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LASER CAPTURE MICRODISSECTION FACILITY 

 POLICIES AND PROCEDURES

1. TRAINING AND USE:

1.1 Demonstration/training on the machine is essential for first time users. Before using the microscope, the researcher must be trained and monitored in the use of laser capture microdissection equipment, especially for the particular application desired. Training will be conducted as needed/requested by researchers. Contact Jacqueline Mills (x53084)

1.2 Competency checks are required for the solo operation of the equipment. 

1.3 Details of each experiment, specimen should be provided before use (via a form available from Jacqueline Mills)

1.4 Users will be required to follow all the policies and procedures that are described in this and other training documents. Operators must assess the condition of the instrument and inform the microscopist (Jacqui Mills) if the instrument is not performing properly. All components of the facility must be kept clean and in good working order.

1.5 A booking diary/log book is located within the room. All use of the machine, lasers and mercury lamps should be noted in the logbook. The machine will be regularly booked by Jacqui Mills each month for maintenance.

1.6 Bookings are limited to a maximum of four hours per day, per user. This is dependant on usage. If the microscope is free or has low-level use, then this limit may be extended.  

1.7 After Hours access will be allowed for users who have been previously trained. All procedures must be followed as in normal hours. There will be no after hours access or usage for users who have not completed training. Please see Appendix A for instructions to gain after hours access to the LCM.

1.8 Users are encouraged to be considerate of the needs of others when making bookings for the machine which means limiting multiple session booking within a week to allow other users access.

1.9 Users must supply their own solutions (stains, buffer’s, and subsequent assay’s), and equipment such as pipettes. 
1.10 LCM consumables (such as slides, tubes) available for daily use will be provided at cost and charged directly to your grant or cost centre.

1.11 If a cancellation of a booking is made, users are urged to give as much notice as possible so that arrangements can be made. If you are more than 30 minutes late for your booking, other users should feel free to use the machine.  (Contact Jacqueline Mills x53084).
1.12 Equipment failure, software problems etc are to be brought to the attention of Jacqueline Mills (x53084) immediately. These should also be noted in the logbook for future reference. Minimise trouble and delay by immediately seeking help when anything seems to be broken, faulty or not working as you expected. 

1.13 The LCM room is classified PC2 so there is to be no eating, drinking, smoking, handling of contact lenses, or applying cosmetics in the facility at any time. Persons who wear contact lenses should also wear goggles or a face shield while working with infectious materials.
1.14 The PALM Microbeam is a laser device of Class 1M with no special safety requirements if operated according to instruction. Built in a laser of class 3B. It bears a potential risk. A direct or reflected beam must not strike the unprotected eye (do not look directly into the beam). (The wavelength is invisible for the human eye (λ=337nm)
1.15 The general responsibilities of each user are:

1.15.1 Keep the microscope and surrounding area clean.

1.15.2 Keeping excess oil off objectives

1.15.3 Removing belongings after each session

1.15.4 Be familiar with how to shut down the microscope if you are the last user of the day. This includes turning off the lasers and mercury lamps. 

1.15.5 Record the usage of the microscope, lasers and mercury lamp in the logbook

1.15.6 Record problems in the logbook and report them to Jacqui Mills (x53084)

1.16 All users must fill out a ‘general LCM user information’ form to provide general information regarding their sample and use of the machine. This form can be obtained from Jacqui Mills.  

1.17 Imaging of live cell’s must be authorized by Jacqui Mills (and where required the Imaging Planning Group), with full details of the specimen and decontamination procedures specific for your particular sample provided via the ‘Request to perform live cell laser capture microdissection’ form.

1.18  All procedures using the live cells are to be completed in a tissue lab. Once the cells are ready, carry the dish to the laser capture room in a secure closed container e.g. tupperware container. Gloves are to be used at all times and these gloves should be removed and placed in an autoclave bag. New gloves should be worn for the remainder of the session. 

1.18.1 Gloves must be worn when working with cell cultures

1.18.2 All procedures are performed carefully to minimize the creation of splashes or aerosols

1.18.3 Wash hands after handling biohazard material, after removing gloves.

1.19 Contaminated waste should be discarded in a contaminated waste bin, in an autoclave bag provided.

1.20  Autoclave bag/ contaminated waste should be removed from the room after every session. Take this waste to the autoclave room on Level 3.

