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1. PURPOSE

The purpose of this SOP is to outline the proper collection and handling of the various culture specimens received in the laboratory.  

This SOP covers most aspects of specimen collection and handling of samples in the laboratory.  Special considerations may not be covered in this SOP.  Please contact a Supervisor for additional information.  The table at the end of this SOP summarizes important sample collection and handling information

2. SCOPE 
This protocol applies to all cultures/specimens received for clinical testing at Providence 

            Hospital, Washington DC, or referred to Quest Diagnostic Nichols Institute, Chantilly,    

Virginia. 

3. RESPONSIBILITY

It is the responsibility of all laboratory personnel to learn, understand, and to adhere to the practices described in this SOP.

4. DEFINITIONS 

None
5. PROCEDURE

5.1 General Considerations:


A.
Whenever possible, specimens should be obtained before antimicrobial agents have been administered.


B.
Material should be collected in leak‑proof specimen containers without evidence of gross external contamination.  The containers should be tightly sealed.


C.
Material should be collected where the suspected organism is most likely to be found and with as little external contamination as possible.  (This is particularly true of draining lesions).


D.
The stage of the disease is sometimes an important consideration in the successful isolation of the causative agent.


E.
Specimens should be of a quantity sufficient to permit completion of all tests ordered.


F.
Provisions must be made for prompt delivery of specimens to the laboratory. Urine and respiratory specimen for cultures should be delivered within two hours of collection unless the specimens are refrigerated at 2-8ºC. 


G.
A sterile transport container should be used and the specimen plated as soon as possible after arrival.  Dried swab specimens are generally not useful for culturing.


H.
Most clinical material can be held at 2-8 oC in a refrigerator for several hours before culturing if it cannot be processed right away.  This is particularly true with specimens such as urine, feces, sputum, and specimens from a variety of sources.  An exception to refrigeration is CSF or any specimen suspected of containing Neisseria gonorrhoeae, Neisseria meningitides, or Haemophilus influenzae, which should be immediately cultured.  Also, specimens for anaerobic culture should not be refrigerated.


I.       Incubator temperatures should be documented daily.  Any daily temperature that is recorded out of range should be brought to the attention of the supervisor immediately.  


J.
For hospitalized patients, stool cultures and Ova & Parasite exams should not be performed if collected more than three (3) days after admission.


K.
All stools for Ova & Parasite exam require preservation within one (1) hour after collection.  Such specimens are collected by the nursing unit directly into PARA-PAK fixative containing specimen collection containers.  If a parasitic infection is strongly suspected, there should be at least three (3) stool specimens collected and examined since a single specimen can be negative.  For optimum recovery, specimens should be collected every other day.  

5.2 Specimen Collection for:  


A.
Blood Culture:  



1.
Locate vein and clean area thoroughly with ChloraPrep One-Step Frepp applicator.  Let air dry.  Do not touch vein again with finger before venipuncture.

2. Blood specimen should be collected from disinfected skin site.  

3. To inoculate the BACTEC bottle (Plus Anaerobic/F or Plus Aerobic/F), 

                                 Remove cap, scrub septum with alcohol.  Do not use iodine on the septum.         

                                 After inoculation the vial should be held at room temperature until     

                                 Transported to the laboratory.  It is recommended that 1 complete set of 

                                 Bottles (1 aerobic and 1 anaerobic or 2 aerobic) be inoculated per adult
                                 patient with 8-10 ml.of blood in each bottle.  For pediatric patients, 
                                 inoculate the Peds Plus/F bottle with 1-3 mL of blood.  See the Quest 
                                 Diagnostics Nichols Institute/Chantilly Professional Services Manual (PSM)
                                 for more details.


B.
Throat cultures and Beta Strep screens:



1.
Using culturette swabs, insert through the mouth, take special care not to touch the tongue, cheek or other oral surface.  The tongue may be depressed with a tongue depressor.



2.
Any obvious lesions in the throat or on the tonsillar surfaces should be explored vigorously with the swab. If no obvious lesions are present, the swabs should be vigorously rotated over the tonsillar or any inflamed area. 



