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POLICY STATEMENT The initial processing of clinical specimen for bacteriology is 
a multifaceted endeavor involving a number of decision-
making steps, including the need for processing the 
specimen for gram stains, aerobic, anaerobic, fungal, and 
mycobacterial cultures.  These issues will determine whether 
the specimen requires any pretreatment before inoculation. 
First one must consider the specimen type and its anatomic 
origin. The second step is the selection of primary isolation 
media to be used for each specimen type.  The final step is 
the selection of incubation temperature and atmosphere.   

PURPOSE This procedure provides technical instruction for the 
performance of the specimen processing. 

SCOPE This procedure applies to testing personnel authorized to 
perform testing. This group includes, but is not limited to 
Laboratory Technologists as well as leads and supervisory 
personnel. 

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

RELATED DOCUMENTS MICR 6140 Ja Transfusion Reaction Blood Cultures 
MICR 6140 Jb Set Up Chart 
MICR 6140 Jc Media Chart 
MICR 6140 Jd Micro Specimen Processing 
MICR 6370 J BAL Quantitative Cultures 
MICR 6200 R Gram Stain 

 

SPECIMEN HANDLING 
Proper Specimen collection is critical to isolating the causative agent of infection. See 

the Laboratory Test Directory and Laboratory Service Manual located on the SAINT for 

specimen collection and transport information. 
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Specimen Aliquoting Requirements: 

• Always utilize a fresh pipette any time material is aspirated. 

• Never add a sample into an unlabeled container.  

• Never mix sample types in one container. 

• Never return an aliquot to the original container. 

• The original container and the aliquot tube must be legibly initialed by the person 

performing the aliquoting. 

• If a label is placed over an existing label, the new label must be initialed by the 

person performing the task. 

 

QUALITY CONTROL 
Quality Control is performed as outlined in CLSI Approved Standard M22: Quality 

Control for Commercially Prepared Microbiology Culture Media 

 

PROCEDURE 
Media 

• Enrichment Media:  Nutrients have been added to enhance the growth of bacteria.  

• Differential Media: The media contains carbohydrates, indicators and chemicals that 

will differentiate different types of bacteria.   

• Selective Media:  This media contains certain carbohydrates, indicators and 

chemicals that are inhibitory to certain groups of bacteria.  

• For appropriate selection of media see MICR 6140 Jb Set Up Chart and MICR 6140 

Jc Media Chart  
 
Inoculation  

The streak plate method is a rapid and simple technique of mechanically diluting a 

relatively large concentration of microorganisms to a small, scattered population of cells. 

The goal is to obtain isolated colonies on a large part of the agar surface, so that 

desired species can then be brought into pure culture. Proper streaking of plates is an 
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indispensable tool in microbiology. In most cases a closed inoculating loop is used for 

streaking plates. 

• All specimens are to be plated in the level II biological safety cabinet. 

• Labeling: 

o Test request specimens through computer and obtain accession number for the 

cultures. See MICR 6140 Jd Micro Specimen Processing. 

o Place the small aliquot computer label on plates and tubes being careful not to 

cover the name of the media or expiration date. 

o Place string number on plates. 

• Urines cultures, do not streak in quadrants. Instead use the appropriate calibrated 

loop (Inoculate with white - 0.001 ml or blue - 0.01 ml). Streak plate according to this 

pattern 

 

 

 

 

 

 

 

 

 

• Other Specimen types: 

o If swabs are received, use one swab for the culture and the other swab for the 

gram stain. Discard the swab that was used for the gram stain.  If only one swab 

is received, inoculate media first, and then make the smear.  

o If a sterile body fluid is received and the volume is >1cc and clot is not present, 

centrifuge for 15 min at 2500 RPM’s for the culture and the cytocentrifuge is used 

to make the direct slide for staining. If clot is present, break up the clot and set 

directly. 
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o If a bronch wash is received and the volume is less than 10 ml set up the 

specimen directly. However, if the volume is greater than 10 ml, remove 2 ml, 

centrifuge for 15 min at 2500 RPM’s and work with the sediment for the culture. 

