RA-17, Skeletal Myoblast Prep

William Harvey Research Institute

Laboratory Procedure and COSHH Risk Assessment

Group:



Assessment identifier:
RA-17
Date of assessment:
July 2013
Date for review:

August 2014
Title of Procedure:
Preparation of Skeletal Myoblasts
Location of Work:

Risk assessment RA-General must be followed at all times
Lab coats and Safety Glasses to be worn.
Section 1 – Description of Hazardous Material and Procedures including controls to be used
Primary skeletal myoblasts are prepared from dissected rat or mouse skeletal muscle using an enzymatic process.  Cells are then maintained in lab ??? or the cell culture lab ???. For AAV or lentiviral transfection, cells will be transferred to lab ???.
Solutions & Materials
Collagenase Type 1 (Sigma-Aldrich C0130) CARE. Signal Word: Danger.
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(Hazard statements: H315 Causes skin irritation. H319 Causes serious eye irritation. H334 May cause allergy or asthma symptoms or breathing difficulties if inhaled. H335 May cause respiratory irritation). Weigh out in a closed balance – wipe up any spills with damp paper towel immediately.
DMEM-HG (Invitrogen 41966052), with 2% L-glutamine and 1% Pen/Strep 

Fetal Bovine Serum (FBS)

Horse Serum (HS)

Chick Embryo Extract (CEE)

Martrigel (Marathon) 1mg/ml in DMEM-HG

Basic FGF (Invitrogen 13256029) 100μg/mL in PBS containing 10%FBS

Petri Dish 50 mm × 18 mm (VWR)

Primaria 24 well (VWR 

Glass Pasteur Pipettes (VWR) – necessary for visibility.
7 mL Bijoux Container (VWR 215-0328)

Media required:

Day 1


DMEM-HG containing 2% L-glutamine and 1% Pen/Strep

Plating Medium: DMEM-HG, 10% HS, 0.5% CEE

Medium for serum rinse: DMEM-HG, 10%HS

Collagenase Type I solution: 2 mg/mL Collagenase Type I in DMEM-HG

Day 2


Growth Medium: DMEM-HG, 20%FBS, 10%HS, 0.5%CEE, 5ng/mLbFGF

Advance Preparation:

Pasteur Pippets cut using knife so that the diameter of the mouth is about 3 mm, heat-polished to remove sharp edges. Long, fine heat-polished Pasteur Pipette with openings of about 0.5 – 1.0 mm.

Pipettes coated with serum.

Five Petri Dishes rinsed with neat HS and add 8 mL DMEM-HG per dish. Incubate at 37ºC / 5% CO2 for at least 30 min before use.

Solution of Collagenase Type 1 (Sigma) prepared immediately before use. About 2mL per muscle is sufficient. Collagenase is irritating to the eyes, respiratory system and skin and may cause sensitisation. Weigh out in a closed balance – wipe up any spills with damp paper towel immediately.
Primara 24 well with 20μL Matrigel solution placed in the centre of each well.

Method
Day 1
Carefully dissect EDL from Lewis rat handling by tendons only. CARE: Good surgical practice to be followed.
Immediately place muscles into individual Bijoux of Collagenase solution and incubate in a 35ºC shaking water bath for 1 – 1.5 hours. At this stage, single fibres can be seen to detach from the edges of muscles.

Transfer muscles into separate prepared Petri dishes. Liberate single fibres by gentle trituration with a wide- mouthed Pasteur pipette.

Remove separated fibres into a fresh Petri dish using a fine Pasteur pipette. Serially transfer fibres through 2 – 4 dishes to purify. Select only perfect fibres and handle gently. Incubate at 37ºC/5%CO2. At this stage, fibres can be either fixed for immunostaining or cultured.

Using a fine, polished Pasteur pipette, gently place 1 single fibre in the centre of each well of the 24 well plates.

Gently add 0.5 mL of warmed plating medium down the side of each well, taking care not to disturb the fibre. Immediately transfer cultures to the incubator and disturb as little as possible for the first 24 hours.

Day 2
Check the plate and make a mark to the plate which has a living single fibre.

Remove the living single fibre and discard the other plates.

Change the plating medium into proliferation medium.
Day 4, 5
Collect the myoblast using 200 mL trypsin-EDTA and count the number (Care – Trypan blue, Signal Word: Danger
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(Hazard statement: H350 May cause cancer). Minimum volumes, all spills mopped up immediately. Gloves, lab coats and safety specs at all times).
Primary skeletal myoblast passaged according to the instruction below,

35 mm dish
5 × 104 cell

T25

1.5 × 105 cell

T75

3 – 5 × 105 cell

T175

1.5 × 106 cell

Passage every 2 days

Users must be familiar with risk assessment RA-4 (Cell Culture). If GM animals are to be used then the GM risk assessments (GMRA…) must also be adhered to and all waste must be inactivated (with 1% Distel or by autoclaving) prior to disposal.

SECTION 9 - Review of assessment

The person writing the assessment and the Head of Group must sign off the assessment.
Name of assessor: 




Signature:…………………


Name of Head of Group: 



Signature:…………………

………………………………………………………………………………………..

SECTION 3 - User Declaration 

I have read this laboratory procedure and COSHH risk assessment and understand the risks and the measures that must be taken to control such risks. I will notify the lab manager/head of group of any changes to the methodology described here which may affect the Health & Safety of myself or others.  

	NAME: Please print
	SIGNATURE
	DATE
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