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Introduction
At present, optical in vivo imaging (OIVI) mainly adopts bioluminescence and fluorescence.

Bioluminescence is based on the principle that fluorescein enzyme can catalyze the
chemiluminescence of the substrate, and implant the cell line that can stably express fluorescein
enzyme in vitro into the animal body, which reacts with the substrate injected into the body in the
later stage. The optical system is used to detect the light intensity, which indirectly reflects the
changes in the number of cells or the positioning of cells. This technology has been widely used in
many fields, the most commonly used is the establishment of tumor or disease animal models, and
can be used in virology research, siRNA research, stem cell research, protein interaction research.

D-Luciferin is a common substrate for Luciferase, which is commonly used throughout
biotechnology, especially in in vivo live imaging. In the presence of magnesium ions, luciferase
reacts luciferin with ATP, which is then oxidized to form a dioxetane structure and emit a
yellow-green light. Luciferin is encoded by the luc gene, which is present as a reporter gene in a
variety of cells. Due to the low background nature of chemiluminescence, the luc gene can be
monitored at very low expression levels.

Parameter
Ex/Em: 328/533 nm
CAS No: 2591-17-5
Molecular Formula: C11H8N2O3S2
Molecular Weight: 280.32
Solubility: Soluble in Water/DMSO
Applications: 1) In vitro chemiluminescence analysis (in vitro)

2) In vivo imaging experiments (in vivo)
3) High sensitivity ATP analysis.

Protocols (only for reference)
In vitro luminescence detection
(1) Configure 200× of D-Luciferin stock solution (30mg/mL) with sterile water.

Note: Unused stock solution is recommended to be stored in portions at -20°C to avoid
repeated freezing and thawing.

(2) Dilute the stock solution with cell culture medium 1:200 to obtain 1×D-Luciferin working
solution (final concentration 150 μg/mL).

(3) Removal of medium from cultured cells.



(4) Add appropriate amount of 1×D-Luciferin working solution to the cells, and then perform
image analysis.
Note: The signal can be enhanced by detecting the cells after a short incubation at 37°C before
image analysis.

In Vivo Imaging Analyzer
(1) Dissolve 10 mg of D-Luciferin with 667 µL of sterile D-PBS (without Mg2+, Ca2+ ) to obtain

D-Luciferin working solution (15 mg/mL), and filter through 0.2 µm filter membrane to
remove bacteria.

(2) Refer to the table below and inject different volumes depending on the injection method.
(3) Imaging analysis was performed 5-15 min after injection into the body.

Note
1. The final concentration of the working solution is recommended to be optimized for different

experimental systems.
2. All fluorescent dyes have quenching problems, please try to avoid light to slow down the

fluorescence quenching.
3. For your safety and health, please wear lab coat and disposable gloves.
4. This product is for scientific research use only. Do not use in medicine, clinical diagnosis or

treatment, food and cosmetics. Do not store in ordinary residential areas.
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Injection
Methods

Injectable dose (for reference only)

Intravenous
injection

At a concentration of 10 μL/g body weight, add the corresponding
volume of 15 mg/mL Fluorescein Working Solution.

Intraperitoneal
injection

At a concentration of 10 μL/g body weight, add the corresponding
volume of 15 mg/mL Fluorescein Working Solution.

Intramuscular
injection

50 μL at a concentration of 1-2 mg/mL Fluorescein Working Solution.

Intranasal
injection

50 μL at a concentration of 3 mg/mL Fluorescein Working Solution.
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