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Product Manual
.y LR
FmiRsS:
PC16953
CAS No. :
216699-35-3
Formula:
C33H30N205
Molecular Weight:
534.6
Storage:
Keep away from direct sunlight,Powder: -20°C for 3 years | In solvent: -80°C for 1 year
Description:

5-ROX (5-Carboxy-X-rhodamine), a rhodamine dye, exhibits strong fluorescence in
aqueous buffer with an excitation wavelength (Aexit) of 580 nm (¢ = 3.6 x1074/(M-cm)) and an emission wavelength (A
emit) of 604 nm (= 0.94).

Targets(1C50):
Others
In vitro:

I. Nucleic acid or protein labeling

1. Material preparation:

1) 5-ROX dye (usually in the form of NHS ester or succinimidyl ester).

2) Nucleic acid or protein sample.

3) Buffer (such as 0.1 M NaHCO; , pH 8.5).

4) Organic solvent (such as DMSO or DMF, used to dissolve the dye).

2. Labeling steps:

1) Dissolve the dye: Dissolve 5-ROX dye in anhydrous DMSO or DMF, usually at a concentration of 10 mM.

Note: The dye solution should be kept away from light and used as soon as possible.

2) Prepare the labeling reaction: Add 5-ROX solution to the nucleic acid or protein

sample, usually at a molar ratio of 10:1 (dye: target molecule); add an appropriate

amount of buffer (such as 0.1 M NaHCO; , pH 8.5) to the reaction system to ensure that the reaction environment is suitable
for the formation of amide bonds.

3) Incubation: Incubate at room temperature for 1-2 hours (protein labeling) or 2-4 hours (nucleic acid labeling), avoiding
strong light exposure.

4) Purification: Use ultrafiltration centrifuge tubes, gel filtration columns or HPLC to purify unbound dye molecules.

5) Storage: Dissolve the labeled product in an appropriate buffer (such as TE buffer) and store at -20°C away from light.
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II. Real-time PCR (qPCR) application

1. Material preparation:

1) 5-ROX fluorescent dye.

2) Real-time PCR reaction mixture (including template, primers, probe and polymerase).

3) Appropriate fluorescence detection equipment (such as gPCR instrument with orange-red light channel).

2. Usage steps:

1) Add 5-ROX: Add an appropriate amount of 5-ROX according to the equipment

requirements (usually a final concentration of 50-100 nM per 50 pL reaction system).

2) Mix well: Gently mix the reaction solution to avoid bubbles.

3) Run PCR: Detect fluorescence signals within the wavelength range supported by the device (excitation ~580 nm, emission
~600 nm).

Notes:

1) Avoid light: 5-ROX is light-sensitive and should be kept away from light as much as possible during operation and storage.
It is recommended to store it at 4°C for short

term and -20°C for long term.

2) Solvent selection: Use anhydrous DMSO or DMF to ensure the stability of the dye.

3) Optimize labeling efficiency: The pH and dye concentration of the sample should be adjusted according to the
characteristics of the target molecule to optimize the labeling efficiency.

4) Safety: Avoid skin contact and inhalation, and wear gloves and goggles during operation.

The above information is based on published literature. Experimental procedures should be appropriately modified to meet
specific research demands.

Solubility:
DMSO: 100 mg/mL (187.06 mM),Sonication is recommended.(< 1 mg/ml refers to the product slightly soluble or insoluble)
In vivo Formulation:

10% DMSO+90% Saline: 0.33 mg/mL (0.62 mM),Solution.

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:

Tmg 5mg 10mg
TmM 1.8706mL 9.3528mL 18.7056mL
5mM 0.3741mL 1.8706mL 3.7411mL
10mM 0.1871mL 0.9353mL 1.8706mL
50mM 0.0374mL 0.1871mL 0.3741mL

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.

Reference:

Kricka LJ. Clinical and biochemical applications of luciferases and luciferins. Anal Biochem. 1988 Nov 15;175(1):14- 21.
Kenneth J. Livak, Thomas D. Schmittgen. Analysis of Relative Gene Expression Data Using Real-Time Quantitative PCR and
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