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FIG. 12M
Merge Tfn-AF568

1 hour incubation

6 hours incubation
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N\ FIG. 16A

* 21 uM CD3ac (Ac-LK(Ac)-LK(Ac)-LK(Ac)-LW-DL-LW-DL-LW-DL-LW-NH,)
* 2 ug/mL EGF_TR (Invitrogen E-3480)
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Texas Red
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FIG. 17A

PB1e Negative control (NC)

. 21 uM CD3ac (Ac-LK(Ac)-LK(Ac)-LK(Ac)-LW-DL- . DMEM/PBS
LW-DL-LW-DL-LW-NH,)

J 2 ug/mL EGF labeled with Texas_Red (EGF_TR)

. 20 uM Nocodazole

. DMEM/PBS

10C -

=)

T T v v ¥ i
1 2 4 s 8 7 B & 0 u
[

PB1e Supernatant Control (PB1e_sup) Nocodazole (NOC)

. 21 uM CD3ac (Ac-LK(Ac)-LK(Ac)-LK(Ac)-LW-DL- . 20 uM Nocodazole
LW-DL-LW-DL-LW-NH,) . DMEM/PBS

. 2 ug/mL EGF_TR

. 20 uM Nocodazole

. DMEM/PBS

. Incubate for 5 h at 37 °C

. Spin down 16,000g, 30 min

. Apply supernatant to cells

Refeased Cargo, %




FIG. 17B
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FIG. 17G

PB1e Negative control (NC)

. 21 uM CD3ac (Ac-LK(Ac)-LK(Ac)-LK(Ac)-LW-DL- . DMEM/PBS
LW-DL-LW-DL-LW-NH,)

J 2 ug/mL EGF labeled with Texas_Red (EGF_TR)

. 40 uM Nocodazole

. DMEM/PBS

10C -

=)

T T v v ¥ i
1 2 4 s 8 7 B & 0 u
[

PB1e Supernatant Control (PB1e_sup) Nocodazole (NOC)

. 21 uM CD3ac (Ac-LK(Ac)-LK(Ac)-LK(Ac)-LW-DL- . 40 uM Nocodazole
LW-DL-LW-DL-LW-NH,) . DMEM/PBS

. 2 ug/mL EGF_TR

. 40 uM Nocodazole

. DMEM/PBS

. Incubate for 5 h at 37 °C

. Spin down 16,000g, 30 min

. Apply supernatant to cells

Refeased Cargo, %
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FIG. 17H
4 h incubation at 37°C, 10x
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FIG. 17J
24 h incubation at 37°C, 10x

PBle PBle sup

Nocodazole NC
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FIG. 17K
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FIG. 18A

dary antibody
ti-rabbit IgG

CD3ac & Primary antibody CD3ac & s

(e.g., rabbit anti-transferrin IgG) (e.g.‘, donk .
(optionally labeled with a fluorescent
molecule such as Alexa 555))
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FIG. 18C

Vordey antl Rabbit g6
Ishuded with Alaxasss

.

" Kabhit snti
Tranaferrin g3

FIG. 19A

* 21 uM CD3 (H-LK-LK-LK-LW-DL-LW-DL-LW-DL-LW-NH, )#*
* 5.4 UM (5-TTGTGCCGCCTTTGCAGGTGTATC-3)%*+
*0.24 UM (AF -5 -TTGTGCCGCCTTTGCAGGTGTATC-3)%+






PCT/US2012/052027

WO 2013/028843

43/48

VOs “OIAd

8

8

PA-EHOSS
$830K3

~ ST 8V
10iid3d

SUBSTITUTE SHEET (RULE 26)



WO 2013/028843 PCT/US2012/052027

44/48
L) o,
¥ & o
= e e S o oW R -~ T T - T -~ ]
..........i kil & S Frexne (44 ) i (=1 =) oo [T )
& Dl bbbl wsgdes e lndetesdosdudaadnoneipanndng, o
i = L] Sod
o =
mi E o -
o " sponee L]
= o
mi e = o s
fros e o -
c,.:x-! = =
= =
o e = S oo
e ol I =
o 2 o & E =
1 e -l
feee ) o £ Sgiven oo T g
- Kool
= =
) S ™ e
= e
o -_:::_qﬂ.. 5 % - _ o
4 IR ol Yo S
§ - o =
B - BE 5 = 3
&= T E & e X
= anlll el i e
b a LE = & 3
W e y == = o e ]
Mied =2 3 FEE ) S Rded 8 E
55, A ' BE EE :
m’:ﬂ \ E SN m@ o
f. = = 8y o = 5 & N
E oo \ ZE B F. .
= o i &3 = = & e e >
o & \ - — 2 f.em - = o
o . o = e
or3 \ 2 = < - =
& i &= S
N\ 8 ¥® \ =
AY ponnr E =
= 2 nwi - e
\ B =
== poca =
\ o Prenn ; i o F
= & X =
= [l i =
= 1 e =
] =g = ]
= = m! \ =
- o 3\ E
A= LD &t i - LD
= C-DE - =
3 = = 3
S o O § 2y
= g v ] =
= ol 1] o =
4 — i i
e vy f=r) = 2
3 &
3 N Y -
- O = B_“N
= [l S
E E
L RARRN AR EE RN R R RN RRR RN R RN T & T P Ty Y T I DTy L
o L] - Cf L] ] L] [ b nd e ]

iy i -

SUBSTITUTE SHEET (RULE 26)



WO 2013/028843 PCT/US2012/052027
45/48

FIG. 21

5.13 pM CD3ac (Ac-LK(Ac)-LK(Ac)-LK(Ac)-LW-DL-LW-DL-LW-DL-LW-NH,)
0.83 pM CD3 (H-LK-LK-LK-LW-DL-LW-DL-LW-DL-LW-NH,)**

0.45 uM (5*-TTGTGCCGCCTTTGCAGGTGTATC-3)24

20 nM (AFA88-5'-TTGTGCCGCCTTTGCAGGTGTATC-3¢)24-

4.14 ug/mL Tfn-AF568
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FIG. 22D