o If a BAL is received, set up the quantitative culture. See MICR 6370 J BAL 

Quantitative Cultures 

o If a tissue is received, mince tissue into 1 mm. cubes and emulsify with tissue 

grinder in sterile saline. 

o Inoculate the upper 1/3 of the solid media starting with the most nutritious media 

and least selective media (e.g. chocolate agar)  

o Method for streaking plates 

 Position the plate so that the spot of inoculum is nearest the hand not holding 

the loop (the opposite hand).  

 Use a sterile disposable loop, streak with gentle pressure. Use the method 

shown below to avoid tearing the agar.    

                                          

http://web.indstate.edu/thcme/micro/basic.html 

 Move the loop back and forth across the spot and then gradually continue 

toward the center of the plate as you sweep back and forth. Use a very gentle 

and even pressure.   

                                

http://web.indstate.edu/thcme/micro/basic.html 



Microbiology 
Planter 

Document No.   MICR 6140 R 
Page 5 of 7 

Specimen Processing 
 

Origination: 03/2007 
 

 

St. Agnes Hospital, 900 S. Caton Avenue, Baltimore, MD 21229 
C:\Documents and Settings\jweiger\Desktop\MICR 6140 R Specimen Processing v2.doc 

 When creating the first quadrant, do not worry about keeping each pass 

across the plate separate from previous ones.  

 When about 30% of the plate has been covered by the first streaking 

quadrant, rotate the plate and repeat the above procedure with the same loop 

for the second quadrant, but this time pick up some inoculum by crossing into 

the first quadrant 2-3 times and then not passing into it again.  

 Repeat the same procedure for the third quadrant. After streaking the plate, 

discard the loop. Use a new loop for each plate to avoid carry over. 

 

 

http://www.mansfield.ohio-state.edu/~sabedon/biol4035.htm 
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• Catheter tip cultures: 

o Using sterile forceps transfer the catheter segment onto the surface of a BAP. If 

Tip is longer than 2 inches, using a sterile scalpel, cut off the tip to culture.  

o With light pressure from the forceps, roll the catheter back and forth across the 

plate at least four (4) times. 

o Return the catheter tip to the specimen container. Save with daily Specimens 

• When multiple types of cultures are requested, bacterial cultures should be set up 

first. 

• If fungus cultures are requested,  inoculate Sabouraud Dextrose agar and Mycosel 

agar 

• For Mycobacterial cultures put 5-10 ml of the specimen in a 50ml conical tube to be 

processed. See the procedure for Mycobacterial cultures. 

• Incubate plates with the lid down in the designated 35°C CO2 incubator for 18-24 

hours.  

• Incubate fungal tubes in the 30°C incubator. 

• Place anaerobic cultures in the appropriate environment by using the appropriate 

Gas Pak and place in the 35°C non CO2 incubator. 

• Archive and save all specimens in the refrigerator for 1 week. Save all sterile body 

fluids and other irretrievable specimens for 4 weeks. 

 

REPORTING 
The interpretation of primary cultures requires considerable skill.  From initial 

observations, the microbiologist must assess the colony growth and determine, 

depending on the source of the culture, whether any pathogens are present. Proper 

steps should be taken to quantitate, identify the microorganisms, and perform 

appropriate antimicrobial susceptibility testing.  Report colony numbers according to 

following protocol: 
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• Rare Growth = one to five colonies total 

• Light Growth = colonies in first quadrant only – ignoring a few colonies in second 

• Moderate Growth = colonies up to the second quadrant – ignoring a few colonies in 

third 

• Heavy Growth = colonies up to the third quadrant 

• Urine cultures = <10, 10-50, 50-100 or >100 CFU/ml 

• Catheter tip cultures = <15 CFU or >15 CFU 

 

