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	Purpose
	This procedure provides instructions for using Ventana  Ultraview DAB detection and the ISH View Blue Plus detection kits to achieve an antibody-antigen complex

	Materials
	Reagents
	Supplies
	Equipment

	
	· Antibodies, prediluted (in appropriate delivery system)
· Reaction buffer (check pH when new batch is prepared & weekly there after 7.6+ or- 2)
· EZ prep

· Ultra LCS
· Ultra CC1

· SSC

· Negative mouse or rabbits serum
· 100% alcohol

· 95% alcohol
· Americlear
· Ultra View DAB detection kit
· ISH Blue Plus detection kit
· Hematoxylin
· Bluing
· Amplifier A&B
· Ultra View Block
· Protease

	· Plus slides

· Coverslips, mounting media

· Immuno request form

	· Ventana Ultra stainer
· Ebar slide label printer
· Drying oven

	Sample
	Formalin fixed paraffin embedded tissue

B+ fixed paraffin embedded tissue

Note: Requests for immunohistochemistry on frozen section slides fixed in 95% alcohol,

cytospin slides fixed in 95% alcohol and imprint slides fixed in 95% alcohol are sent to ANW Immuno lab.


	Quality Control


	Positive controls are run with each antibody.  A negative tissue control is run with each antibody in the form of a negative internal control with the positive tissue or a multi tissue block containing both positive and negative tissues for the specific antibody. A negative reagent control is not required. Whenever possible, the control should be placed on the same slide as the patient. See antibody validation forms for documentation of antibody validation.  All control slides are reviewed each day of patient testing and documented in patient report or worksheet.
All reagents and solutions must be properly labeled, as applicable and appropriate, with the following elements:
· content and quantity, concentration or titer

· storage requirements

· date prepared or reconstituted by laboratory

· expiration date




	Procedure
	Includes the following specimens:

· formalin fixed paraffin embedded tissue

· B+ fixed paraffin embedded tissue


	
	Step
	Action
	Related Document

	
	1
	Place sections on Plus® slides.  If possible place the control tissue on the top of the slide with the patient on the lower half of the slide.  Dry slides @ 65-70º C for 20-30 minutes. To make labels, choose the main screen, choose the label button.

	

	
	2
	Click on “protocols” button on top-right.
	

	
	3
	Highlight and double click desired antibody protocols to add to print list.


	

	
	4
	After adding all necessary protocols, click “close/print” button at bottom right.


	

	
	5
	Enter accession number and patient name for each barcode and click “print”.


	

	
	6
	After all barcode labels are printed, press “feed” button on Ebar printer.


	

	
	7
	Tear off labels—pull up.


	

	
	8
	Remove paper from protective cover, fold over label.


	

	
	9
	Place barcode label squarely on slide and smooth over.


	

	
	10
	In the upper left corner click on the green reagent area then in the lower left corner choose ready.
	

	
	11
	Place slides on the instrument, ensuring the slide hits all four posts, labels facing toward the center of the instrument.


	

	
	12
	Remove magnetized retainer from the bottom of the dispensers and place on the instrument carousel. 


	

	
	13
	Close the instrument lid

	

	
	14
	Click on start in the lower right corner.

	

	
	15
	Ultra will read the slides and reagents.


	

	
	16
	Protocol completion times can be viewed by clicking on the slide icon (left side of screen).

	

	
	17
	Additional slides can be added at any time providing that the reagents have been load prior to the start of the run.


	

	
	18
	To load additional reagents a landing zone needs to be chosen.  ( see Ultra User Guidelines page 37 )

	

	
	
	UPON COMPLETION OF RUN PROCESS


	

	
	19
	Remove slides from trays that have blinking green lights and place in a dilute solution of Dawn dish soap (1ml of Dawn soap to 500ml of water).


	

	
	20
	Rinse slides in 2 changes of 100% alcohol.


	

	
	21
	Rinse in Americlear and coverslip.


	

	
	22
	Remove reagents, do the daily wipe and choose instrument sleep mode.

	

	Procedure Notes


	The Ventana Ultra uses prepared protocols for each immuno run.  The methodology uses the Ultraview detection kits for all antibodies and their protocols.  All antibodies purchased are either predilutes or concentrates placed in the Ventana delivery system.  See manufacturers protocol data sheets prepared for each antibody.  The Ultraview detection kit is biotin free and will not stain endogenous biotin.
Protocols do not need to be modified for B+ fixed tissue or tissue that has been decalcified.

In light of this polymer-based detection system, negative reagent controls are not required.

Antibody Validation Procedure (See HI. 1.28)
Each antibody is evaluated using different antigen retrieval times as well as different times during primary antibody incubation (see antibody validation form).  Controls are evaluated. The staining is scored by a pathologist and results recorded.  New lots of antibodies and detection system reagents are evaluated and compared to the previous lot using the same protocol as previous lots. Adjustments are made as necessary.

EBV In situ: This protocol takes 6 hours and uses 13 reagent spots.Neg controls part of procedure.




	Interpretation/

Results/Alert Values

	All interpretation and reporting is done by a qualified pathologist.  Antibodies are classified as either in-vitro diagnostic use or analyte specific reagents.  The report format will include the appropriate FDA disclaimer if class I analyte-specific reagents are used. (ANP.12425)  If a predictive/prognostic marker is used, the report will include information on processing, the antibody clone, and the scoring method used.


	Maintenance

	Daily

· Visually examine reagent bulk containers.
· Daily wipe

Monthly & quarterly
· Performed by the biomed department.


	References
	1. Ventana  User Guide

2. Introduction to Antibodies from Chemicon International 1998

3. Immunochemical Staining Methods 3rd edition from Dako Corporation
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