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	B. POLICY STATEMENT
	The blood of healthy individuals is normally sterile; therefore the presence of microorganisms in the blood is of utmost diagnostic importance. When microorganisms multiply in the blood stream at a rate faster than the reticuloendothelial system can remove them, the result is a state of bacteremia or fungemia. The presence of microorganisms in a patient’s blood is life threatening and is associated with a significant mortality rate.  Rapid detection, identification and susceptibility testing of blood culture isolates are one of the most important functions of the Clinical Microbiology Laboratory.

	C. PURPOSE
	This procedure provides technical instruction for the performance of the Blood cultures

	D. SCOPE
	This procedure applies to technical personnel authorized to perform testing.  This group includes, but is not limited to Medical Technologists as well as Leads and Supervisory personnel.

	E. RESPONSIBILITY
	All the above personnel are responsible for following this procedure without exception.  In addition, testing personnel are also responsible for evaluating the results and taking proper remedial action.

	F. RELATED DOCUMENTS
	MICR 6600R BacT/ALERT 3D

MICR 6050 Health Department Notification for instructions.


SPECIMEN HANDLING   
Positive blood culture bottles flagged by the BacT/ALERT 3D 
PROCEDURE
Positive Blood Culture Bottles

1. Working behind the safety shield, invert the bottle to mix, and insert a Sterile Disposable Subculture Unit. The Unit serves as a port for subculturing.

2. Place a small drop from the bottle on a glass slide.
3. Make a thin slide by spreading the drop using another slide. 
4. Allow to dry and fix in the Slide Pro

5. Gram stain the slide using the automated stainer.
6. Read the Gram stain and call the result to the unit, or if patient has been discharged, call the patient’s physician. 
7. In Result Entry remove the autodraft and enter the following:
· Gram stain result
· Positive bottle and date positive (If the bottles become positive at different times document appropriate date and time)
· IDS = ID & SENSITIVITY TO FOLLOW
· CALLBLD comment = POSITIVE BLOOD CULTURE RESULTS CALLED BY [user] ON [today] AT [now] TO [ ]. RESULTS READ BACK” 
8. If the Gram stain shows the morphology from a previously called positive culture, enter the PRECALLB comment = POSITIVE BLOOD CULTURE PREVIOUSLY NOTIFIED BY [name] ON [date] AT [time] TO [ ]. 
9. If the Gram stain shows a different morphology from a previously called positive culture, this needs to be viewed as a new positive blood culture and results called accordingly.
10. Subculture the positive to the appropriate media.
· Gram positive cocci – BAP, CHOC, add an ANA BAP if from an anaerobic bottle

· Gram positive bacilli
 – BAP, CHOC, add an ANA BAP if from an anaerobic bottle

· Gram negative bacilli – BAP, CHOC, MAC, add an ANA BAP if from an anaerobic bottle

· Gram negative coccobacilli  – BAP, CHOC, MAC, add an ANA BAP if from an anaerobic bottle

· Gram negative cocci – BAP, CHOC, add an ANA BAP if from an anaerobic bottle

· Both gram positive and gram negative organisms – BAP, CHOC,, MAC, CNA add an ANA BAP if from an anaerobic bottle
· Yeast  – BAP, CHOC
· No organisms seen – BAP, CHOC, ANA BAP 
11. Unconfirmed Positive Bottle (Blind Sub) is a positive bottle whose Gram stain reveals no microorganisms. These bottles should be subcultured and incubated for 48 hours.  Place an NOS label on the bottle and reloaded into the instrument. Do not stop the autodraft in Meditech.

12. If the blood culture is positive at 5 days and the Gram stain shows a probable contaminant it is not necessary to notify the doctor. Subculture the bottle. If the subculture grows a significant organism, notify the physician and work up accordingly. If the subculture grows a contaminant report out and add the NGCB comment = Probable contaminant noted in blood culture at 5 days. Susceptibility testing will not be performed. Call Microbiology Lab within 72 hours for further work up if required.
13. Incubate all other plates in a Blood CO2 incubator. Incubate ANA BAP plates in the Anaerobic Bio-bags.

Culture Work up

1. All organisms isolated from a positive blood culture are to be identified.  Mixed cultures should be treated as such, with each organism isolated and identified. Refer to individual microbiology procedures for organism identification and susceptibility testing.
2. If the subculture plates from a positive blood culture bottle do not grow, review the original Gram stain; make a new Gram stain from the bottle and resubculture the positive bottle. If the Gram stain shows organisms and the plates still do not grow after 48 hours (unless a fastidious organism is suspected) report the culture as nonviable by adding the NV comment = ORGANISM NOT VIABLE ON SUBCULTURE FOR IDENTIFICATION AND SUSCEPTIBILITIES.

3. If a positive blood culture has been reported and the original Gram stain does not correlate with the culture, review the original gram stain and make a new Gram stain from the bottle.  Document the correct gram stain result using the UGSR comment = UPON REVIEW OF THE GRAM STAIN, THE PREVIOUSLY REPORTED [ ] HAS BEEN DETERMINED TO BE [ ] AFTER CORRELATION WITH CULTURE.