REFERENCES 
 
Isenberg, H. Clinical Microbiology Procedure Handbook. 2nd Edition, Volume 1, 

Section 3.3.1; Processing of Specimens, 2004 

 
Bailey and Scott’s Diagnostic Microbiology 11th edition, Mosby, Inc 

 
BBL Quality Control and Product Information Manual for Plated and Tubed Media 

Becton Dickinson and Company, June 2009 

 
CLSI Approved Standard M22-A3: Quality Control for Commercially Prepared 

Microbiology Culture Media 
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Transfusion Reaction – Blood Cultures 
 
Blood Bank will bring 2 BacT/Alert bottles (aerobic and anaerobic), the unit to be 
cultured and the Meditech labels to Microbiology. If the unit itself is no longer available, 
the Blood Bank will submit 1 or 2 segments from the unit for culturing. 
 
Receive the Blood culture in Meditech.  
 
If direct gram stain is requested by a Pathologist, order GRAM  

 
Source:    BBU = BLOOD BANK UNIT 
 
Specimen description:   CRYO = CRYOPRECIPITATE 

GRAN = GRANULOCYTES 
P = PLASMA 
PT = PLATELETS 
RBC = RED BLOOD CELLS 

 
Inoculate the blood bottles as follows:  

• Label bottles. 
• Inspect unit to determine amount of blood that can be removed via the ‘pig-tail’ of 

the unit.   A pig-tail is the sealed, segmented tubing that is external to the blood 
unit 

• Remove plastic covers from BacT/Alert bottles and clean the rubber stopper with 
an alcohol pad 

• Place unit in such a manner that any product still inside is against the ‘pig-tail’ 
opening. 

• Clamp unit approximately 1” below the tip of the ‘pig-tail’. 
• Wrap tip of ‘pig-tail’ with alcohol swab. 
• Open syringe, insure needle is on tight, and express any air in syringe out. 
• Carefully insert needle into tip of ‘pig-tail’. 
• Release clamp. 
• Aspirate blood into syringe (should draw enough blood to place a minimum of 

1.5cc in each bottle, if possible) 
• Clamp off ‘pig-tail’ approximately 1” below the needle insertion site 
• Remove syringe and inoculate BacT/Alert bottles  
• Bend ‘pig-tail’ between tip and clamp. 
• Slid metal crimp over fold 
• Crimp, sealing unit 
• Remove clamp 

 



MICR Jb Set up Chart

SOURCE GRAM STAIN CHOC BAP MAC CNA V / ML THIO CDC/KV HE/SMAC/TCBS

Catherter Tip Roll plate

CSF X X X shunts only
Sterile Body Fluids X X X X
Joint Fluids X X X X Peds bottle

CC / CATH (0.001) X X
CATH ≤12 yrs   (0.01) X X
Urine invasive (0.01) X X X

Gential (cx,vaginal,urethral) X X X X
Placenta X X X X
GC ONLY X ML
Group B only LIM Broth 

Sputum X X X X
Endotracheal Aspirate
Throat X X
Nose/Nasopharyngeal X X
Gastric X X X X
BAL  (0.01 & 0.001) X X X X
Bronch Wash X X X X

Stool X X X
Yersina CIN

Wound X X X X X 
Tissue X X X X X 
Abscess X X X X X 
Drainage X X X X X
Anaerobic X X X
Actinomyces X X X
Grafts X

Acinteobacter X X
MRSA Culture MRSA
VRE VRE

Saint Agnes Hospital ` Page 1 of 1



MICR 6140 Jc Media Chart

Name Type Nutrients Inhibotors Indicators Organisms Selected Organisms Inhibited
BAP Trypticase Soy with Enrichment Sheep blood

 5% Sheep Blood
CAMPY Camplyobacter Agar Selective Sheep blood Amphotericin B Campylobacter jejuni Normal Fecal Flora

