KL L X° XTT EasyAssay - Quick protocol
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ASSAY PRINCIPLE
XTT is a yellow tetrazolium salt that is PMS = Q &
reduced by dehydrogenase enzymes in o} Na* Electron coupling " 4
metabolically active cells. The electron N reagent (o]
coupling reagent (PMS) facilitates the ? ":I[u" '@ —> ® @a — | PO 4 \
electron transfer, resulting in the formation S04 m ° ° g {l‘“' = _@@C’; =it 1l
of an orange, water-soluble formazan @ @
product. The amount of formazan produced . ga @
is directly proportional to the number of 1. Living Cell 2. XTT (Yellow) Oa & 3. Reduction by 4. Orange Formazan 5. Absorbance
viable, metabalically active cells and is Metabolically Totiasolivi Metabolically Product 450 nm
measured by absorbance at 450 nm. No active cell salt Active Cells Water-soluble, Signal is proportional
solubilization step is required. W¥TT is reduced measured at 450 nm to metabolically
active cells
8 o
i H
ASSAY PROCEDURE
Read the complete protacol before starting the assay. All steps should be performed at room temperature (RT) unless otherwise stated.
Q— 2] (3] - " (5) | (6) " (7} N
Seed / (Optional) Prepare XTT Add XTT Working Mix Before Measure Absorbance Data Analysis
Treat Cells Working Solution Solution | Measurement —_— e — —
Absorbance (Primary)
| 450 nm
‘ (acceptable 450-500 nm)
|
2-4h [
37°C, CO, incubator -
or
Seed cells (0.5-2 x 104
cells/well o uL MRl Baformncs. (Baskgronn)
b oerilst i cells) or up to 4 h (suspension Mix the plate gently 690 nm
e et o g Add 100 uL PMS Solution Add 50 L of ﬁ'es!-ﬂ)fr clells). The optimal incubation immediately before (acceptable 510-590 nmj} Analyze the data to
{cells 70-90% (3 mg/mL) to 5 mL XTT PREWIC AT etk Hivie dupseicnn tha sl Ly, measurement to ensure 7 determine cell viability,
conflenes) Stock Selution. Solun‘or‘w to each well metabolic activity, and homogeneous distribution. : proliferation or
(Optional) Treat cells Mix gently. enntaining 1108 4t oF expermantal conditions. Avoid air bubbles. If bubbles et
with test compounds Use immediately. culture medium. are present, remove them :
Include appropriate ‘ : Mix gently for ~1 min. Note: Edge wells may be carefully before reading. Measure absarbance at 450 am
| PRICE! & Note: Do not store the mere susceptible to with a reference at 690 nm to
EontIcis: XTT Working Selution. evaporation during incubation. carrect for background
abscrbance.
o
e CALCULATIONS . IMPORTANT NOTES
T3] 1. Average the absorbance values of replicate wells. Background (Blank) Control « Prapie KT Workinig Sokition irimedistel before use: Do pot store;
2. Colculate the corrected absorbance (Acon): Use wells containing culture medium + XTT = Protect XTT and PMS solutions from light.
AF°"__= Adso(Test) — Asso(Blank) — AgaolTest) Working Selution (without cells) as blank control » Aliquot PMS solution and store at —20°C. Avoid repeated freeze—thaw cycles.
3. Cell Viability (%): Aol Treated) . and subtract this value from all readings. * Incubation time may vary depending on cell type and metabolic activity.
Cell Viability (%) = W Control = Optimize conditions for yaur experimental system.
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