3.
Place the swab back into the culturette tube and break the ampule of transport media.


C.
Nasopharyngeal culture:



1.
The nasopharyngeal culture is recommended when collecting respiratory cultures. A nasopharyngeal swab is less likely to become contaminated with normal nasal flora.  It is particularly recommended when collecting cultures on young children.  



2.
Using the nasopharyngeal swab, which is a thin swab on flexible wire, insert through the nasal passage be careful to avoid touching the sides of nasal passage.  Insert until it meets with definite resistance and then gently rotate.  

3.    Place into transport media immediately.  Culturette tube may be used.

D.
Pertussis or whooping cough:



1.
Take nasopharyngeal specimen.  A cough specimen onto a plate is no longer recommended.



2.
Streak swab onto Regan-Lowe transport medium.  If direct fluorescent antibody for Bordetella is desired, take a second NP swab and make two (2) slides.  Air-dry the slides.



3.
It is recommended that Bordetella pertussis PCR be performed in addition to culture to increase yield.


E.
Sputum culture:



The sputum collection technique is a very important step in specimen collection, this does not only assist in the proper examination but also to avoid contamination of the outside of containers to prevent undue risk to those handling the material.  The containers should be sterile but this is not absolutely essential as long as they are clean and dry.  It is important to distinguish sputum from saliva and post-nasal discharges and care should be taken that only sputum is collected.  It is desirable to rinse the mouth well before collection and then to raise the sputum by deep cough.  If difficulty is encountered in raising sputum, it sometimes helps to have the patient lie a few minutes with head and shoulders below the chest.


F.
 Stool culture:



1.
Fecal specimens should be collected during the acute phase (first 3 days) of diarrheal disease, one specimen per day.  It should be submitted to the laboratory immediately, especially if an infection with Shigella is suspected. 

2. A rectal swab is an acceptable alternative to stool specimen, although its 
reliability to recover the infectious agent is not at the maximum capacity.          Stools received in diapers are NOT acceptable.

3. Stool cultures should not be performed on hospitalized patients if collected more than three (3) days after admission.

G.
Urine culture:



1.
As urine passes through the urethra it is possible that the urine may become contaminated with bacteria.  This occurrence is common in females.  Consequently the method of collection of urine for culture is important;  therefore a midstream collection of urine is emphasized in the laboratory.  In the males mid stream urine is collected by allowing the first portion of the urine to pass then collect.  In females; clean the area around the urethra prior to urination and then collect the mid stream urine as indicated in males.



2.
The use of a sterile, tightly sealed container is necessary and the patient should be instructed not to touch the inside of it while collecting the specimen. Urine culture transport tubes with preservatives may also be used.


3.
No more than 2 hours should elapse between the time of collection and the time of culture if urine is not in a urine culture transport with preservative.  Refrigerate the specimen if there is a longer time delay (see table).


H.
G.C. (Gonorrhea, gonococcus) smear and culture:



1.
In the female, the best site to obtain a culture is the cervix.  In children or hysterectomized patients, a urethral or vaginal culture may be substituted.  



2.
In males with purulent urethral exudate, the examination of a gram stained direct smear is usually sufficient to confirm a clinical diagnosis of gonorrhea. If an urethral culture collection is indicated, it is obtained by inserting a nasopharyngeal applicator several centimeters into the urethra, removing it carefully, and inoculating as soon as possible.



3.
Other cultured sites such as throat or anal specimens should be immediately inoculated by the nurse or clinician. 


4.
Genital specimens for culture to rule out yeast or Gardnerella vaginalis should be submitted on a culturette swab.  Ureaplasma cultures require M4 transport broth.  Contact the Quest Diagnostics Nichols Institute/Chantilly Client Supplies Department for specific transport media.  


I.
Cerebrospinal fluid and other sterile body fluids:


This specimen must be collected under sterile conditions and transported to the laboratory without delay.  It must not be refrigerated.  All CSF specimens are concentrated by centrifugation and sediment gram stained for detection of microorganisms.


