ELISA Pre-Lab (Go to my website agenda to easily click on webpages)

Open note quiz over material below next class
I. How does the immune system work?

http://highered.mcgraw-hill.com/sites/0072495855/student_view0/chapter24/animation__the_immune_response.html
a. View the animation and record quiz answers.  You may be asked these questions on a test
II. How Does HIV Infect?

http://highered.mcgraw-hill.com/sites/0072495855/student_view0/chapter24/animation__how_the_hiv_infection_cycle_works.html
b. View the animation and record quiz answers.  You may be asked these questions on a test

_____________________________________________________________________________

III. Use the Internet to find the ANSWERS to the following questions
a. What does ELISA stand for?
b. In ELISA, antibodies are used. What is an antibody and what is its function?

c. Briefly outline 10 or fewer steps in performing an ELISA

d. What are ELISAs used for?

e. Why are ELISAs preferable to other assays

f. Many companies make ELISA kits to test for particular things. Fina an example of an ELISA testing kit. What does it test for and of what value are the test results?

__________________________________________________________________
IV. How Will I Perform and ELISA Test ?
http://www.hhmi.org/biointeractive/vlabs/immunology/index.html
a. What has the ELISA plate been pretreated with?

b. What is the purpose of the positive control? How about the negative control?

c. In step 5 why do you incubate the plate at 37 degrees C for 15 minutes?

d. What problem could arise if the timer is set for less than 15 minutes?

e. What problems could arise if the temperature is too high? How about too low?

f.  How many times is the wash in step 6 completed in a real laboratory? Why?

g. What is the purpose of the second antibody in step 7?

h. What is the purpose of the wash in Step 9?

i. What is the purpose of the substrate containing enzyme added in step 10?
j. Place an X in each box below to indicate a positive result:

	
	Patient A
	Patient B
	Patient C
	Positive
	Negative

	1:2
	
	
	
	
	

	1:10
	
	
	
	
	

	1:100
	
	
	
	
	


Where any mistakes made during your assay?  If so what were they?
V. Using ELISA

http://www.biology.arizona.edu/immunology/activities/elisa/technique.html
a. List the 4 components used to carry out ELISA

b. View a positive and negative result.  Explain or diagram the steps involved
c. Is it possible for a person not infected by HIV still have a positive test result?  Explain
d. Interpret the test result below

	Positive Control
	Negative Control
	Patient A
	Patient B
	Patient C
	Assay Control

	1.689
	0.153
	O.055
	0.412
	1.999
	0.123


e. What is the ELISA test intended to measure?

f. What would happen if serum were omitted from the ELISA, but all other steps remained the same and were performed properly?
g. What would happen if the anti-human Ig-conjugate were not washed free of the well before the substrate was added?
h. From the ELISA data, which patient is seropositive for HIV? 

	Positive Control
	Negative Control
	Patient A
	Patient B
	Patient C
	Assay Control

	1.689
	0.153
	O.055
	0.412
	1.999
	0.123


