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Reducing Sugar Content Assay Kit

Note: Take two or three different samples for prediction before test.
Operation Equipment: Spectrophotometer/microplate reader
Catalog Number: BC0235

Size:100T/48S

Product Composition: Before use, please carefully check whether the volume of the reagent is
consistent with the volume in the bottle. If you have any questions, please contact Solarbio staff in

time.
Reagent name Size Preservation Condition
Reagent | Liquid 50 mLx1 2-8°C
Reagent II Liquid 10 mLx1 2-8°C
Standard Powderx1 2-8°C

Solution Preparation:

1. Standard: Containing 10 mg of anhydrous glucose (loss on drying < 0.2%). Add 1 mL of
distilled water to dissolve it for standby before use. It can be stored for two weeks at 2-8°C, or it can
be stored for a longer time with saturated benzoic acid solution.

Product Description

Reducing sugar is widely found in animals, plants, microorganisms and cultured cells.
Reducing sugars in plants mainly include glucose, fructose and maltose, which are the most
common monosaccharides and disaccharides. Glucose and fructose are not only the main substrates
of respiration, but also the substrates for further synthesis of sucrose, starch and cellulose.

Heating can promote the formation of brownish red amino compound from 3,5-Dinitrosalicylic
acid solution and reducing sugar in alkaline solution. This brownish red amino compound has a
characteristic absorption peak at 540 nm. Within a certain concentration range, the content of
reducing sugar has a linear relationship with the absorbance at 540 nm. According to the standard

curve, the amount of reducing sugar in the sample can be calculated.

Reagents and Equipment Required but Not Provided.
Spectrophotometer/microplate reader, water-bath, table centrifuge, sonicator transferpettor,

micro glass cuvette/96 well flat-bottom plate, mortar and distilled water.

Procedure

I. Extraction of reducing sugar

a. Bacteria or cell treatment:
Collect the bacteria or cells into the centrifuge tube, discard the supernatant after centrifugation;
The bacteria or cells (10%) : the volume(mL) of Reagent I is 500~1000: 1 (It is suggest to add 1
mL of
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Reagent I to 5 million of bacteria or cells), ultrasonic broke bacteria or cells (ice bath, power of
200 W, ultrasound for 3 s, interval of 10 s, repeat 30 times). Transfer to the covered centrifuge
tube (to prevent water loss during heating), water bath at 80°C for 40 minutes and during which
shake for 8-10 times. Centrifuge at 8000 xg for 10 minutes at 25°C, take the supernatant for
determination.

b. Tissue:
The proportion of tissue mass (g): the volume(mL) of Reagent I is 1:5-10 (it is recommended to
weigh about 0.1 g of tissue and add 1 mL of Reagent I), ice bath homogenate. Transfer to a
covered centrifuge tube (to prevent water loss during heating), water bath at 80°C for 40 minutes
and during which shake for 8-10 times. Centrifuge at 8000 xg for 10 minutes at 25°C, take the
supernatant for determination.

c. Treatment of serum (slurry):
The proportion of serum (slurry) volume (mL): Reagent I volume (mL) is 1:5 ~ 10 (it is
recommended to take 0.1 mL of serum (slurry) and add 0.9 mL of Reagent I), ice bath
homogenate. Transfer to covered centrifuge tube (to prevent water loss during heating), water
bath at 80°C for 40 minutes and during which shake for 8-10 times. Centrifuge at 8000 xg for 10
minutes at 25°C, take the supernatant for determination.

I1. Determination procedure:

a. Preheat the spectrophotometer/microplate reader for 30 minutes, adjust the wavelength to 540

nm and

the spectrophotometer adjust zero with distilled water.
b. Standard preparation: Dilute the standard with distilled water to 0.6.0.5.0.4.0.3.0.2.0.1 mg/mL.
c. Add the following reagents successively into the EP tube:

Reagent (uL) Contrast Tube (C) Test Tube (T) Standard Tube (S) Blank Tube (B)
Sample 175 175 - -
Standard solution - - 175 -
Reagent II - 125 125 125
Distilled water 125 - - 175

Mizx, heat in boiling water bath for 5 minutes (cover tightly to prevent water loss), cool to room
temperature immediately after taking out, mix well. Take 200 pL of the reaction solution to a micro
glass cuvette or 96 well plate, and read the absorbance values of standard tube, contrast tube, test
tube and blank tube at 540 nm. Calculate AA=At-Ac. Blank tubes and standard curves only need to
be done 1-2 times.

III. Calculation of reducing sugar content:
1. Standard curve:

According to the concentration and absorbance of the standard tube (As-Ag), establishthe

standard curve, x is the absorbance value, y is the concentration of the standard (mg/mL).Calculate

the content of reducing sugar in the sample according to the standard curve. Take AA(AT-Ac) into X

R/
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to obtain y value by calculate.
2. Calculate by Sample fresh weight:
Reducing sugar content (pg /g fresh weight) =1000xyxV1+W=1000xy=W

3. Calculate by the protein concentration:

Reducing sugar content (ug /mg prot) =(1000xyxV1)+(V1xCpr) =1000xy+Cpr
4. Calculate by the number of bacteria or cells

Reducing sugar content (ug /10* cell) = 1000xyxV1+500 =2xy
5. Calculate by the volume of serum (plasma):

Reducing sugar content (pug /mL) =1000xyxV2+V3=10000xy

1000: Unit conversion coefficient, | mg/mL = 1000 pg/mL;
V1: Add the volume of Reagent I, 1 mL;
V2: Add the total volume of serum and Reagent I, 1 mL;
V3: Add the volume of serum (plasma), 0.1 mL;
Cpr: Sample protein concentration, mg/mL;
W: Sample fresh weight, g;
500: Total number of bacteria or cells, 5 million.
Notes:
1. Each test tube shall be provided with a contrast tube.
2. If the absorbance value exceeds the linear range, the sample size can be increased or diluted

before determination
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Related Products:

BC0330/BC0335  Trehalose Content Assay Kit

BC0340/BC0345  Glucogen Content Assay Kit

BC2530/BC2535  Sorbitol Dehydrogenase(SDH) Activity Assay Kit
BC0030/BC0035  Plant Soluble Sugar Content Assay Kit

Technical Specifications:
Minimum Detection Limit: 0.0616 mg/mL
Linear Range: 0.1-0.6 mg/mL
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