0001
SO00EA/N86CS [ooe
0002
0022
000072106 QG 409 Loovz
sdo ¢'¢/pg Xew 000029667 —

LI 17, "ZGQD. WOl Ul 866'Sh O) pLL HE ‘S 4OL+ JO UOIN0AUCIS( JO UONINIISUOIDI SSEN m

sdo ‘Ausudu)

19N

W O
SO
B B
N O
=z Z

wn
N
O
oo
=
=<
w
(=4
(=
w

5 =
[ JEN
& B
=

=
e |

SUBSTITUTE SHEET (RULE 26)



PCT/US2014/022623

WO 2014/164503

19/39

8l "bi4

nwe ‘sse
Ve8CS  ¥89C'S  ¥OWC'G  ¥8TCS  ¥90C'S  v¥e8L'G v¥e9Ll'G  ¥epL'S  veCl’'G  ¥80L'G  ¥980°G 990G 0

A T A L L

- OF

\ 000069215 I %
|eisig/ongjauelg + 419 001

/ al I
\ Y > N ™ 0000Z¥01S - 0l
< 762 - 091
|eisigongjuelq + 409 N 00001021 L 08l
0000°2¥125 - 002
000088125 — %  |__| Lol ! wwm
[EISOUONONJAuEl] + _‘w\ | [ 00z
0000°££228 0z | [ —ooooenies - 08¢
on4juel] + 419 1o Yol i mmm
angpuelg Bunossesiq + 419 Y 0z 00000291 NPLLY - OpE
. - 09¢
i c409+409 0ot
0000€9815 |- N 0000199l - 00Y
|eisouoy/on4auelg + 409 102 _ L 0Zy
0000 5Zpes 000066715 [
ovy
anjjuel] + 409 1o \ 1194409 - 09
191 + - 08y
onjpuelg bupossiq + 409 ane o
njjuelg + 419 an4aueig+us-409 - 028
- OvG
400 +4¢O0 10 ooo'ezais GGG
njjuelg + 409

Sdd G'HGG “Xep

WGP ZGQD. WOl UIW 612 b1 'SIN JOL + 0 UOHNJOAU0S( 4O UOIIONSUOISI SSE|

sdo ‘Ausudyu)

J

SUBSTITUTE SHEET (RULE 26)



PCT/US2014/022623

WO 2014/164503

20/39

vecl’'s ¥301'G  $980'G 990G ¥oV0'G ¥C0'G ¥o00G 1886V ¥e96v ¥Ovey ¥8C6y 1806V

8l ‘b4

nwe ‘ssep

!

sdo 6'61.GG ‘XN

VIV

0000°96¢09

4¢9

0000°€.10G

419

409

000001009

LI G| ~ZGQDZ. WOl Ul 866'GY O} 181 Y€ ‘S 40 + JO UOINIOAUOI3(] JO UOHON.ISU0D) SSEIN

|

(€02) 1M

|

0
-00¢
- 00v
4009
-008
-000}
-00C1
-00v1
-0091
-0081
-000¢
-00¢¢
-00v¢
-009¢
-008¢
-000€
-002€
-00vE
-009€
-008¢
-000¥
-00CY
-00vy
-009¥
- 008y
—0009
—002¢

-00rG
0294

sdo ‘Aysuaju)

a

SUBSTITUTE SHEET (RULE 26)



WO 2014/164503

A.

21/39

PCT/US2014/022623

Sample lot # O?;Zt/rﬁt;lc
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

Response

GLD52 - 2.00nM
2C3 control - 2.00nM
WT 2C3 - 2.00nM
A114N - 2.00nM

-——— S298N/Y300S -2.00nM
----- — S440N -2.00nM
—-—-— S442N -2.00nM

Y
..........
seee

100

300 400

Time

Fig. 19

200

SUBSTITUTE SHEET (RULE 26)

500 600



WO 2014/164503 PCT/US2014/022623

22/39

Anti-TEM1
wt A114N

, Hyperglycosylated heavy chain
— Heavy chain

— Light chain

Fig. 20

SUBSTITUTE SHEET (RULE 26)



PCT/US2014/022623

WO 2014/164503

23139

Gl L g9

T

- ©

107

Gt

(wnJas+) dH 9 feqg
updeasoy Nyy

<7

Gl L g9

- ©

g
g

107

gt

(wnias-) odiq 9 Aeqg
undeosey NpLY A

<7

L b4

Gl L g9

- ©

- o

107

gt

dH + odiq ¢ Aeq
unndaosoH Ny LLY

=

Gl L g9

G

gg
gg
gg

- w©

107

Gt

udaoieH

<

“UioN

URdadloH NyLLV paljling Jo sisAjeuy JIH

Buiponpay Buiohpal-uoN
o S R |00 S W S
W Oy O LW oy Oy
ERE T T
x g2 8 = g 3

= o = o

5 2 5 3

39Vd-SAS SUdAR-SLIL %01

SUBSTITUTE SHEET (RULE 26)



WO 2014/164503

PCT/US2014/022623
24/39
1 11 1
— = — _'AMAN WT
& & & & — —
(=} Y3 S 0 & &
) N < . © w»
=< _ = o — = = = =
[§+] = (@] (@] = (@] (@] (@] (@]
= Q Q Q O O O O O
]+Bi-PEG
]*Mono-PEG

+ Hyperglycosylated HC
+ HC

> LC

GAM+ SAM

SUBSTITUTE SHEET (RULE 26)



PCT/US2014/022623

WO 2014/164503

25/39

£z 'bi4

nwe ‘ssep
o046’ oG’ G EAY ¥oGe'g 7o0¢'G ETAY #90¢'G ¥79G1'G o0l om
MASRatE Lo M LA A A B WV n Y _ v v ajq.q
< j RUREEA T

201 D0Z " \00z605 0000415 05
00°699€S - 001
jueid - 061
[PN4pUelg+4ed LV Ly VL T tooraries | o0z

y 00°29/25 Pl IR 9BNJ|D+3100+409
091 [C6% 0cz [ 05z
_ 0080625 a
0°00¢eS 00'60225
9 291 - 00€
[ersig/on4aueig+09 S\L < > 0010925 | 1yt GUEN+409
|eisiguelg+409 €9l | o8¢ 419+4091 - 0GE
409+409 ooy
0026225
419+419 10 09+409 - 0GF
|eISOUOIN/ONJULIF+0D 4¢9+409 o0
urey) AaeaH
NELY |
00°205€S [ 009
|eisig 00'550€S LNFL-BUY
[PNARUBIE+LD [eISOUO | 0o
|eisig [Pndjpuelg+409

[ondpuelg+409 - 00.
00'7HEES 14

'sdd 89| “Xe HMGO00 WL WO Ul GB6'6E O} 186°GZ “SIN 4OL+ JO UOIIN|OAUODIS( 4O UOHINIISUODS) SSEN

sdo ‘Ausuayu)

SUBSTITUTE SHEET (RULE 26)



WO 2014/164503 PCT/US2014/022623

26/39

Mass reconstruction of Deconvolution of +TOF MS: 26.217 to 37.001 min from Herceptin_001.wiff
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CHO<FAP Cell Proliferation
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