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 SEQ CHAPTER \h \r 1LAB 2 Immunoprecipitaton REPORT 

This report must be done as a group, not individually, as there is only one set of slides per group. If this is a problem, please see the lab instructor.

Group number:

Group Names:

Data Presentation and Analysis 

Part I:
Double Immunodiffusion




1.  Attached dried and stained immunodiffusion slides using clear tape to completely cover each slide below. If your group has made changes to set up of slide indicate this where requested 

A) Centre well: anti-sheep whole serum (tape here)
 B) Centre well: anti-sheep IgG (tape here)

Figure 1. Double Immunodiffusion slides with antigens starting clockwise from top well. (a) pure sheep albumin,  (b) crude sheep albumin, (c) crude sheep IgG (sodium sulfate precipitation), (d) pure sheep IgG,(e) whole sheep serum and (f) crude sheep IgG (DEAE cellulose). If your slides differ – state this here: ___________.

2. Record requested information in the following tables. Refer to lab immunoelectrophoresis results (shows if contaminants are present) to assist you in answering expected precipitin reaction for your crude preps. Read all footnotes.

	Table 1. Double Immunodiffusion precipitin reactions between various antigens with r to anti-sheep whole serum in the centre well.

	Adjacent Antigens in Surrounding Wells
	Type of Precipitin Reactionc

	
	Observed 
	Expected

	purea sheep albumin: crudeb sheep albumin

	
	

	crude sheep albuminb: crude sheep IgG (sodium sulfate fractionation)
	
	

	crude sheep IgG  (sodium sulfate fractionation): pure sheep IgG
	
	

	pure sheep IgG: whole sheep serum
	
	

	whole sheep serum: crude sheep IgG (DEAE cellulose)
	
	

	*crude sheep IgG (DEAE cellulose): pure sheep albumin
	
	


	Table 2. Double Immunodiffusion precipitin reactions between various antigens with anti-sheep IgG in the centre well.

	Adjacent Antigens in Surrounding Wells
	Type of Precipitin Reactionc

	
	Observed 
	Expected 

	purea sheep albumin: crudeb sheep albumin
	
	

	crude sheep albuminb: crude sheep IgG (sodium sulfate fractionation)
	
	

	crude sheep IgG  (sodium sulfate fractionation): pure sheep IgG
	
	

	pure sheep IgG: whole sheep serum
	
	

	*whole sheep serum: crude sheep IgG (DEAE cellulose)
	
	

	crude sheep IgG (DEAE cellulose): pure sheep albumin
	
	


a purchased pure chemical b crude albumin fraction collected in the lab. Assume the crude albumin contains IgG when considering the expected results.

c a precipitin reaction is what happens between two adjacent antigen (outside wells) with respect to centre antibody. Record as identity, partial identity, non-identify or no reaction. If adjacent well does not contain any antigens that is recognize by the centre antibody then there is NO REACTION between antigens.

3. Analyse the expected precipitin reaction for asterisked reactions.

Center well is anti-sheep whole serum and and adjacent antigens in surround wells are *crude sheep IgG (DEAE cellulose)adjacent pure sheep albumin:
Center well is anti-sheep IgG and adjacent antigens in surround wells are * whole sheep serum adjacent to crude sheep IgG (DEAE cellulose):

4. Give the antigenic determinants found in protein 1 and protein 2 for the double immunodiffusion reactions shown.

[image: image1.wmf]Protein 1: _______________

Protein 2: _______________

Part II:  Immunoelectrophoresis
5.  Insert dried and stained immunoelectrophoresis slide in space about figure title using clear tape to completely cover slide below. Label slide with charge orientation, sample well contents and centre well contents (hand labelling in pen is acceptable). Label precipitin bands for IgG and albumin (see lab introduction).

Figure 2. Immunoelectrophoresis slide with crude sheep IgG samples. 

Part III & IV:  Single Radial Immunodiffusion (SRID) and Rocket Immunoelectrophoresis
6.  Insert dried and stained (optional) SRID and rocket immunoelectrophoresis slides in space about figure title using clear tape to completely cover slide below. Label slide with name (either SRID or Rocket Immunoelectrophoresis. Label all wells. No other labelling required. Hand labelling in pen is acceptable.

Figure 3. SRID and rocket immunoelectrophoresis slides as prepared in the MBIO4010 lab.

7. Include a completed Excel spreadsheet (1st tab at bottom of worksheet). Include all requested information. The standard curve is IgG (μg) (y-axis) vs halo diameter (x-axis). Even though halo diameter is the variable and should be plotted on the x-axis, it is plotted on the y-axis to make calculation of regression formula easier. See lab 2 appendix for Excel functions and graph presentation procedure. 

8. Include a completed Excel spreadsheet (2nd tab at bottom of worksheet). Include all requested information. The standard curve is BSA (μg) (y-axis) vs rocket height (x-axis). Even though rocket height is the variable and should be plotted on the x-axis, it is plotted on the y-axis to make calculation of regression formula easier. See lab 2 appendix for Excel functions and graph presentation procedure.

Note: Two different volumes of bovine serum were loaded, only choose data that is located within the standard curve range, omit even if close to range limits. If no ideal data is available, use the best sample data you have.  In reality each volume should be loaded in duplicate or triplicate but the size of the slide limits this.

