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A. ITLC and HPLC chromatograms for radiolabeling kinetics studies

1. Radiolabeling of Ligand-Trastuzumab Conjugate with *Y

i) 3p-C-NETA-trastuzumab
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ii) 3p-C-DEPA-trastuzumab
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iii) C-DTPA-trastuzumab

Sample 1

1min
98.3%

5min
98.4%

10min
97.8%

Couns Counts
240. Counts
1600 220 240
200
140.0- 20. 200,01
10
100 100
160
1000
1000 " -
80.0- 120 120.0-
100. 100.0-
0o 80. 80.0-
40.0- 60. 60.0-
© w0
200 20. 20.
" , \
o <o o oo 200bmm o %0 %o o Z00bmm o ED oo %o 2o0dmm
ADC1 A, B2056 (Y90 110509441-37010) ADC1 A, B2056 (Y90 11050814341010)
W P o
" 0
P K
w w "
i i o
S0 0 50-
A0 L 40
» W »
» w »
10- n 10-
T T T T T T T T T T T T T T T T T
4 ] 8 ] 4 mi 2 4 [} ] 0 2 W m 4 [] k] 1 4 mi
Couns Counts Couns
2400
200.0- 180. 2200
1800 160 .
1600 Lo 1000
1400 . 1600
1200 100
100
. 1200
w 1000
w00
© w00
600 .t
40.0- o 40.0-
20.0- 20. 20.0-
0
a0 %o o oo Zo0bmm o %0 oo o Z00bmm a0 %0 o oo Za0bmm
FOCTR BEH [0 R
W FOCLA 2S[O BRI
Al
[
wvu o i
m
i
) )
i i )
0
) o o
) »
i a o
o — w
T . . , , . , , . . . . .
2 5 0 2 O 2 ! i } i i O . 5 8 0 i




Sample 2

1min
98.8%

5min
99.5%

10min
99.3%

Counts counts Counts
2800
200 20 oo
2000 200, 2400
180.0- 180. 2200
1800 160 2000
1800
1400 140
1500
1200 120 00
1000 100 1200
80.0- £0. 1000
600 0 00
600
40.0- 40. 40.0-
200 . 200
o
oo 550 %0 %00 200.0mm do %o %0 500 2008mm oo 550 %0 %00 200.0mm
ADC1 A B20S6 (Y90 110509K091-3901.0) ADCLA, Bi20Si Y90 1105090820010} ADCLA, B20S (190 11050905342010]
L Al i
LU
]
-
0
B0
X kil
0 0
a 0 o
3 ) 3
b3 o o
10 10 10
T T T T T T T T T T T T T T T T T T T T T
2 4 ] 8 b 1 1 i 2 ¢ [] ] 0 2 U om 2 4 ] 8 )] b UL
Counts Counts
. 20 couns
2600 20 2600
240.0- 240.0
2200- 180. 220.0-
2000 160 2000
180.0- 140. 180.0-
160.0- 120 1600
1400 1400
120.0- 100 120.0-
100.0- 80. 100.0-
800 o 800!
600 o 600
200 00
20.0- 20 20,
o
oo 550 %0 1500 2000mm oo %0 %0 [ET) 2005mm oo %o 0o %0 Z000mm
AOCIA BEG (10 LIEIHLD) FOCT, 0SS Y LSTES60L0] DT B85 10 LR
L ol .
it
B0
77 il
! m:
it .
; i [
il 0
40- Y-
[ o
a !
! w )
ot 1w
T T T T T T T T T T T T T T T T T T T T T
! I § § i i 1o 1 i 8 b i i U ? I § § i ) U




Sample 3

1min
98.1%

5min
98.1%

10min
98.7%

Counts Counts Counts
26
240, 2200-
2400/
220. 2000
2200/
200,
2000 1800
180.
1800 1600
160.
1600: 1400:
140.
1400 1200
120,
1200 1000
1000 100 00
80.0- 8o
60.0-
60.0- 60
0.0- 40 00
200- 20 200-
o
oo 560 1000 1500 200.0mm 0o 50.0 1000 0o 1000 1500 200.0mm

89.3%

88.9%

'88.6%

DCTA, B2056 (190 IUGIGOULL30L0) TETRE) HDCTA, B26 V0 ICSIB0LGS D)
) ol L
» Ll
10 - »
o ar [
o 0
L i
40
R s ki
» w o
10
& T T T T T T T v T T T T T T T T T T T
2 4 ] 8 b 1 1 i 2 ] § ] 2 4 ] 8 )] '] UL
courts counts cours
2500 o 2400
2600 200
200.
2100 200
220.0- 180. 180.0-
2000 160.
1500
1800 o
100 1400
1400 120 1200
120.0- 100 100.0-
1000 . 00
800 . w00
600 o
w00 200
200 2 200
o
oo 550 %0 1500 2000mm oo %0 1000 oo 550 %0 1500 2000mm
AOCLA BSG(10 LIEDOESELD) FOCT, 5B V0 LSO 4L0] DT B85 10 LRS00
L ol ol
it 0 a
0 - A0
i mw L
. i l
Al
0 il
a
[ o
k! W k!
[ m u
u i 10
T T T T T T T T T T T T T T T T T T
? I § 8 i i) U : i § 8 ? I § § i ) U

10



iv) C-DOTA-trastuzumab
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2. Radiolabeling of ligand-Trastuzumab conjugate with *""Lu

i) 3p-C-NETA-trastuzumab
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ii) 3p-C-DEPA-Trastuzumab
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iii) C-DTPA-Trastuzumab
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iv) C-DOTA-trastuzumab
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B. HPLC chromatograms for serum stability measurements

1. ®y-radiolabled ligand-trastuzumab conjugates

i) *°Y-3p-C-NETA-Trastuzumab
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i) Y-3p-C-DEPA-Trastuzumab
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iii) **Y-C-DOTA-Trastuzumab
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2. ""Lu-radiolabeled ligand-trastuzumab conjugates

i) 1"Lu-3p-C-NETA-trastuzumab
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ii) "’Lu-3p-C-DEPA-trastuzumab
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iii) *’’Lu-C-DOTA-Trastuzumab
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193 hr (samples 1 and 2) and 197 hr (sample 3)
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285 hr (samples 1 and 2) and 289 hr (sample 3)
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C. In vivo biodistribution of *Lu-3p-C-NETA-trastuzumab conjugate in ZR-75-1-bearing
mice (% ID/g, n = 3, intravenous injection)

Tissue 24 h 72 h 120 h

blood 14.57 + 10.63 | 12.09 <+ 1.12 1.58 + 130
liver 9.35 + 6.85 5.09 + 0.69 2.20 + 0.06

Kidney 3.50 + 2.93 2.30 + 0.69 1.09 + 012
bone 5.24 + 6.66 0.85 + 017 0.31 + 0.28
tumor 6.26 + 3.57 1055 + 793 | 1010 + 045
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