Cephalothin
Trimethoprim
Vancomycin
Polymixin B

CDC CDC with 5% Sheep Blood Enrichment Sheep blood Anaerobes Aerobes
CHOC Chocolate II Agar Enrichment Hemoglobin

IsoVitale X
CIN Cefsulodin-Irgasan-Novobicin Selective Mannitol Crystal Violet Neutral Red Yersinia enterocolitica gram neg & pos

Differential Na desoxycholate
Cefsulodin

Irgasan
Novobicin

CNA Columbia CNA with Selective Sheep blood Colistin Gram Positive Gram Negative
5% Sheep Blood Nalidixic Acid

HE Hektoen Enteric Selective Lactose Bile Salts Acid Fuchsin Gram Negative Gram Positive
Differential Sucrose Bromthymol Blue

Salicin Ferric Ammonium Citrate
Na Thiosulfate

KV CDC Laked Sheep Blood w/ Selective Laked Blood Kanamycin Gram Negative Gram Pos Aerobes
Kanamycin & Vancomycin Vancomycin Anaerobes and Anaerobes

LIM LIM Broth Selective Todd Hewitt Colistin Group B Strep Gram Negative
Broth Nalidixic Acid

MAC MacConkey II Selective Lactose Crystal Violet Neutral Red Gram Negative Gram Positive
Differential Bile Salts

ML Martin Lewis Selective Hemoglobin Vancomycin N. gonorrhoeae Gram Positive
IsoVitale X Colistin Gram Negative

Anisomycin Yeast
Trimethoprim

SMAC MacConkey II with Sorbitol Selective Sorbitol Crystal Violet Neutral Red Gram Negative Gram Positive
Differential Bile Salts

TCBS Thiosulfate Citrate Bile Selective Sucrose Bile Salts Bromthymol Blue Vibro Normal Fecal Flora
Salts Sucrose Thyomol Blue

Na Thiosulfate
Ferric Citrate

THIO Enriched Thioglycollate Enrichment Vitamin K1 Na Thioglycollate Anaerobes
Hemin

V agar V Agar Enrichment Human Blood G. vaginalis

Saint Agnes Hospital Page 1 of 1



Specimen Processing and Edit Specimen Processing and Edit 
Enter Edit Requisition Enter Edit Requisition –– patient accountspatient accounts

Enter Edit Requisition Enter Edit Requisition –– non patientsnon patients
Receive SpecimensReceive Specimens

Print LabelsPrint LabelsPrint LabelsPrint Labels
Edit SpecimensEdit Specimens

Specimen InquiriesSpecimen Inquiries
Cancel SpecimensCancel Specimens

1MICR 6140 Jd                 Saint Agnes Hoptial



Log into MeditechLog into Meditech
Select Laboratory > St  Agnes Hospital > MLSelect Laboratory > St  Agnes Hospital > MLSelect Laboratory > St. Agnes Hospital > MLSelect Laboratory > St. Agnes Hospital > ML
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Select Specimen Desktop Select Specimen Desktop 
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Enter Edit RequisitionEnter Edit Requisition
Patient Accounts Patient Accounts 
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Select Enter/Edit ReqSelect Enter/Edit Req
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Enter Patient name, account, etc …. Enter Patient name, account, etc …. 

6MICR 6140 Jd                 Saint Agnes Hoptial



Or Select F9 to look up Or Select F9 to look up 
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Patient Demographics will appear Patient Demographics will appear 
on the top of the screen.on the top of the screen.
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Enter the Collection Date, Time and Priority.Enter the Collection Date, Time and Priority.
Enter “Y” to Receive the Specimen.Enter “Y” to Receive the Specimen.
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Enter the Test Mnemonics to order Enter the Test Mnemonics to order 
Select F9 to look up a test.Select F9 to look up a test.
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The Test Search window will appear.The Test Search window will appear.
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Enter search criteria into the textbox.Enter search criteria into the textbox.
Select the test, once it is located.Select the test, once it is located.
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Verify that all tests have been ordered.Verify that all tests have been ordered.
Select the “Doctors” tab or select Enter to navigate to the next screen.Select the “Doctors” tab or select Enter to navigate to the next screen.
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Enter additional comments, as necessary.Enter additional comments, as necessary.
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Select F5 to look up canned comments.Select F5 to look up canned comments.
Enter the comment mnemonic in the textbox.Enter the comment mnemonic in the textbox.

