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Powder: -20°C for 3 years | In solvent: -80°C for 1 year ot
Actual storage temperature shall be subject to the COA.

Lumacaftor (VRT 826809) is a CFTR modulator that corrects the folding and trafficking of
CFTR protein. It enhances F508del-CFTR protein maturation in FRT cells (EC50: 100 nM).

CFTR,Autophagy

In cultured human bronchial epithelial cells isolated from patients with CF homozygous
for F508del, Lumacaftor (VX-809) improved F508del-CFTR processing in the endoplasmic
reticulum and enhanced chloride secretion to approximately 14% of non-CF human
bronchial epithelial cells (EC50: 81 nM), a level associated with mild CF in patients with
less disruptive CFTR mutations [1]. VX-809 produced a concentration-dependent
increase in the HRP luminescence signal after incubation with cells at 37°C or 27°Cin
both cell lines, with a similar EC50 value of approximately 0.3 uM [2].

In one set of assays, R1070W-?F508-CFTR-HRP (R1070W-HRP)-expressing CFBE410? cells
were incubated with 100 pyl medium containing 25 pM test compounds and 0.5 pg/ml
doxycycline for 24 hours at 37°C. In a second set of assays, ?F508-CFTR-HRP (?F508-HRP)
-expressing CFBE410? cells were incubated with 100 pl medium containing 25 pM test
compounds, 2 ygM VX-809, and 0.5 pg/ml doxycycline for 24 hours at 37°C. All compound
plates contained negative controls (DMSO vehicle) and positive controls [2 uM VX-809].
In both assays, the cells were washed four times with PBS, and HRP activity was assayed
by the addition of 50 pl/well of HRP substrate. After shaking for 5 minutes,
chemiluminescence was measured using a Tecan Infinite M1000 plate reader (Tecan
Groups Ltd, Mannedorf, Switzerland) equipped with an automated stacker (integration
time, 100 milliseconds). Z' is defined as =1 ? [(3 x standard deviation of maximum signal
control + 3 x standard deviation of minimum signal control)/absolute (mean of
maximum signal control ? mean of minimum signal control)] [2].

FRT, HEK-293, or HBE cells expressing CFTR or F508del-CFTR were incubated for 24 h at
37 °C with or without VX-809 in the assay media. After incubation, cells were harvested
in ice-cold D-PBS solution (without calcium and magnesium) and pelleted at 1,000 x g at
4 °C. Cell pellets were lysed in 1% Nonidet P-40, 0.5% sodium deoxycholate, 200 mM
NacCl, 10 mM Tris, pH 7.8, and 1 mM EDTA plus protease inhibitor mixture (1:250) for 30
min on ice. Lysates were spun for 10 min at 10,000 x g at 4 °C to pellet nuclei and
insoluble material. Approximately 12 pg total protein was heated in Laemmli buffer with
5% B-mercaptoethanol at 37 °C for 5 min and loaded onto a 3% to 8% Tris-acetate gel.
The gel was transferred to nitrocellulose and processed for Western blotting by using
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Cell Research monoclonal CFTR antibody 769 or polyclonal to GAPDH. Blots were developed by
enhanced chemiluminescence. Quantification of the relative amounts of bands C and
GAPDH was performed by using NIH Imagej analysis of scanned films [1].

Solubility Information

Solubility H20: <1 mg/mL (insoluble or slightly soluble),
Ethanol: 6 mg/mL (13.26 mM),Sonication is recommended.
DMSO: 247 mg/mL (545.96 mM),Sonication is recommended.
(< 1 mg/mlrefers to the product slightly soluble or insoluble)

In vivo Formulation 10% DMS0O+40% PEG300+5% Tween 80+45% Saline: 5 mg/mL (11.05 mM),Sonication is
recommended.
Please add the solvents sequentially, clarifying the solution as much as possible before adding the next one.
Dissolve by heating and/or sonication if necessary. Working solution is recommended to be prepared and
used immediately. The formulation provided above is for reference purposes only. In vivo formulations may
vary and should be modified based on specific experimental conditions.

Preparing Stock Solutions

1mg 5mg 10mg
T mM 2.2104 mL 11.0519 mL 22.1038 mL
5mM 0.4421 mL 2.2704 mL 4.4208 mL
10 mM 0.221 mL 1.1052 mL 2.2104 mL
50 mM 0.0442 mL 0.221 mL 0.4421 mL

Please select the appropriate solvent to prepare the stock solution, according to the solubility of the product in
different solvents. Please use it as soon as possible.

Note: The dilution table applies only to solid products. For liquid products, please calculate the stock solution based
on the stated concentration and/or density.
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