l/ptfma

HABA, Biotin detection agent

FT-UP05361

Product Description

Orange dye allowing the colorimetric quantity of biotin.

Catalog number: UP05361D, 29
Name: HABA
Formula: 2-(4'-HydroxyAzoBenzene)Benzoic Acid
CAS[1634-82-8], MW 242.24
Stor age: Store at Room Tenperature
O
g—OH

Scientific and Technical Information

HABA reagent offers an easy way to determine the biotin content of a solution over awide range of pH and
salt concentration. An interesting application is the estimation of the biotin content of proteinafter a
biotinylation of biomolecules.

The HABA (2-Hydroxyazobenzen-4-Carboxylic Acid) when binding to avidin, produces a yellow-orange
colored complex which absorbs at 500 nm. Biotin, avitamin that has avery high affinity to avidin (Ka=10-
15M -1), displace easily the HABA from the complex, causing the absorbance to decrease. The biotin
present in a sample can thus be determined from interpolation from a standard curve of free biotin, then the
number of moles of biotin per mole of biotinylated protein can be calculated.

HABA method can be applied to both purified proteins or complex mixtures.

Directions for Use

Protocol of Biotin dosage
Thisisastandard protocol for the dosage of bictinin solution (1)

Preparation of the reagents solution:

1- HABA Reagent: 24.2 mg HABA in 9.9 ml H20, then 100 ul 1N NaOH. The HABA solution can be stored at
+4°C or frozen in aliquotes. In case of ainsufficient dissolution of HABA, you can add 100 pl 1N NaOH and
eventually filtrated to remove particules.

2- Avidin-HABA Reagent : 10 mg of avidin (#UP39860D) + 600ul of HABA Reagent; complete to 20ml of PBS.
Useimmediately, or eventually store this solution at +4°C for 1 week use.
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Tube protocoal:

1- Pipette 900 pl of the Avidin-HABA Reagent in a1 ml cuvette.
2- Measurethe OD at 500 nm. The ODsggnmshould be 0.9-1.3.

3 Add 100ul of biotinylated sample and mix. Measure the OD at 500 nm . The ODsgonmshould be stable.
If the OD is below 0.3, the sample should be diluted ( due to an excess of biotin who gives anon significative

absorbance at 500nm).

Treatment with pronase

If the sample contains a highly biotinylated biomolecules, it should be treated with pronase to improve the avaibility

for avidin.

Prepare apronase solution at 1% in distilled water.
Heat 100 pl of biotinylated sample at 56°C for 10 min.

1-
2-
3 Add 10 ul of 1% pronase solution on sample and incubate overnight at room temperature.
4-

Realize the test here before.

Determination of the number of biotin per protein:

Three data are necessary for the calculation:

- ODsgonmof the Avidin-HABA Reagent = DO1

- ODsgonmOf the Biotin sample reaction mixture = D02

- Molar concentration of the biotinylated ssmple=P (mM)

Calcul
Net ODsoonm DA® = (0.9x DO1) — (DO2) 0.9 = dilution factor of Avidin-HABA with
sample
pmol biotin per ml reaction mixture C= DA /34 34 = mM extinction coefficient at 500 nm
mmol biotin / ml reaction mixture B= Cx10xd d = dilution factor of biotinylated sample
RatioBiot / Prot B/P

(1) Inthe case of acolored biotinylated sample, her absorbance (DO3) should be measured and correction done asfollow:

DA = (0.9x DO1)+DO3- (DO2)
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This product is sold for research purposes only. It is hot to be used for humans or animals. Thereisno express or implied warranty. No liability
is assumed merchantability, or direct and consequential damage. The user assumes all responsibility for care, custody and control of the material,

including its disposal, in accordance with all regulations.

For any question, please ask Uptima or your loca distributor.
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