J.
Wound cultures:



1.
It is important to obtain a generous quantity of liquid material, and often a sterile needle and syringe is recommended for specimen collection, rather than a swab.



2.
Since anaerobes are commonly recovered from certain wounds, it is important to send the specimen to the laboratory immediately or preferably inject it into an anaerobic tube or vial for transport.  Order the correct test code for anaerobes (test code 465).  This test code now requires a gram-stain.


K.
Eye, ear, and sinuses:



1.
Purulent material is collected on a sterile cotton swab or surgical instrument from the surface of the lower cul‑de‑sac and inner canthus of the eye.



2.
Material from the ear, especially if obtained after perforation of the eardrum, is best collected by the otolaryngologist, using sterile equipment, and a sterile cotton swab.  In external otitis the external ear should be cleansed with a 1:1000 aqueous solution of benzalkonium chloride or other detergent in order to free the skin of contaminating bacterial flora before a culture is taken.



3.
Cultures from the mastoid and paranasal sinuses regions are generally collected on a swab.


L.
Fungus culture:



1.
Clean the infected area (skin, nails, scalp) with a gauze sponge with 70% alcohol (alcohol removes extraneous debris containing bacteria and saprophytic fungi).



2.
With a sterile B‑P blade or a scalpel, remove a large portion of infected material and place it into a sterile container or sterile tube. 


M.
Anaerobic culture:



1.
Collect specimen using anaerobic transport media.



2.
Do not collect specimens from sites normally colonized with aerobes (mouth, genital, throat, feces, etc.)



3.
Specimen should be delivered promptly to the laboratory and processed for both culture and Gram stain. Specimen must not be refrigerated.


N.
Diphtheria culture (Cornybacterium diptheriae)



Specimen should be submitted in an appropriate culture transport medium (i.e. Culturette).  See the Referral Department for more details.

5.3 Specimen Rejection Criteria:

A. Unlabelled specimens. All specimens must be labeled with the Patients( name, Medical Record number, Specimen source, Date and Time of collection

B. Discordant information between specimen container and requisition slip

C. Urine specimen for culture without boric acid preservative left at room temperature more than two hours 

D. Superficially swabbed cultures from decubitus wounds
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9. ADDENDA AND APPENDICES

A.
Recommended Specimen Storage/Transport Guidelines

APPENDIX A

RECOMMENDED SPECIMEN STORAGE/TRANSPORT GUIDELINES

	CULTURE TYPE
	TRANSPORT SYSTEM
	TRANSPORT & STORAGE
	MISC.

	Abscess/        - open

Wound

                      - closed
	Swab transport system

Anaerobic transport system
	< 24 HR, 2-8oC
	

	Blood culture
	Blood culture bottle
	< 24 HR, RT
	

	Catheter
	Sterile screw cap tube
	< 24 HR, 2-8oC
	

	CSF or other sterile body fluids
	Sterile screw cap tube
	Deliver to the laboratory Immediately 
RT
	

	Ear         - inner

              - outer
	Sterile tube, swab transport medium

Swab transport system
	< 24 HR, 2-8 oC

< 24 HR, 2-8 oC
	

	Eye/Corneal scrapings
	Direct culture inoculation:

BAP and CHOC’

Swab transport medium
	< 48 HR, RT

< 24 HR, 2-8oC
	

	Feces/Rectal Swab
	Enteric transport medium
	< 48 HR, 2-8oC
	

	GC Culture
	
	
	

	Genital
	Swab transport system
	< 24 HR, 2-8oC
	

	Respiratory
	Sterile container or swab transport system
	< 24 HR, 2-8oC
	

	Tissue
	Sterile container
	< 24 HR, 2-8oC
	

	Urine
	Sterile container or urine transport kit
	< 24 HR, 2-8oC

(unpreserved)

< 24 HR, RT

(preserved)

< 2 HR, RT

(unpreserved)


	


*Note:  A supervisor should be consulted before processing suboptimally transported specimens not meeting the above time and storage requirements.
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