4. Blood cultures from Blood Bank products from a possible Transfusion Reaction are to be treated in the same manner as a positive blood cultures. Notify the Blood Bank of positive cultures.
5. Blood culture bottles may be contaminated during collection by skin flora. These are organisms are considered probable contaminants:

· Staphylococcus coagulase negative

· Diptheroids

· Micrococcus species

· Bacillus species 

· Strep viridans group (alpha Strep)

· If a probable contaminant is isolated from a single blood culture set among several collected, add the  NGPC Comment  = Probable contaminant. Single bottle positive of multiple blood culture sets. Susceptibility testing will not be performed. Call Microbiology Lab within 72 hours for further work up if required.

· If a probable contaminant is isolated from a single blood culture set and only one set is received, add the NG1B comment  = Probable contaminant. Only one blood culture set collected. Unable to determine the significance of the organism isolated. Two sets of blood cultures must be collected. Susceptibility testing will not be performed. Call Microbiology Lab within 72 hours for further work up if required.

· Mark the specimen as a contaminant in Observa by accessing the patient accession screen.  On the right side of the screen, check the box  next to

“Contaminant” and save.

· If a probable contaminant is isolated from more than one set, work up appropriately. If one of the contaminant comments has been added, remove the comment.
· If multiple blood cultures are positive for Staph coag negative: workup isolates from each culture and report the susceptibilities. 
6. Report in Meditech is resulted in Meditech using the result entry and work card
7. All blood culture isolates are archived in the appropriate trays.
8. Report appropriate organisms to the Health Department and send appropriate isolates to ABC. See MICR 6050 Health Department Notification for instructions.
9. All negative blood cultures are incubated for 5 days and resulted in Meditech by the autodraft.
10. Discard all completed blood culture bottles and plates into biohazard trash.
Manual Blood Culture Bottles

Oxiod Signal Blood Culture System
The Oxiod Signal Blood Culture System serves as an emergency back up to the BacT/ALERT 3D automated system. Each bottle is formulated to grow aerobic, anaerobic and micro-aerophilic organisms, therefore, only one bottle should be drawn for each culture.

1. Remove the green “flip-off” cap and disinfect the rubber stopper with alcohol.

2. Inoculate up to 10 ml of blood – the partial vacuum will accept 12 ml.

3. Place the inoculated bottles at 36°C ± 1 for 1 hour before inserting the growth indicator (signal) device.

4. Disinfect the rubber stopper with alcohol.

5. Remove the growth indicator device from the packaging and ensure the needle and cap are fully tightened.

6. Carefully slide the plastic shield from the needle. DO NOT touch the needle.

7. Insert the needle through the center of the rubber stopper, pushing the needle shaft as far as it will go.

8. Slide the green locking sleeve of the device downwards until it fully locks on the neck of the bottle.

9. Incubate at 36°C ± 1 at least 7 days or until positive

10. The bottles must be manually shaken vigorously to resuspend the erythrocytes at least 4 times with in the first 24 hours. 
· 7 am – 11am

· 11 am – 3 pm

· 3 pm – 7pm

· 7pm – 11pm

11. Examine the bottles daily for a positive result at least twice each shift.

· 7 am – 11am

· 11 am – 3 pm

· 3 pm – 7pm

· 7pm – 11pm

12. A positive blood culture is recognized by the appearance of the blood/broth mixture in the transparent growth indicator device above the level of the locking sleeve. 
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13. Once positive, mix the contents of the chamber, unscrew the green cap and remove a sample of the blood/broth mixture with a sterile pipette to perform a gram stain and subculture. Replace the cap.
14. Perform a terminal subculture on all negative bottles at 7 days before discarding.

15. Discard bottles with attached signal device in a sharps container

Non BacT/ALERT culture bottles

When blood culture bottles are received from other manufacturers, place in the Blood incubator. These bottles need to be examined for evidence of growth at least twice daily for the first two days of incubation, then daily for the remainder of the 5 days. Visually inspect for hemolysis, turbidity, gas production, pellicle formation, “puffballs” and clotting. Stop the autodraft and record your results in the workcard. Update the results daily until final at 5 days. Add comment BLDMAN = NON BACT/ALERT BLOOD CULTURE BOTTLES RECEIVED; UNABLE TO PROCESS ON ANALYZER. BLOOD CULTURE BOTTLES READ MANUALLY.
· Day 1 morning – visual inspection and Gram stain – No growth after 24 hours

· Day 1 afternoon – visual inspection 

· Day 2 morning – visual inspection and Gram stain – No growth after 48 hours

· Day 2 afternoon – visual inspection 

· Day 3 – visual inspection and blind sub – No growth after 3 days

· Day 4 – visual inspection – No growth after 4 days

· Day 5 – visual inspection – discard – No growth after 5 days
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