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MMAF-Ome, an antitubulin agent, belongs to ADC. MMAF-Ome inhibits several tumor cell lines with IC50s

Description of 0.056 nM, 0.166 nM, 0.183 nM, and 0.449 nM for MDAMB435/5T4, MDAMB361DYT2, MDAMB468, and
Raiji (5T4-) cell lines, respectively.
IC50 & Target Auristatin
In Vitro 2.5F-Fc and 2.5F-Fc-MMAF have similar IC50 values (6.9+1.1 vs. 8.3%1.3 nM, respectively), indicating that
MMAF conjugation has negligible impact on integrin-binding affinity[1].
In Vitro:
DMSO : 2100 mg/mL (134.05 mM)
*">" means soluble, but saturation unknown.
1mg 5mg 10 mg
Concentration
Preparing 1 mM 1.3405 mL 6.7025 mL 13.4050 mL
Stock Solutions 5 mM 0.2681 mL 1.3405 mL 2.6810 mL
10 mM 0.1341 mL 0.6703 mL 1.3405 mL
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VAR A N EEF 7). 10% DMSO—~40% PEG300 —~5% Tween-80 — 45% saline

Solubility: = 2.5 mg/mL (3.35 mM); Clear solution

BT RAIRA 2 2.5 mg/mL (3.35 mM, HUFIFE AR R TE TR

L1 mL TR, 5L 100 WL 25.0 mg/mL ({133 DMSO fi & NE] 400 uL PEG300 v, &%)
[ FR R RPN 50 uL Tween-80, VRAIS); SRIE4RSIIN 450 uL A3 /K EAE 1 mL.

2R FF IR 10% DMSO— 90% (20% SBE-B-CD in saline)

Solubility: = 2.5 mg/mL (3.35 mM); Clear solution
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3ABRF IR 10% DMSO  —~90% corn oil
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Solubility: = 2.5 mg/mL (3.35 mM); Clear solution
BET7 RIS 2 2.5 mg/mL (3.35 mM, YERIREAREN) BT EIR, BT RANE F T SRR R A B
s,

Bl mL TAER 6], B 100 pL 25.0 mg/mL [3#5% DMSO f§ &% 900 L Fkieh, RAe#4.
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Cell Assay

Cells are seeded in a 96-well plate at a density of 2,000 cells per well and grown overnight at 37°C, 5%
CO; in the media described for each cell line above. Cells are subsequently treated with 100 uL of fresh
media, containing varying concentrations of knottin-Fc fusion proteins or linker-modified MMAF, and
incubated for 5 days at 37°C, 5% CO,. Cell proliferation is measured using the Cell Counting Kit-8 (CCK-8),
by adding the water-soluble tetrazolium salt, WST-8, to each well in an amount equal to 10% of the culture
volume. After incubation for 1 hour at 37°C, absorbance at 450 nm is measured with a Synergy H4
microtiter plate reader. Cell proliferation is expressed as a percentage of absorbance relative to the control
of untreated cells. Percent maximum proliferation is then reported as (sample - background)/(control -

background) x 100. Error bars represent the SD of experiments performed in triplicate. [1]
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