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utilization of protein recognition scaffolds beyond the commonly used IgGs. a0 destabilization of the protein of direct cysteine-drug ADCs.
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used to covalently attach a targeting moiety (mAb or altenative) via cysteine Sospace e Dolaflexin, resulting in highly active and selective Her-2 targeted drug conjugates.
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Dolaflexin ADC Characterization Dolaflexin ADC Highly Efficacious Dolaflexin ADC Tumor Penetration efficacious - and  displayed _ excellent pharmacokinetics,  tolerabiliy, - tumor
Previously we have reported highly efficacious polyacetal ADCs prepared by bioconjugation (Cysteine-Linked Fleximer/XMT-1267 ADCs) 1200 in BT474 Xenograft Model and target-sp tissue
of the polymer to random lysine residues; in this report we present an alternative cysteine- -~ R 3 ) » )
based bioconjugation strategy. It is known that direct drug-cysteine linked ADCs result in £ 1000 o T . of Dolafl based ADCs other than
destabilization of the protein, as the conjugation process necessarily disrupts inter-chain [ paameer | Analysis | wethods | % 3 trastuzumab will be reported in due course.
disulfide bridges. In contrast, the Fleximer conjugation approach via cysteines in the g 800 - Vehicle -
antibody hinge region allows for the formation of inter-chain bridge structures involving the ADC size 150-200 kba SDS-PAGE, SEC 2 oo o Dolaflexin trastuzumab ADC i
polymer backbone, which provide restabilization of the overall construct, as evidenced by ADC polydispersity PDI<L5 SEC > 2 kg mAb; quk x3 1
analytical methods such as SDS-PAGE and HPLC. g o X
Drug/mAb ratio, (DAR) -20 HPLC El
To demonstrate the benefits of this approach, we prepared Her-2 targeted ADCs with protein Fleximer/mAb ratio 34 HPLC nﬁ; 200 AC k now | ed g emen tS
recognition scaffolds ranging in size from 15 kDa to 150 kDa, all targeting the Her-2 Free drug content, % total Zoe fele = -
i i i i 2 i 3 . N N Representative IHC of BT474 tumors 48 hours post administration
an“gerd atl;dl elea"igma.?;‘omesr{ 'I‘Julas(:ltl;édenvauvhe, ;TMT }267' CSUD‘led [m 2 Fleflmer —— — o e Frleiorpereaeeds brown color - anti-CD31, blue color - anti-human IgG1x We gratefully acknowledge the contribution to the in vitro and in vivo characterization
scaffold (Dolaflexn™). These Dolaflexin ADCs wiere Highly acive and selective in viro in ree mA cnten, 6 - oo ost oose of thess novel ADCs by our ollaborators at Charles River Discovery Research
- v . i Services (Morrisville, NC), VivoPath, Inc. (Worcester, MA) and Xtal Biostructures Inc.
exhibited prolonged plasma exposure and tumor specific accumulation in the Her-2 PR R, D S=e (Watenovén MA) ) s )
expressing BT474 mouse xenograft model. The ADC was well-tolerated, and resulted in s s Not detected UV-vis . . . !
100% tumor-free survivors at doses as low as 2 mg/kg. jIouE: Dolaflexin ADC Plasma PK and Tissue Distribution
Cysteine-Based Fleximer-Drug Antibody Conjugation Plasma PK Conjugated Drug Tissue Disposition Biodistribution 48 hours post
(CD-1 mice, n=3) (CD-1 mice, n=3) Administration (SCID mice, n=3)
HPLC Characterization of Dolaflexin ADCs ® e pama —metiver ©
N 2 oo T . T References
000, 2 10, ey —e—spleen % Leo
HS o S Uniform material, low polydispersity mAb is not affected ® e = =
wst| [4sH Fieximer orug g loowe 2 Lo 2 e 1. Papisov M, Hiller A, Yurkovetskiy A, Yin M, Barzana M, Hillier S, Fischman AJ.
TeEPredueney <3 “""‘““‘“ sec - RPHPLC 2 100m s i s - polyals. 2005 Sep-Oct;6(5):2659-
£ 1w ) 5w 70
A §
; 2w g § 2. Yurkovetskiy AV, Fram RJ. XMT-1001, a novel polymeric camptothecin pro-drug in
Fa,“a"ykguucgd Antibody Fleximer | d 5 0 2 1 g o clinical 1t for patients with adh d cancer. Adv Drug Deliv Rev. 2009
Drug Conjugate — g g Nov 12;61(13):1193-2002
e 1 S S o §
Dolaflexin ADC Structure and Drug Release SEC HPLC races for lximer ADC (Blue) and P HPLC aces for reduced Fleximer ADC. 0 w0 0 300 400 o 100 200 300 200 R &Q @ 3. Yurkovetskiy A, Yin M, Bodyak N, Stevenson C, Thomas J, Hammond C, Qin
unmodified mAb (green), UV at 280 nm (green) and unmodified mAb (blue), UV at 280 nm d Time, hrs & & & L, Zhu B, Gumerov D, Ter-Ovanesyan E, Uttard A, Lowinger TB. Polyacetal-based
{ ﬁ ﬁ {' immunoconjugates: new-generation ADCs with high drug loading, alternative
F m i Lo Jne E m ns Lo m payloads, and alternative protein recognition scaffolds. 2012 Annual AACR
; Effi —f Ab not d d Meeting (Chicago, IL), #4633
S G fefent conjugation - ree mAb not detecte Dolaflexin ADC Plasma PK (SCID Mice, n=3) 9 (Chicago, 1)

W
mab|cys—L H |

o IEXHPLC ", HiCHPLC Half-Life, (days

QL s &2 Aoce = ==

1 PSP CA 0-t (ug*day/mL oxin** =
° (mg/kg) () (ADC Release) (mAb Based)
Intracellular 1 , = 10 204 5.1 12

" Drug Release =y .
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