1.21  It is the users responsibility to clean/ autoclave any parts which comes into contact with the live cells. This procedure will be covered in the initial training session.

1.22  After each session the machine and surrounding area should be cleaned. The microscope parts, especially those in contact with the live cell chamber (i.e. the stage area, objectives) should be wiped with ethanol. 

1.23  In the event of a spill, follow the guidelines below in Section 5. 

2. DATA MANAGEMENT.

Researcher must burn their data as soon as possible on to disk. There is a CD burner/ CD burning software on the LCM computer. The researcher must provide his/her own disks, and is responsible for transferring and/ or maintaining their own data. Any data left on the hard disk at the end of the month is subject to erasure. If assistance is needed in transferring images to disc, please contact Jacqueline mills (x 530084)

3. TECHNICAL SUPPORT

If any problems arise please contact Jacqueline Mills (x53084). Users are encouraged to email me with questions, complaints and suggestions regarding the use of the LCM.

4. LIVE CELL POLICIES AND PROCEDURES

If infectious materials (capable of causing infectious disease) are being used and infectious waste may be generated, several procedures must be followed. 

4.1 If you are using live cell’s you must fill in a ‘Request to perform live cell laser microdissection’ form before you use the machine and return this to Jacqueline Mills  – information required includes the type of cells you are using and a safe work practice procedure for decontamination of spills etc. The LCM room should be considered a laboratory environment, especially when using live cells. 

4.2 Containment methods for your experiment should be known: That is you should know and provide any available documentation concerning the safe methods for managing the infectious agents in the laboratory environment before using the microscope. If need be, a virologist should be contacted for this information.

4.3 For any material that may be considered highly infectious, considerations should be made whether measures should be taken to cover work areas with disposable plastic sheeting in case of spills. This should be considered on an individual basis. 

Persons working with infectious agents or infected materials should be aware of the potential hazards and shall be trained in the practices and techniques required for the safe handling of such material. 

4.4 Safety equipment should be used not only for personal protection, but also the consideration of others. This includes the use of personal protective clothing and equipment such as gloves, coats and safety glasses or goggles if necessary. There are guidelines that must be adhered to when using potentially infections material. The LCM room is a PC2 area, which means that:

4.4.1 Gloves should be worn when handling the live cell’s at all times incase of accident or spillage at any time.

4.4.2 The gloves should then be removed and discarded in an autoclavable bag. 

4.4.3 At no times should these gloves touch any other part of the microscope or computer. 

4.4.4 Never touch the eyepieces when wearing gloves as this area comes into contact with the eyes and this is a very sensitive area to infection by live cells 

4.5 Autoclave bags will be made available to use and dispose of gloves and any other infectious material. These may include cultures and stocks: anything used to contain, mix or transfer agents. This includes petri dishes, pipettes, pipette tips, eppendorfs etc. Also sharps: including broken culture dishes, cover slips, microscope slides (anything that has been in contact with infectious material). 

4.6 The location of the nearest tap and sink should be known if an accident does occur.  As well as the location of emergency equipment such as safety showers and eyewash station. 

5.EMERGENCY / ACCIDENT PROCEDURES:


Any items used in conjunction with infectious material must be decontaminated by wiping with either 5% diluted beach or 70% ethanol.

Bleach should not be used on the microscope surfaces. Use only ethanol on the microscope and its parts. All other areas may be decontaminated with diluted bleach solution. 

5.1 SPILL GUIDE:

Prevention of exposure is the main aim of spill containment and cleanup.

5.1.1. Notify any other personnel in the immediate area and if necessary evacuate the area if there are likely to be aerosol produced. Place a sign on the door to the confocal room advising people not to enter. Contact the Laboratory Manager on pager 6489.

The degree of risk involved with the spill depends on the volume of the spill, the potential concentration of the organism in the material spilled, the hazard of the organism involved, the route of infection of the organism, and the disease caused by the organism. 

