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RISK ASSESSMENT AND STANDARD OPERATING PROCEDURE
	1. PERSON CARRYING OUT ASSESSMENT

	Name
	Nanet Willumsen
	Position
	Research Technician
	Date
	07/04/2020

	2. DESCRIPTION OF ACTIVITY (include storage, transport and disposal if relevant)

	RNA extraction from fresh frozen human tissue using TRIzol/QIAzol reagent
RNA extraction protocol – QIAzol/TRIzol + Min elute spin column clean up 

NB Only use QIAzol/chloroform in fume hood

NB dispose of all QIAzol/chloroform in marked bin in hood for proper disposal

· Prepare working area in fume hood: spray down surfaces, pipettes, tip boxes, ice box with RNAse zap

· Collect tissue samples and keep on dry ice.

· Pre-cool dounce homogeniser and pestles on foil placed on ice in fume hood.

· In a fume hood add 500(l QIAzol Lysis reagent to sample and transfer to dounce 

(>1ml per 100mg required, tissue < 10% volume of QIAzol)

· Dounce homogenise tissue ~5 strokes pestle A. ~10 strokes pestle B and transfer to clean labelled Eppendorf (keep samples on ice until all have been homogenised)

· Leave to rest at room temperature (RT) for 5mins

· Add 100(l Chloroform securely cap tube before vigorous shaking ~15sec

· Leave to rest at RT for 2-3 mins

· Centrifuge 4(C 15mins 12,000xg

· Return to fume hood. 

· Transfer upper aqueous phase to new tube. Set pipette to 100(l and take as much as possible without disrupting the white middle layer or taking up any QIAzol reagent.

· Dispose of lower layers in marked bin in fume hood

· Add equal volume of 70% Ethanol (made up from 100% molecular grade Ethanol and nuclease free water)

· Vortex   

· Return to fume hood and transfer up to 700(l to RNeasy MinElute spin column

· Centrifuge >8000xg 15-20sec

· Return to fume hood and discard flow through in marked bin

· Add 350(l RW1 to spin column

· Centrifuge >8000xg 15-20sec

· Return to fume hood and discard flow through in marked bin

· Make up DNAse solution 10(l DNAse in 70(l RDD per sample (make excess)

· Mix by inverting tube NB DNAse is fragile do not vortex
· Add 80(l DNAse mix directly onto spin column

· Leave at RT for 15mins

· Add 350(l RW1 to spin column

· Centrifuge >8000xg 15-20sec

· Discard flow through and collection tube. Transfer spin column to new collection tube.

· Next steps can be carried out outside of fume hood but surfaces will need to be cleaned with RNAse zap

· NB RPE comes as concentrate ensure molecular grade Ethanol has been added to buffer before use

· Add 500(l RPE
· Centrifuge >8000xg 15-20sec

· Discard flow through

· Add 500(l 80% Ethanol (made up from 100% molecular grade Ethanol and nuclease free water)

· Centrifuge >8000xg 2min
· Discard flow through and collection tube

· Place RNA spin column in new collection tube 

· RNAse zap the lid and surface area of centrifuge 

· Centrifuge with lids open for 5mins max speed

· Discard flow through and collection tube

· Place spin column in new labelled Eppendorf 

· Add 14(l RNAse free water directly to spin column membrane

· Centrifuge 1min full speed

Follow up with QC of RNA with nanodrop, Qubit (HS RNA) and bioanalyser (RNA nano)

	3. LOCATION

	Campus
	Hammersmith
	Building
	Burlington Danes
	Room
	Laboratory floor 4

	4. HAZARD SUMMARY

	Accessibility
	X
	Mechanical
	X

	Manual Handling
	X
	Hazardous Substances
	Y

	Electrical
	X
	Noise
	X

	Working at height
	X
	Extreme temperature
	X

	Falling objects
	X
	Pressure/steam
	X

	Trip hazards
	X
	Other
	     

	Lone Working Permitted?
	Yes  FORMCHECKBOX 
      No   FORMCHECKBOX 

	Permit-to-Work required for planned maintenance?
	Yes  FORMCHECKBOX 
   No  FORMCHECKBOX 
  N/A  FORMCHECKBOX 


	5. Who might be harmed and how?

	Staff / students 
 FORMCHECKBOX 

	     
	Cleaners, engineers etc
 FORMCHECKBOX 

	     

	Support staff
 FORMCHECKBOX 

	     
	Other      
	     

	6. How often is the process being carried out?

	Once a day  FORMCHECKBOX 
  
Once a week  FORMCHECKBOX 
  
Once a month  FORMCHECKBOX 
 
Every 6 months  FORMCHECKBOX 
 
Annually  FORMCHECKBOX 
 

Other – give details      

	7. Brief description of the procedure
	Precautions (Controls) in place
	Is risk high, medium or low?

	Using chloroform
	Wear PPE, use in a chemical fume hood. Chloroform can degrade nitrile so change gloves after splash. Dispose via chemical waste route only. Store in fume cabinet separate to flammable solvents.
	Low

	Using TRIzol
	Wear PPE, use in a chemical fume hood. Dispose via chemical waste route only.
	Low

	Using ethanol
	Wear PPE. Store locked in flammable cupboard. Avoid use near flames, heat or sparks.
	Low

	Biological hazard: Fresh human tissue
	Wear PPE. Users must be hepatitis b vaccinated. If an incident occurs, users must report and seek appropriate medical advice. Occupational health must be informed.
	Low

	Centrifuge
	Be trained to use correctly, always balance correctly, always use rotor lid.
	Low

	     
	     
	     

	8. Are extra precautions needed?  If no please tick box  and move onto next section  FORMCHECKBOX 


	If yes, please describe
	Who has been asked to do this?
	By what date?

	     
	     
	     

	     
	     
	     

	     
	     
	     

	     
	     
	     

	     
	     
	     

	     
	     
	     

	9. EMERGENCY ACTIONS

	First Aid treatment for chloroform:

Remove any contaminated clothing. Rinse skin/eyes well with water for a prolonged period. If necessary seek medical attention. 

First Aid treatment for Trizol:

Remove any contaminated clothing. Rinse skin/eyes well with water for a prolonged period. Can also use PEG300 on skin NOT eyes. 

First Aid treatment for inhalation of reagents:

Remove person to a well ventilated area, if person seems to become dizzy or loses consciousness call security on 4444 and wait for emergency services to arrive.

Emergency support through security: 4444 (+442075891000)

In all instances of accident OR near miss, notify the safety department and complete a SALUS report. 

https://www.imperial.ac.uk/safety/safety-by-topic/accidents--incidents/
Occupational health contacts:
 https://www.imperial.ac.uk/occupational-health/  

email: occhealth@imperial.ac.uk 
phone: +44 20 7594 9401

	10. Monitor and review

	Controls should be monitored:  daily  FORMCHECKBOX 
      weekly  FORMCHECKBOX 
     monthly  FORMCHECKBOX 
     6 monthly  FORMCHECKBOX 
    annually  FORMCHECKBOX 
   other  FORMCHECKBOX 

I will review this risk assessment at least every 6 months  FORMCHECKBOX 
  every 12 months  FORMCHECKBOX 
 
Immediately in the event of process / location change or incident or accident

	11. Training record – use this section to record the names and date of any persons you are training in this risk assessment and associated procedures

	Name
	Date
	Name
	Date

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     



� HYPERLINK "https://www.imperial.ac.uk/safety/forms/" �https://www.imperial.ac.uk/safety/forms/� for all specific risk assessment forms. 
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