Part A:  Location and Properties of the Con A Receptor

Materials Provided
Con A-Buffer- The buffer concentrate must be diluted 10 fold with distilled water.  The                                                                                                                               work contains 0.15M NaCl, 0.1 mM MnSO4, 0.1 mM CaCl2, 0.2% BSA 10, mM Tris-HCl, pH 6.8.

Con A-Peroxidase- The Con A-peroxidase is dissolved in Con A-buffer.

Galactose (1M)- The sugar is dissolved in Con A-buffer.

Mannose (1 M)- The sugar is dissolved in Con A-buffer.

Peroxidase Substrate Solution (Freshly prepared)- This solution containing hydrogen peroxide, chloronapthol, and Tris buffer should be made up 1-10 minutes before experiment.

Procedure
1. Using a pencil, label #1-#4 on the frosted sections of 4 clean slides.

2. Gently scrape the lining of the inside of your cheek to remove a few epithelial cells.  Smear the cheek cells on the top; surface of slides #1-#4.

3. To fix the cells, place 1-2 drops of ethyl alcohol on the cells on top surface of the slides and allow to air dry.   

4. Rinse each slide with 2 mL of Con A-buffer.  Draw 1 mL of buffer and slowly expel buffer onto top of slide.

II.  The Reaction

1. Obtain 4 microtubules and label #1-#4.

2. Using microliter dispenser, add the following to the tubes.

	Tube #
	Con A-buffer
	Con A-Peroxidase
	Galactose
	Mannose

	1
	35 µL
	0
	0
	0

	2
	10 µL
	25 µL
	0
	0

	3
	0
	25 µL
	10 µL
	0

	4
	0
	25 µL
	0
	10 µL


   3.  Dispense 15 µL of the solution in tube #1 onto slide #1, 15 µL of the solution in tube #2 onto slide #2, 15 µL of solution in tube #3 onto slide #3, and 15 µL of the solution in tube #4 onto slide #4.
III.  Color Development and Microscopic Analysis

1. Rinse each slide with 5 mL of fresh Con A-buffer.  (This step will remove Con A-peroxidase that is not bound to the epithelial cell).

2. Place 3-4 drops of Peroxidase Substrate Solution onto cells on each slide.  After 5 minutes, place additional drops of substrate solution on the slides.

3. After 10 minutes, rinse slides with water and dry.

Data Analysis
In the table below, record the intensity and subcellular distribution of the purple color on your slides.

	Slides #
	
	                Purple Color

	
	
	Intensity
	Subcellular 

	
	
	
	Distrubtion

	1
	
	no purple
	was no purple; just green and red

	2
	
	dark purple
	big purple band surrounds cell

	3
	
	light purple
	thin faint purple; surrounds cell 

	4
	
	no purple
	no purple; just green and pink


Part B.  The Con A-Induced Hemagglutination Reaction
Materials
Con A-buffer

Con A dissolved in Con A-buffer

Mannose (1 M)- Dissolved in Con A-buffer

Galactose (1M)- Dissolved in Con A-buffer

I.  Preparation of the Erythrocyte Suspension


1.  Place 2 mL of Con A-buffer into a test tube.  


2.  added 2 full drops of blood to fall into tube.


3.  Dispense 0.2 mL of the erythrocyte suspension into 8 small  tubes.

II.  The Hemagglutination Reaction

1. Label small test tubes #1-4.

2. Add following to the tubes.  (Be sure to mix erythrocyte suspension) 

	Tube #
	Erythrocyte 
	Con A
	Con A
	Galactose
	Mannose

	
	Suspension
	Buffer
	
	
	

	1
	15 µL
	20 µL
	0
	0
	0

	2
	15 µL
	10 µL
	10 µL
	0
	0

	3
	15 µL
	0
	10 µL
	10 µL
	0

	4
	15 µL
	0
	10 µL
	0
	10 µL


3. Incubate tube for 30-45 min. at room temperature.  

4. Obtain 4 slides, and place 10 µL of solutions in tube s#1-4 onto slides #1-4.

Data Analysis
Count 100 erythrocytes and count the number of them that are in contact with other erythrocytes:
	Slide #
	
	
	% Erythrocytes in contact

	
	
	
	with other erythrocytes

	1 (only free red blood cells)
	
	
	2%

	2
	
	
	50%

	3 (added galactose)
	
	
	60%

	4 (more free red blood cells)
	
	
	17%


