EIfLIl"IC‘tIDﬂEl linker

SH __ T22-PE24-H6
Malalrmde Ester NH;
Thioether bond Amide bond
Step 1 Step 2
B n® FdU molecules C
2606
ropeassy | 2 3 4 5 6 7 | T22-PE24-HB
= I L} L] l L L T 1 =
100 : Zeta Potential [mv}l -14.3 + 0.6 153+ 04
|
i I — T22-PE24-HG FdU
= I
£ I T22-PE24-H6 FdU |
250 o L
ul
ﬁ : 48.5
i nmz 0.8
£ 4 | Il T22.PE24.HB ki i
.--*"J [
] ) S RS S .
30000 35000 40000 45000 o 20 40 60
iz Mean volume size (nm)
D E [22-PE24-H6 = T22-PE24-HG + FdU
100 4. T22-PE24-H6 FdU mm T22-PE24-HE FdU =3 FdU
= - -
- . IC‘:{I 7.34 100
— ™ » RZOSIT ~ 804
£ ~ S
‘ N
)
£ 5p - 1 - & €+
=) ~ =
" T22.PE24-H8 L T 40~ o
= L™ = [y
Iy D.99 NM = 20
R? 0.987 '
0 T T 1] T
0.1 1 10 {nM) Insight at 5 nhi
F
g T22-PE24-H6 +T22-PE24.HE Fd) 3 WIABLE
10° - - CO EARLY APOPTOSIS
z Bl | ATE APOPTOSIS
Eo] ! Bl ON-APOPTOTIC DEATH
(=] i
= 5
£ i rzeczero | T T
=} i
" razpezens rou-{ TN
£ 10 LE ,
10t ,4;511 ] CONTROL] |I
i J
= =l i Y T T T
- [ 50 100
¢ 10¢ 1pd ¢ 1w 10¢ 1f 10% Distribution among the
Annexin APC-A Annexin APC-A quadrants (%) at 20 nM
Fig 2



Linker Maleimide

T22-DITOX-Hé

= I
Alkyl-aming bond
Single stap
n® MMAE molecules
B 1 2 3 4 § & 7T B 9 10 11 12 c et
Potential (mV}
100+ ¥ ! 5
5 80 A, iy, 110 15 A28+01
= n -
z B0 f “‘“‘v o 1110 138406
£ J :
5 404 (f, /’ \1‘\'«.’“ 4.7+ 06
= Eﬂ-ﬂ#,—*" '- -u""‘"“---....“ _______ - _._“;T: 2342
I e e T e ] oo - —
45000 50000 55000 60000
miz
T22-DITOX-HE | 1:5 | 1:10 _
D e E
IGg, (M) 0.08 0.6 | 041 | 092 | 809
- STAam+t 018
e B0 : RI 0976 | 0994 | 0.995 | 0.996 | 0.998
i O S6nmz:1 024
[i1] 100 gy = = — il
%E 10} §inms: oz E T - -"i --"u_"
=c - LY
g2 15 || 48 nms+2 024 & _l 5 \'\
E &0 \
T22-DITOX-HEL  }— 47 nm 17 0.27 g N R .
T T T ] ¥ ~ -
0 20 40 &0 8O B I P : »
Mean volume size (nm) 0.1 1.0 10 (nM)
F G
10
— :guﬁ:h‘:*:ing“mm - 5 T22-DIMOE-HE TZ2-DITOM-HE MMAE 1:50
L i T e B g o
] f i 1 E
= = B
= o .
3 g 10 e
@ = .5
= 20 w
a — I -20
. 210 220 230 240 250 260 210 220 230 240 250 260
H Insight at & i A (om] e
. T22-DITOX-HE
- |
8 3 VIABLE B LATE APOPTOSIS
s MON-APOPTOTIC
(=]
2 1 ] EARLY APOPTOSIS NERTH
=
I 0 o
102 [ :
g | e of —
y T22-DITOXHE X 2 .
8 10 150 MMAE §E 1:10+ [ |
: Ty —
g 10# EE 1:20 |
= = .50
% 10° ! B ke [
@ 107 1 e CONTROL 1]
07 ' 10t 10* 0 50 100
Annexin APC-A Distribution among the quadrants (%) at 20 nM
Fig 3






FdU may block FdU may block FdU may block ER
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