

image1.emf
  SOP for handling infectious/human samples - FACS Aria     Last revised 03/22 /18     Identify all biohazardous and/or rDNA materials to be manipulated via cell sorting/flow  cytometry:_________________________________________________________________     Note:  If the  VCU  Flow Cytometry   Core or the equipment of other entities are to be used for cell  sorting/flow cytometry applications to  PI is responsible for informing the second party of the  potential hazards of the materi als to be sorted.     1.   All sorting is to be done with the Aria that is contained in the Baker  BioProtectIII hood.  Tubes to be used are uncapped under this hood.   2.   Cover keyboard, mouse and other instrume nt control surfaces w/  cellophane; clear surfaces of clutter, use absorbent pads for samples.   3.   Using a damp paper towel(s), wipe up dried bleach residue from  instrument areas, paying particular attention to the sample uptake area, O - rings, charge plates and   the side stream viewing window.   Warning:  Failure to remove salt residue from the sample uptake system may cause  the pressurized seal to fail and release potential aerosols!   4.   Prepare sort collection chamber.   Make sure the O - ring is installed in the  groov e on the top of the collection tube holder.  Close sort collection  chamber door.   5.   Make sure sheath tank is filled and standard waste tank contains enough  bleach to give a final 10% solution when filled.  Fill a spray bottle with a  freshly made 10% bleach so lution for work area decontamination.   6.   Wear gloves, lab coat, before handling samples. Lab door must be closed.       7.   Have two previously cam adjusted nozzles, with new O - rings installed,  available in case of a clog.   8.   Procedures during sorting/analysis:    a)   Filter   samples prior to sort to avoid clogs   b)   Fill sample tube with as much sample as possible to minimize loading  and unloading sample.  DO NOT fill higher than ¼ inch from the top of  the tube.    c)   Make sure the “Sweet Spot” is enabled.    d)   Close sort collection chambe r door before starting sample.   e)   If during the sort the stream is deflected (due in part to a clogged flow  cell tip), the sort is designed to stop automatically and block the sort  tubes. The sort will not restart until the operator has cleared the clog.  In t he event of a nozzle clog ,  DO NOT open sort collection chamber  door or sort block door  before following this procedure:      If the system has not already shut down automatically, turn off the  stream using the button labeled with an ‘  ’ on the Breakoff window.    This will shut off the stream, unload the sample and close the  aspirator door.  
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Identify all biohazardous and/or rDNA materials to be manipulated via cell sorting/flow cytometry:_________________________________________________________________

Note:  If the VCU Flow Cytometry Core or the equipment of other entities are to be used for cell sorting/flow cytometry applications to PI is responsible for informing the second party of the potential hazards of the materials to be sorted.

1. All sorting is to be done with the Aria that is contained in the Baker BioProtectIII hood.  Tubes to be used are uncapped under this hood.

2. Cover keyboard, mouse and other instrument control surfaces w/ cellophane; clear surfaces of clutter, use absorbent pads for samples.


3. Using a damp paper towel(s), wipe up dried bleach residue from instrument areas, paying particular attention to the sample uptake area, O-rings, charge plates and the side stream viewing window.  Warning: Failure to remove salt residue from the sample uptake system may cause the pressurized seal to fail and release potential aerosols!

4. Prepare sort collection chamber.   Make sure the O-ring is installed in the groove on the top of the collection tube holder.  Close sort collection chamber door.


5. Make sure sheath tank is filled and standard waste tank contains enough bleach to give a final 10% solution when filled.  Fill a spray bottle with a freshly made 10% bleach solution for work area decontamination.


6. Wear gloves, lab coat, before handling samples. Lab door must be closed.  


7. Have two previously cam adjusted nozzles, with new O-rings installed, available in case of a clog.


8. Procedures during sorting/analysis: 


a) Filter samples prior to sort to avoid clogs


b) Fill sample tube with as much sample as possible to minimize loading and unloading sample.  DO NOT fill higher than ¼ inch from the top of the tube. 


c) Make sure the “Sweet Spot” is enabled. 


d) Close sort collection chamber door before starting sample.


e) If during the sort the stream is deflected (due in part to a clogged flow cell tip), the sort is designed to stop automatically and block the sort tubes. The sort will not restart until the operator has cleared the clog. In the event of a nozzle clog , DO NOT open sort collection chamber door or sort block door before following this procedure:


· If the system has not already shut down automatically, turn off the stream using the button labeled with an ‘(’ on the Breakoff window.  This will shut off the stream, unload the sample and close the aspirator door.


· Wait at least 60 seconds.


· With the sort block chamber door, aspirator drawer and collection chamber door all closed, turn the stream on and off several times or perform a ‘Clean flow Cell’ with DI H20 to see if the clog will clear itself.


· If it is necessary to change nozzles, remove nozzle and O-ring and place in tube with 10% bleach for 30 minutes.  Thoroughly rinse nozzle in water and let air-dry.  Discard O-ring.


· Install prepared nozzle with O-ring, ensure that the sort block chamber and collection chamber doors are closed before turning the stream on.


· Turn stream off.


· Open the sort block chamber door and dry plates and surfaces as needed.


· Do not remove any samples from the sort collection chamber until the sample acquisition has been stopped for at least 30 seconds. This procedure will clear aerosols for the sort chamber. After this time sorted samples can be removed from the sort chamber safely.


f) When changing collection tubes:


· Stop the sample flow and close the aspirator drawer by clicking the Acquire button.


· Wait at least 60 seconds before opening sort collection chamber door.


· When removing collection tubes, be aware that the outside of the tube is potentially contaminated, use alcohol swab or bleach to wipe outside of tubes.


9. Procedures after sort/analysis:


a. Lift the cover to turn off the lasers.  Disengage “Sweet Spot” and turn the stream off.


b. Disinfect sample lines using a freshly made 10% bleach solution as follows:


i. Fill a tube with a volume of 10% bleach equal to or greater than the volume of sample that was sorted.


ii. Select from the menu - Instrument >Cleaning Modes>Clean Flow Cell 


iii. Repeat 2 more times, or until fluid is seen in tubing exiting the flow cell.


iv. Wait 30 or more minutes with 10% bleach in flow cell.


v. Clean Flow Cell 2 times with DI water.


c. Select from the menu – Instrument>Cleaning Modes>Long Clean>Clean Bulk Injection Chamber.  Verify that chamber fills, in not repeat until successful.


d. Clean all surfaces around optical bench, sort block chamber and charge plates, sort collection chamber, sample introduction area and sample tube holder(s) with a Hype-Wipe 10% bleach towel and/or 10% bleach from a spray bottle. Clean keyboard cover, remove any cellophane and discard in MPW box.  Let bleach air dry.


e. When leaving the lab:


i. make sure all samples are capped.


ii. Remove gloves, respirator & lab coat (remember outside of gloves are contaminated!).


iii. WASH HANDS!



