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1. PRINCIPLE

1.0 Surgical biopsy specimens (e.g. lung, liver, bone and Fine Needle Aspirates-FNA), as well as most tissues obtained in the OR, should be considered sterile and therefore the isolation of any organism(s) should be considered critical, as well as the presence of organisms in the Gram smear. 
1.1 Debridement tissues, lower extremities tissue (e.g.toes) including nails are not considered sterile specimens and are not processed in the following manner (see superficial wounds policy).
2. SPECIMEN COLLECTION AND TRANSPORT
2.0 Tissue should be collected in a clean, sterile container with a small amount of sterile saline if necessary.
2.1 If a delay in transport or processing is anticipated, the specimen should be kept at RT as to help preserve anaerobic organisms.
3. PROCEDURE 
3.0 SPECIMEN
3.1.1
If more than just C&S is requested (e.g. TB, fungus), divide tissue into appropriate pieces according to the requested tests, using a sterile scalpel. 
3.1.2
Very small pieces of bone and tissue should be inoculated directly into THIO broth and incubated. If a piece of bone is submitted and visible tissue is attached, scrape the tissue off the bone with a sterile scalpel and proceed with tissue culture procedure.  The use of a tissue grinder to process tissues ensures the release of organisms from the tissue, enabling their best recovery in culture.  See Tissue Culture Flow.
3.1.3
Inoculate the appropriate media plates as well as THIO broth, and make a Gram smear. 
 
3.1.4
If there is a question regarding the appropriate handling of a tissue specimen, please consult with the Senior MLT in Microbiology, the TC or Clinical Leader if necessary.
3.2 DIRECT EXAMINATION
3.2.1 Perform Gram stain.
3.3 CULTURE
3.3.1 Inoculate the following media and incubate as described.
	Media
	Incubation

	C.N.A. agar (C.N.A.)
	CO2 at 35˚C for 48 hours

	Blood agar plate (BAP)
	CO2 at 35˚C for 48 hours

	Chocolate agar plate (CHOC)
	CO2 at 35˚C for 48 hours

	MacConkey agar plate (MAC)
	O2 at 35˚C for 24 hours

	Fastidious anaerobic agar(Brucella)
	Anaerobically at 35˚C for 48 and 5 days

	Fastidious Laked anaerobic agar (LKV)
	Anaerobically at 35˚C for 48 and 5 days

	Fastidious  Anaerobic Broth (THIO)
	O2 at 35˚C for 5 days if clear


4 INTERPRETATION
4.0 GRAM SMEAR
4.0.1 Quantitate the presence of polymorphs and organisms
4.0.2 If organisms are present, phone result to requesting unit as per Critical Results Policy and release a preliminary report to the unit.
4.1 CULTURE
4.1.1 Examine the aerobic plates after 24 and 48 hours incubation and the anaerobic plates after 48 hour incubation. 
4.1.2 Re-incubate anaerobic plates for another 3 days and examine for anaerobic growth of more fastidious organisms at day 5.
4.1.3 Examine THIO broth daily for evidence of growth (cloudiness), but allow 48hrs before sub-culturing.

4.1.3.1 If there is no growth on culture plates but evidence of growth in THIO broth, then perform a Gram stain.
4.1.3.2 If no organisms seen in THIO Gram, re-incubate the THIO broth.

4.1.3.3 If organisms seen in THIO Gram, subculture broth to primary culture media.

4.1.4 If no evidence of growth on culture plates or Thio broth after 48 hours, issue a preliminary negative report.
4.1.5 Continue to incubate Thio broth for a total of 5 days and subculture to primary culture media only if necessary.
5 SUSCEPTIBILITY
5.0 Refer to Susceptibility Manual
6 REPORTING
6.0 NEGATIVE
6.0.1 2D:  
No aerobic or anaerobic growth after 2 days incubation.  This is a preliminary report.
6.0.2 2D5D:
No aerobic growth after 2 days incubation. No anaerobic growth after 5 days incubation.
6.1 POSITIVE
6.1.1 If organisms are present, phone result to requesting unit as per Critical Results Policy and release a preliminary report to the unit.

6.1.2 Report all isolates with appropriate sensitivities.
6.1.3 For Anaerobic culture, report full identification with ‘SARA comment:
6.1.4 For anaerobes isolated after 5 days of incubation, add ‘5 comment:
“This organism isolate after 5 days incubation.”

6.1.5 If growth is obtained after subculture of Thio broth (after 5 days), a report is issued with isolate identification and appropriate sensitivities. 
6.1.5.1 Add the following comment to the report: ‘EN:
 “Direct specimen culture No Growth. Organism isolated from enrichment broth only.”
7.0
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