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The purpose of this work is to obtain stable radioimmunoconjugates of trastuzumab-DOTA (®*°Y and 1//Lu labeled).

MATERIAL AND METHODS Radiochemical purity 0.4 M methmelisodiom acetate (11 6V, |
adiochemical purl 0.4 M methanol/sodium-acetate (1:1) (**Y
was tested with ITLC-SG using three ' (1) ),
mobile phases: At room temperature for 1, 24, 48 and 72h.
] ) ) ) 0.9% NaCl,
Radioactive labeling with Lu-177/Y-90 0.4 M methanol/sodium-acetate (1:1)
BFCA in the ratio 1:20 0.1 M acetic buffer.
activity °°Y 1,425 mCi, pH 4.5-5
. N activity """Lu 8.15 mCi, pH 6
Chemical Identification e
Infrared and Raman spectroscopy Tr-DOTA (40 °C, 1 hour)
- . - MALDI-TOF MS
r_ri%zug dgg}%f g?]hrgggoconjugates (avera_lge number of BFCAs)
11 -25°C, 0.15°C/min, 28 hours, 0.133 mbar Integrity - SDS-PAGE SDS-PAGE
Conjugation of antibodies [11-25°C, 0.2°C/min, 14 hours
4 °C during 18 hours 1% mannitol
Purification by ultrafiltration (6 times)
with 0.05 M ammonium acetate (pH 7)
Immunoconjugate concentration 1 mg/mL
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e Reducing SDS-PAGE of Trastuzumab 1 mg/mL (1); Reducing SDS-PAGE of Y-DOTA-Trastuzumab (1:20) (7);
Ly0ph|||zat|0n prOtOCOI DOTA-Trastuzumab (1 20) (5) Lu-DOTA-Trastuzumab (1 20) (8)
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Tr-DTPA-Y (1:20) MM w ) 148259.540(r54.887)
MW 100 148474.966(r52.288)
%01 147368.261(r48.763)
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Raman shiftlem™! Raman shift/em-
Wavenumber/em™ Wavenumber/cm™!
Amide band | Amide band I Amide band Il Amide band IV and V Amid band VI I-----
1640-1645 cm? 1480-1575cm1  1233-1300 cm? 620-810 cm1 500-595 cm1 ThrastUZIm?b (r) 14553150 Da
t eoretica
B2 Tr-DOTA 1:20 14,8259.54 Da 2,728.04 551.61 g/mol 4.9
S-S Tyr Trp Phe Indol ring Amid band |  Amide band Il

400-700 cmt  647cm, 760-790 cmt 757 cm, 878 cm, 1337 cm? 1004-1060 cm™, 1610 cm® 1560 cm! 1668-1688 cm1 1235-1260 cm-1

STABILITY
RADIOCHEMICAL PURITY

Incubation time [h] Radiochemical Purity [%] Release of °°Y and 77Lu [%]
/ \ 1 96.32 3.68
Qiﬂ& %Y_DOTA- 24 92.40 7.6
Trastuzuamab 43 88.1 5 11 _ 85
96.32 % , 0.4 M methanol/ 72 82.83 17.17
0Y.DOTA-Tr sodium acetate .
1 0
10000 cy - . 177Lu-DOTA- 24 0.86
° —p  0.9% saline solution Trastuzuamab 48 1.03
177Lu-DOTA-Tr / 29 148

CONCLUSION

Our study shows the successful formulation of stable radioimmunoconjugates, making this agent a
potential use In vivo investigations.
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