If unknown, select F9 to view the full list of comments.If unknown, select F9 to view the full list of comments.
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Enter search criteria into the textbox >Enter search criteria into the textbox >
Select the comment, once it is located.Select the comment, once it is located.
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Enter additional information to the comment, as necessary.Enter additional information to the comment, as necessary.
Select F12 when finished.Select F12 when finished.
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A confirmation window with laboratoryA confirmation window with laboratory
accession numbers will appear.accession numbers will appear.
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Enter Edit RequisitionEnter Edit Requisition
Patient Accounts Patient Accounts 
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Select Enter/Edit Select Enter/Edit ReqReq
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Enter nameEnter name
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There is no patient accountThere is no patient accountThere is no patient accountThere is no patient account
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Enter a new account Enter a new account 
Facility = LABFacility = LABFacility = LABFacility = LAB

Registration = REFSRegistration = REFS
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Enter required * informationEnter required * information
Client Codes:Client Codes: PHR = PharmacyPHR = PharmacyClient Codes:Client Codes: PHR = PharmacyPHR = Pharmacy

INF = Infection ControlINF = Infection Control
LAB = LaboratoryLAB = Laboratory
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Enter required * informationEnter required * information
Location  Codes:Location  Codes: PHR = PharmacyPHR = PharmacyLocation  Codes:Location  Codes: PHR = PharmacyPHR = Pharmacy

INF = Infection ControlINF = Infection Control
LABML = Main LaboratoryLABML = Main Laboratory
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SAVE SAVE –– F12F12

SAVE SAVE F12F12SAVE SAVE –– F12F12
26MICR 6140 Jd                 Saint Agnes Hoptial



An Account Number starting with a An Account Number starting with a 
“C” ill b  t d“C” ill b  t d“C” will be generated.“C” will be generated.
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Continue order same as a patientContinue order same as a patient
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Receive SpecimensReceive Specimens
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From the Specimen DesktopFrom the Specimen Desktop
Select ReceiveSelect ReceiveSelect ReceiveSelect Receive
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Select SpecimenSelect Specimen
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Enter Specimen Numbers Enter Specimen Numbers 
Select F12 when finishedSelect F12 when finishedSelect F12 when finishedSelect F12 when finished
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Select F12 or Yes to finishSelect F12 or Yes to finish
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Print LabelsPrint Labels
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From the Specimen DesktopFrom the Specimen Desktop
Select LabelsSelect LabelsSelect LabelsSelect Labels
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Select IndividualSelect Individual
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Enter Specimen Numbers Enter Specimen Numbers 
Select F12 when finishedSelect F12 when finishedSelect F12 when finishedSelect F12 when finished
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Enter Label Format e.g. AliquotEnter Label Format e.g. Aliquot
Select F12 when finishedSelect F12 when finishedSelect F12 when finishedSelect F12 when finished
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Select Printer > Change if necessarySelect Printer > Change if necessary
Select F12 when finishedSelect F12 when finishedSelect F12 when finishedSelect F12 when finished

View the local list.