5.1.2 In case of an injury or potential exposure, attend to victims immediately and request help if necessary. (Call 444)

5.2 If there is a spill on a person:
5.2.1 Action depends on the hazardous nature of the material, the amount spilled, and whether aerosols were created. 

a) If there are aerosols formed, evacuate the area.

b) Contaminated clothing should be but in autoclavable bag for disinfecting.

c) Contaminated skin should be flushed with water and thoroughly washed with a disinfectant soap.

5.2.2 Anyone cleaning the spill should wear protective clothing (lab coat, gloves) to prevent exposure

5.2.3 Take appropriate steps to confine and limit the spill, this can be done without risk to injury or contamination. 

5.2.4 Clean up any spill with appropriate procedures. 

5.3 If there is a spill on equipment:

5.3.1 Turn off the equipment

5.3.2 Remember to decontaminate using ONLY ETHANOL. 

5.3.3 Follow the following procedures.

5.3.3.1 Absorb the spill using under pads. Most disinfectants are less effective in the presence of high concentrations of organism. After absorbing dispose of materials in autoclavable bag. 

5.3.3.2 Disinfect the spill site with bleach solution wipe with towels soaked in the disinfectant. 

5.3.3.3 Absorb the disinfectant or allow to dry.

5.3.3.4 Rinse the spill site with water.

5.4. Do not handle sharps with hands. Clean up sheets of broken glass or other sharp objects with sheets of cardboard or other rigid disposable material. 

5.5 Avoid generating aerosols by sweeping.

5.6 Dispose of spill clean up debris/contaminated waste properly according to the procedures outlined previously. 

 Prepared and endorsed by the Imaging Planning Group:

Jacqueline Mills

Axel Neumann

Beric Henderson 

Dr Christine Smyth

Dr Christine Clarke

Dr Galina Schevzov

Dr Mary Sartor

Dr Patricia Mote

Prof Peter Gunning

I have read and understood and will comply with the policies and procedures of the laser capture microdissection facility of the Children’s Hospital at Westmead. 

Signed:





Date:

GENERAL LASER CAPTURE MICRODISSECTION USERS FORM

	NAME:

CONTACT DETAILS: 

DATE: 
	

	PROJECT TITLE & LAB:


	

	SPECIMEN INFORMATION [Please provide as much information as you can regarding the organism you are using:


	

	MICROSCOPE INFORMATION (Please provide as much information as you can regarding how you will be using the microscope (e.g. imaging technique, catapulting etc)


	


LIVE CELL LASER CAPTURE MICRODISSECTION  
Request to use live cells
	NAME:

CONTACT DETAILS:

DATE: 
	

	PROJECT TITLE & LAB:


	

	SPECIMEN INFORMATION [Please provide as much information as you can regarding the organism you are using:

E.g. name of organism (species, wild type etc), able to replicate etc


	

	SPECIAL DECONTAMINATION PROCEDURES:

I.e. can bleach or ethanol be used to decontaminate, or is it advisable that other solutions be used – please advise


	

	SIGNED:
	


Appendix A
Gaining After Hours Access to the LCM room

In order to gain after hour’s access to the LCM you must firstly be trained in the use of the LCM or other equipment that you wish to use in the room. Once this has occurred you will be added to LCM users list. 

The names of those on this list are held at the main Security office of the Children’s Hospital. If you wish to be added to the list, please contact the microscopist (Jacqui Mills). If you wish to access the key held at security you will need to follow the instructions below:


-Inform the Microscopist (Jacqui Mills) that you are planning to use the LCM after hours

- Take some form of identification to the security office.

- Ask to access Key 26 (Microscope room Clinical Sciences) in the ‘key watcher’.

- If you are on the list of users you will have been assigned a three digit individual code. You will need to take this code with you to the security office. 
-Each user is given a second default code of 1234 which will need to be changed by each user on their first visit to the security office. 

-These two codes are needed to access the key. 
-If you use the key, you must return it to the security office the same day.
-When using the LCM room after hours, be sure to turn off all equipment and lock the room when you leave. To lock the room, the door must be shut, and locked from the outside with the key (it does not have a flick switch lock).
- If any problems occur please contact the microscopist. If this is not possible, turn off all equipment and do not attempt to use the equipment again until the microscopist can be contacted. 
