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	CULTURE OF STERILE BODY FLUIDS AND SOLID TISSUE


POLICY
Infection of normally sterile body fluids results in severe mortality and morbidity so that accurate microbiological assessment of these samples is important in patient management.  In response to infection, fluid may accumulate in any body cavity such as the thorax and abdomen, and this is submitted for culture.  Any microorganism found where no resident microbiota are present must be considered significant.  Pieces of tissue removed during surgery, autopsy or needle biopsy procedures may be collected and submitted for culture.

With increased use of prostheses, immunosuppressive therapeutic regimens, and long-term care of individuals with chronic debilitating disease, the likelihood of true infection with commensals has increased.  Specimens must be properly collected and transported promptly and all isolates reported.
SPECIMENS
1. Commonly submitted fluids:

a. Joint or synovial fluid

b. Pleural fluid: thoracentesis and empyema fluid

c. Peritoneal fluid: paracentesis and ascites fluid, dialysis (CAPD) fluid

d. Pericardial fluid

e. Cul-de-centesis fluid

f. Tympanocentesis

g. Bile

2. Avoid contamination with commensal microbiota.

3. Transport systems:

a. Syringe.  Specimens from needle aspiration should be transferred to a sterile tube or anaerobic transport vial (such as Port-a-Cul), or the needle may be removed and the syringe capped.

b. Fluid specimens can be submitted in sterile tubes (such as Vacutainer red tops) without preservative.

c. When anticoagulants are required, inoculate blood culture bottles with fluid maintaining a 1:10 ratio.

d. Swabs are discouraged for body fluids because of little quantity of specimen and protection of anaerobes from ambient O2 is impossible.

e. Solid tissue from biopsy or autopsy is submitted in sterile cups.

f. Some organisms are inhibited by citrate or EDTA, and heparin is recommended for some specimens that clot.

4. Clotted specimens must be ground or homogenized to release trapped organisms.
MATERIALS, MEDIA AND REAGENTS
1. BAP

2. CHOC

3. Brucella Blood agar plate

4. Thioglycollate broth

5. Gram stain reagents

6. Sterile transfer pipettes

7. Sterile plastic tubes or red Vacutainers

8. Sterile syringes and needles

9. Tissue Grinder

10. Microscope slides

11. Anaerobe bag, Pouch Anaero, Indicator and Clips

12. GasPak Jar with catalyst, Indicator and Envelope
PROCEDURE 
1. Liquids

a. If specimen quantity is large, as in bottles, disinfect rubber cap with alcohol and using a needle and syringe, aspirate around 8 ml of fluid.  If < 1 ml of fluid is received the report should note that the culture results may be compromised by the limited volume of specimen received.
b. Put fluid aliquot into sterile tube or Vacutainer.
c. Centrifuge the specimen at 1,500 X g for 30 min.
d. Aseptically pour off supernatant fluid and vortex the sediment.
e. Using a sterile transfer pipette, get sample and put a drop onto agar media and slide and put one or more drops into the Thio bottle.  Cap tube and save.  Continue with (f) below.
2. Solids and Clotted Specimens

a. Put specimen in Sterile Grinder Falcon tube and pour a little Thio broth.

b. Position the pestle and sheath in the tube and with a twisting motion, grind the tissue back and forth.

c. Aseptically discard pestle and sheath.

d. Using sterile transfer pipette, get sample and put a drop onto agar media and slide and put two or more drops into the Thio tube.

e. Cap Falcon tube and save specimen.  Continue with (f) below.

f. Using the blue loop, spread the inoculum in 4 quadrants and use the loop to spread the specimen on the slide.

g. Put Brucella plate in a plastic bag with indicator and Pouch Anaero.  Seal properly.

h. Place plates, bag and tube in CO2 incubator.

i. Heat fix smear and do a Gram stain.

j. Inoculate additional media if warranted by the Gram stain, etc.

INTERPRETATION
1. Read, record and report Gram stain.

2. Inspect broth and aerobic plates at 24, 48 and 72h.  Send out preliminary, intermediate and final reports.

3. Open anaerobe bag at 48h and reincubate for 2 more days in GasPak jars if no growth is seen.

4. Keep Thio broth for 5 days, inspecting daily for growth.

5. Work up the aerobes and anaerobes using rapid kits.  Subculture colonies for purity and for RapID kits next day.  Do Combo panels as necessary.  For suspected anaerobes, use CHOC for aerotolerance, and do beta lactamase.

6. Report IDs and susceptibilities.

7. Extended incubation may be requested for some fastidious organisms or for slow-growing pathogens.
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