Make sure the correct 
printer populates the 
field.
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Edit SpecimensEdit Specimens
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From the Specimen DesktopFrom the Specimen Desktop
Select EditSelect EditSelect EditSelect Edit
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Select Specimen Data to Enter a CommentSelect Specimen Data to Enter a Comment
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Enter Specimen NumbersEnter Specimen Numbers
Select F12 when finishedSelect F12 when finishedSelect F12 when finishedSelect F12 when finished
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Enter Comment in Comments fieldEnter Comment in Comments field
Select F12 when finishedSelect F12 when finishedSelect F12 when finishedSelect F12 when finished
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Select F12 or Close to File Select F12 or Close to File 
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Select Collection Data to Change the Collection DateSelect Collection Data to Change the Collection Date
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Enter New Collection Date > Specimen number Enter New Collection Date > Specimen number 
Select F12 when finishedSelect F12 when finishedSelect F12 when finishedSelect F12 when finished
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Select MIC Source/Spec Description  to Change the Source or Select MIC Source/Spec Description  to Change the Source or 
Specimen DescriptionSpecimen Descriptionp pp p

48MICR 6140 Jd                 Saint Agnes Hoptial



Enter the Specimen Number > Enter the New Source and/or Enter the Specimen Number > Enter the New Source and/or 
New Spec Desc > Select F12 when finishedNew Spec Desc > Select F12 when finishedNew Spec Desc > Select F12 when finishedNew Spec Desc > Select F12 when finished
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Select F12 or Close to FileSelect F12 or Close to File
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Specimen InquiriesSpecimen Inquiries
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From the Specimen Desktop From the Specimen Desktop 
Select InquiresSelect InquiresSelect InquiresSelect Inquires
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Select the type of Inquiry you wish to viewSelect the type of Inquiry you wish to view
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Enter the Patient’s Name, Account Number or Enter the Patient’s Name, Account Number or 
Specimen Number in the Specimen field.   Select F12.Specimen Number in the Specimen field.   Select F12.
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Select F12 to view the result.Select F12 to view the result.
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The report will display.  The report will display.  
Print SpecimensPrint Specimens
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The report will display.The report will display.
Print Specimens (Internal)Print Specimens (Internal)
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Cancel SpecimensCancel Specimens
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From the Specimen DesktopFrom the Specimen Desktop
Select Cancel to cancel a specimenSelect Cancel to cancel a specimenSelect Cancel to cancel a specimenSelect Cancel to cancel a specimen
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Enter Specimen NumberEnter Specimen Number
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Enter Cancellation CommentEnter Cancellation Comment
Select F12 when finishedSelect F12 when finishedSelect F12 when finishedSelect F12 when finished
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Select F12 or Yes to CancelSelect F12 or Yes to Cancel
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IMPORTANT:IMPORTANT:

This following process is for canceling an This following process is for canceling an 
ENTIREENTIRE test eq isitiontest eq isitionENTIREENTIRE test requisition.test requisition.
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Select Requisition Desktop Select Requisition Desktop 
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Select Cancel ReqSelect Cancel Req

65MICR 6140 Jd                 Saint Agnes Hoptial



Enter the Patient’s Name or Account Number in the Patient Enter the Patient’s Name or Account Number in the Patient 
field.  Patient Demographics will appear on the top of the field.  Patient Demographics will appear on the top of the 

screen.screen.
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Select F9 in the Select F9 in the ReqReq Number field.Number field.
A new window will display.A new window will display.

67MICR 6140 Jd                 Saint Agnes Hoptial



Select the Requisition radio button.Select the Requisition radio button.
Select OK.Select OK.
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Select the requisition you wish to cancel.Select the requisition you wish to cancel.
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All ordered tests will display in the middle of the screen.  All ordered tests will display in the middle of the screen.  
Enter cancellation comments.Enter cancellation comments.
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Select F5 to search for canned comments.Select F5 to search for canned comments.
Enter the comment mnemonic in the textbox.Enter the comment mnemonic in the textbox.

If unknown, select F9 to view the full list of comments.If unknown, select F9 to view the full list of comments.
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Enter search criteria into the textbox.Enter search criteria into the textbox.
Select the comment, once it is located.Select the comment, once it is located.
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Select Yes to confirm the cancellation.Select Yes to confirm the cancellation.
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Select F12.Select F12.
The entire requisition has been successfully cancelled.The entire requisition has been successfully cancelled.
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