	McMaster University

	Initial Issue Date: 

Revision Date:
	Procedure:
Electroblotting
	Section:

Sub-Section:  

	Title:
Standard Operating Procedure: Electrophoretic Transfer Apparatus                                     


	Document Number: 

	Approved by: 

	Page 1 of 3


1.0

Purpose:

This procedure outlines the steps to be used for electroblotting with the electrophoretic transfer apparatus.
2.0
Scope:

2.1
This procedure applies to all students, staff and researchers of the facility who wish to use the transfer apparatus.

3.0 Definitions:



Transfer apparatus – device used to transfer proteins (or other macromolecules) from a gel to a membrane.

4.0
Responsibility:

4.1 It is the responsibility of all students, staff and researchers to ensure they receive proper hands-on training by staff of the facility before performing the procedure on their own.

4.2  It is the responsibility of all students, staff and researchers to perform electrophoretic blotting according to the procedures enclosed in this document.

            4.3  It is the responsibility of the USER to report any damage or malfunction of  
                   this equipment to the emergency contact person listed.  
                   You are required to leave a note on the equipment describing the

                   problem and include your name and date the problem occurred.
5.0
Related Policies/Procedures:

Safety documents related to power supply

6.0
Equipment:

Transfer apparatus

Power supply
7.0 Action/Decision-making Framework:

	PROCEDURE

STEPS
	WORK INSTRUCTIONS
	RATIONALE

	7.1 Pre-Use

	.1  Check integrity of all electrical  connections.
.2  Place tray on a level surface.


	

	7.2  Loading

	.1  (Opt) Place two plastic bubble screens in the tray bottom.
.2  Place the cathode in the tray bottom.  The banana connector should be in the upper left hand side.
.3  Place a plastic bubble screen, ribbed side down, on the cathode.
.4  Place a Scotch-Brite pad in the tray and fill with transfer buffer to a level even with the pad.  Squeeze pad to expel all bubbles.

.5  Cut filter or chromatography paper (e.g. Whatman 3MM) the same size as the Scotch-Brite pad and place on top, avoiding bubbles in between.
.6  Place gel on filter paper.

.7  Place pre-wetted transfer membrane on the gel, avoiding bubbles in between.

.8  Rub the transfer membrane to expel excess buffer from between the gel and membrane.

.9  Place a piece of filter paper over the membrane, avoiding bubbles.

.10 Place Scotch-Brite pads (usually 2 or more) over the filter paper; add buffer until tray is almost full.  A second blot may be put in between pads.

.11 Place a plastic bubble screen, ribbed side up, on the pad and place the anode (banana connector upper right corner) on it.

.12 Position the two-holed plastic anode cover over the anode.

.13 Compress ‘sandwich’ about 2 mm for insertion into tray holder.  Add more pads if necessary.

.14 With tray level, slide it into the holder, being careful not to pinch the electrode cover.
.15 Slowly move the blotter to vertical running position.  Add buffer if needed to cover blotting area.

.16 Connect to power supply.

.17 Monitor temperature during blotting.


	Bubbles interfere with good transfer
To minimise surface area exposed to the electrode; this reduces the amount of current that needs to be passed in order to effect transfer (and reduces heating effects).

To keep gel from sliding

	7.3  Maintenance


	.1  Clean anode as recommended in manual.

.2  Never use the platinized electrode as a cathode.

.3  To avoid damage to anode, avoid exposure to chloride ions.

      Lengthy (>2 hrs) blots with more conductive buffers may damage alloy anodes.  Use recommended anode.

	

	7.4  Safety

	.1  All those participating in the electroblotting procedure must wear the appropriate 

     personal protective equipment.

     This should include lab coats & gloves. 

.2  Ensure that the blotter is connected to the recommended type of power supply.

.3  Do not bypass any safety interlocks.
.4  Turn power off before removing lid or working with the cell in any way.

.5  Adhere to voltage settings, current limits and run times as instructed in manual.
.6  Fire and/or explosion can occur if the apparatus gets too hot.

.7  Excess heat can be caused by improperly prepared buffer.

	

	
	
	

	
	
	

	
	  
	


8.0
Documentation:

9.0
References:
i. Template provided by Hamilton Health Sciences: Anatomical Pathology Department- McMaster University Medical Center.
ii. Electroblotter Manual

10.0
Developed By in Consultation With:

FHSc. Safety Office
