	[image: image3.jpg]





	[image: image1.jpg]






	◆  TRIpure Reagent 抽提指南

	◆  目录号 RP02

	◆  使用手册

	◆  实验室使用，仅用于体外

	◆  TRIpure Reagent 抽提指南

	◆  目录号 RP02

	◆  使用手册

	◆  实验室使用，仅用于体外

	◆  TRIpure Reagent 抽提指南

	◆  目录号 RP02

	◆  使用手册

	◆  实验室使用，仅用于体外


[image: image1.jpg]
	◆  BCA Protein Assay Kit

	◆  Cat#  PP01

	◆  Manual

	◆  For laboratory research use only


BCA Protein Assay Kit
Cat#：PP01
	Cat#
	Preps

	PP0101
	200

	PP0102
	500

	PP0103
	2500


· Content Storage and Stability:
	Content 
	Storage
	PP0101
	PP0102
	PP0103

	BSA standards

（5mg/ml BSA）
	-20℃
	0.5ml
	0.5ml
	1ml×3

	Solution  A
	RT
	40ml
	50ml×2
	250ml×2

	Solution  B
	RT
	1ml
	2ml
	5ml×2


All reagents are stable at least one year when stored properly
· Principle
The BCA Protein Assay combines the well-known reduction of Cu2+ to Cu1+ by protein in an alkaline medium with the highly sensitive and selective colorimetric detection of the cuprous cation (Cu1+) by bicinchoninic acid. Two molecules of BCA chelate with one cuprous ion forming purple-coloured product. The BCA/copper complex is water-soluble and exhibits a strong absorbance at 562nm. Protein concentration can be determined based on absorbance because of the linear relation between them. 
· Features
1. Faster and easier than the Lowry method.
2. Sensitive, The minimum detection level of 25μg/ml.
3. Compatible with most detergents(SDS/TritonX-100/ Tween20/Tween60/Tween80 up to 5%).
4. Good linear range from 20-2000μg/ml. 
5. Coefficient of variation lower than Bradford. 

· Notes
1. Please mix protein standards after total dissolved first, and then diluted into a series of different concentrations of protein standards.
2. When Reagent B is first added to Reagent A, turbidity is observed that quickly disappears upon mixing to yield a clear, green solution.

3. A microplate Spectrophotometer(wavelengh540-590nm) or

Spectrophotometer is needed. When carry on spectrophotometer, adjust the volume of the solution A, B and sample based on the quartz cell.
4. BCA assay is interfered by chelating agents and high concentration reducing agents. Make sure EDTA<10mM, no EGTA, DTT<1mM and β-ME <1mMin sample buffer. When BCA assay can not work, resolve it by dialyze, desalt, dilute sample or precipitate proteins with acetone or trichloroacetic acid (TCA). 
5. Heat by microwave oven can quicken the process, but make sure the temperature is not too high.
6. If the background noise of dilution or lysis solution is high, please use the Aidlab Bradford Assay kit.
· Procedure
1. Prepare working solution: Mix solution A with solution B on volume ratio 50:1.

Prepare sufficient working solution based on the number of samples to be assayed. The Working solution is stable for 24h at room temperature.

2. Dilute BSA standard to 0.5mg/ml with 0.9%NaCl or PBS.

3. Pipette 0, 1, 2, 4, 8, 12, 16, 20µl BSA standard into microplate wells and make up all to 20μl with the diluted solution for standard protein.
4. Pipette 20µl sample into microplate wells.
If the volume of sample less than 20µl, please make up to 20μl with the diluted solution for standard protein.
5. Add 200µl BCA working solution to each well and mix plate thoroughly. Incubate at 37℃ for 30-60min or at room temperature for 2h or at 60℃ for 30min.

Increasing the incubation time or temperature increase the absorbance and decrease the minimum detection level.
6. Cool plate to room temperature and measure the absorbance at 562nm or 540nm between 590nm on a plate reader.  

7. Use the standard curve to determine the protein concentration.
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