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Cell Counting-Lite 2.0 is designed for determination the number of viable cells in culture based on the luciferase system. The reagent contains high
purity luciferin and thermostable luciferase. Cell Counting-Lite 2.0 results in cell lysis, ATP release and generation of a luminescent signal. And the
generation of a stable “glow-type” luminescent signal is proportional to the amount of ATP present (as shown in Figure 1). The intensity of luminescence
is proportional to the amount of ATP present, and the amount of ATP is directly proportional to the number of viable cells within a certain range.

01/ Introduction

As shown in Figure 2, this product is a ready-to-use solution. Directly add an equal volume of the reagent to the cell culture, then measure luminescence
after 10 minutes. This product generates a stable “glow-type” luminescent signal. The half-life of the luminescent signal results from this reaction is up
to four hours, making it suitable for high-throughput cell proliferation and cytotoxicity assays. In addition, this product containing a special stable
ingredient can be stably stored at room temperature for 7 days, at 2°C - 8°C for 60 days, which avoid dispensing or repeated freezing and thawing, and
improve the convenience of operation.
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02/ Components

DD1101-01
10 ml

Components
Cell Counting-Lite 2.0

DD1101-02
100 ml

DD1101-03
400 ml

03/ Storage

Figure 1. Schematic diagram of CellCounting-Lite 2.0.

Figure 2. Work flow diagram of Cell Counting-Lite 2.0.

For long-term storage, store at -30°C~ -15°C, and transport at -20°C~ 0°C.

The melted CellCounting-Lite2.0 can be stored at room temperature for 7 days or at 2°C ~ 8°C for 60 days (with > 85% of activity).

The reagent is stable for up to five freeze-thaw cycles.
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05/ Protocol

06/ Note

Opaque-walled multiwell plates;

Single channel pipette or multichannel pipette;

Device (plate shaker) for mixing multiwell plates;

A microplate reader with a luminescence detection module.

1.Thaw the Cell Counting-Lite 2.0 reagent at 2℃- 8℃ or room temperature. This product can also be thawed in a 22°C water bath, but the temperature
cannot exceed 25°C.

2.Equilibrate to room temperature: The product thawed not at room temperature requires an incubation at a 22 °C water bath to equilibrate to room
temperature before use. Generally it takes about 10 minutes for a 10 ml size, 30 minutes for a 100 ml size and 100 minutes for a 400 ml size.

3.Mix by gently inverting the reagent for 5 times before use to obtain a homogeneous solution.

The intensity and decay rate of the luminescent signal depends on the luciferase reaction rate. Temperature has a direct effect on the rate of enzyme
reaction. For consistent results, it is necessary to equilibrate the product and cell culture to room temperature before performing the assay. For batch-
mode processing of multiple assay plates, plates placed in tall stacks at room temperature will require longer equilibration time than plates arranged in
a single layer. Insufficient equilibration may result in a temperature gradient effect between wells in the center and at the edge of the plates.

The chemical composition of different media and serummay vary, and thus the intensity and decay rate of the luminescence will be slightly different
using different types of culture media and sera. In addition, the solvent introduced by the cell treatment may also have an effect on luminescence.
Solvent interference can be detected by assaying a parallel set of control wells containing solvent medium without cells. Common solvents such as
DMSO, methanol and ethanol (final concentration is<2%) have only minimally effect on luminescence output.

It is recommended to use standard opaque-walled multiwell plates suitable for luminescence measurements. The luminescence intensity measured by
different types of multiwell plates may also vary. Opaque black tape can effectively reduce cross talk between wells, but may increase luminescence
loss. Opaque white tape can effectively reduce luminescence loss, but may increase cross talk. Opaque-walled plates with clear bottoms to allow
microscopic visualization of cells growth also can be used; however, these plates will have greater cross talk between wells.

Microbial contamination in the environment introduces exogenous ATP, causing an increase in the background signal. We recommend wearing a mask
and latex gloves during operation. Keep the bench clean and avoid opening the lid for a long time.

Optimal assay performance is achieved when the Cell Counting-Lite 2.0 reagent is mixed completely with the cultured cells. Suspension cells are
generally more easily mixed than adherent cells, which is beneficial to cell lysis and ATP release. Suspension cells cultured in multiwell plates showed
only minor differences in luminescence output between shaken and non-shaken plates. For suspension cell, the mixing step can be omitted after the
sample is added. For adherent cell, the mixing and lysis efficiency can be improved by extending the shaking time or increasing the frequency of
shaking. The diameter of the multiwell plates and depth of medium may have an effect on mixing efficiency. The 384-well plate is more difficult to be
mixed than the 96-well plate, pay attention to adjust the parameters of shaking devices during use. It is recommended to determine the degree of cell
lysis by microscopic observation, and optimize the plate shaking protocol.

Reagent Preparation

1.Temperature

2.Chemicals

3.Multiwell plates

4.Mixing

5.Microbial contamination

04/ Additional Materials Required
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Serial threefold dilutions of Jurkat cells were made in a 96-well plate containing RPMI 1640 medium with 10% FBS to obtain cell suspensions of different densities. Add 100

μl of cell suspension to a 96-well plate (Fig. 3A), or add 25 μl of cell suspension to a 384-well plate (Fig. 3B). Then add an equal volume of Cell Counting-LiteTM 2.0 to each

well. Luminescence was recorded after incubation for 10 minutes at room temperature.

Appendix

Linear relationship between cell number and luminescence.
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Figure 3. Cell number correlates with luminescent output.


