
How do you store a urine sample if the collection site is far from the laboratory ? Can a urine 

sample collected 24h before testing at the lab give a good result? 

Urine samples should be plated as quickly as possible to avoid overgrowth from contaminating 

urethral organisms. The suggested time for room temperature urines is within 2 hour of 

collection. Urine is stable to plate for up to 24 hrs if it is refrigerated. Preservatives like boric 

acid (gray-top tubes) can be used for 48 hr stability at room temperature.  We use boric acid 

gray-tops at UCLA. 

A urine held at room temperature for 24hrs before plating would typically not give a good 

result. 

How has the introduction of molecular technologies (like the genomics and proteomics tools) 

impacted your routine culture workflow at UCLA? 

Proteomics tools like MALDI-TOF have greatly impacted our workflow by increasing accuracy of 

speciation compared to biochemical identification and decreasing turn around time. Genomics 

or next gen sequencing has helped us be able to identify organism to the species, subspecies, 

and strain level that were not able to be identified by any other methods. 

What existing bacteriological innovations do you have at UCLA that can be adopted for 

clinically efficient diagnosis in Sub-Saharan Africa? 

MALDI-TOF identification of bacteria is probably the most impactful innovation. The challenge is 

that it is very expensive. I really think that the more labs that are able to do gram-stain and 

basic culture and identification would have the highest impact. 

For Urine specimen, do you also need to culture on fungal culture media? 

Fungus (including both molds and yeast) are a very rare cause of urinary tract, bladder, or 

kidney infections. Because of this, urines do not need to be routinely plated on fungal culture 

media. 

Could you please speak briefly on enrichment media 

Enrichment media (like chocolate) contain additional nutrients not available in blood agar plates 

that allow the growth of fastidious organisms like Neisseria and Haemophilus. 

On Temperature differences, you talked about Campylobacter. If I am not mistaken, it requires 

42 - 45°C. What can you do if you have no clue, even after doing a gram stain, of what kind of 

bacteria you are dealing with? 



Campylobacter is a common cause of bacterial diarrhea. If possible, all stool culture set ups 

should include a culture plate in microaerophilic conditions at 42-45C to culture for 

campylobacter.  

What is the incubation period for stool cultures? 

We incubate stool cultures for 5 days before calling it negative. 

Currently, we are incubating blood cultures for 7 days, which is somewhat different from 

today's presentation. How can this discrepancy be understood? 

This depends on the blood culture system. We use the BD Bactec blood culture system that is 

approved for incubation to 5 days. Other systems may use other incubation criteria. 

There are many gram negative bacterial that causes eye infection like conjunctivitis and other 

ophthalmic infection. As you mention the appropriate culture media are BAP and  CAP only. 

why not use MAC? 

MAC plates really serve the purpose of eliminating gram positive flora overgrowth or 

differentiating between multiple types of gram-negative species in a single specimen. Eye 

specimens don’t fall into either of these categories so a MAC plate is unnecessary. Any gram-

negative that is causing infection in the eye can be recovered and identified on the blood agar 

plate. 

On slide 33, does the incubation you are referring to correspond to the time after seeding or 

before seeding? 

This is the time after seeding and being placed in the incubator. 

My question is for the different incubation durations. You have stated for the different 

samples, how do you account for the TAT? and what about AST results ? will they be early 

enough to inform doctors on prescribing antibiotics? 

The incubation duration is for how long the culture will go before we call it negative. Any 

positive growth within the incubation time will be worked up immediately. For example, if a 

wound culture grows staph aureus 24 hrs after incubation, it will get species identification and 

AST results as quickly as possible. If nothing grows at 72 hrs, then it will get resulted as negative. 

Is GC (Thayer Martin) media suitable for Chlamydia? 

Chlamydia can not be cultured on agar plates. TM media is only good for Gonorrhea. 

From the case study, why was it negative in direct smear of abscess case?  How can we relate 

that with the whole step of analysis? 



The abscess was negative by gram stain because a gram stain is not as sensitive as culture. Gram 

stain positivity requires at least 1x10^5 organisms per ml. A culture can find bacteria that are 

below this threshold. This means that a gram stain on primary specimen is important, but it 

cannot replace culture methods. 

I work in a lab where we do a minimum of 30 gram stains on a daily basis. Would performing 

Gram stain IQC once per week be sufficient to address the risk of harm to the patient? 

Weekly gram stain QC would be sufficient. 

I wish to find out how can one verify the viability and purity of ATCC control strains over time? 

We order new QC strains when we start seeing QC issues. We do not have a set date range. 

Upon receiving new ATCC QC strain, we create bacteria stock vials for long term storage. 

Depending on how frequently we need to use this QC, we may either sub directly from the -80 

stock as needed or make additional mini stock bullets if we need to sub these frequently. This 

way we can prevent extensive subculture of the strain or prevent accidental freeze thaw of the 

primary stock. The organism keeps a very long time when stored at -80C without freeze 

thawing.  

I have a concern. Why is that most Microbiology Labs don't do AST for Coagulase Negative 

Staphylococcus? 

Coagulase negative staph can be a pathogen, but it can also be a contaminant. We will 

automatically perform AST when it is isolated from critical specimens (CSF, eye, surgical 

specimens . . .) but we only perform it on physician request from other specimen types where it 

may be a contaminant (blood culture). For specimens that have contact with skin flora (wound, 

urine) we discourage AST on coagulase negative staph because it is less likely to be a pathogen. 

For QC e.g for McConkey, can you divide one plate into 3 other than using 3 plates 

Yes. 

which culture media are exempt from QC according to CLSI? 

CLSI M22-A3 covers QC for Commercially Prepared Microbiological Culture Media – Table1B 

Exempt and NonExempt Categories for Media 



 



 

What is the standard guideline on break-pont for Cefriaxone- sulbactam? because many 

clinitians used for the management of patients in my country Zanzibar. 

I am not familiar with ceftriaxone-sulbactam. There are CLSI breakpoints for Ampicillin-

sulbactam and for sulbactam-durlobactam. 

If you want to do csf culture how long do you incubate that plate since I saw on this 

presntation you can incubate all sterile cuture up to 5 days 

We incubate CSF for 5 days before calling it negative. 

I work in a veterinary clinical bacteriology laboratory and am trying to identify standardized 

methods for routine diagnostic testing. While there are numerous ISO methods for food 

microbiology, I am struggling to find equivalent standards for veterinary clinical bacteriology. 

Are there ISO standards, CLSI documents, WOAH guidelines, EUCAST recommendations, or 

other internationally recognized reference methods that cover specimen processing, bacterial 

isolation, identification, and quality assurance. 



I am not familiar with culture standards for veterinary microbiology. That said, a lot of the same 

bacterial pathogens found in animals are the bacterial pathogens found in humans. I would 

think the relevant culture techniques for clinical bacteriology would apply directly to veterinary 

clinical bacteriology. 

Is it ideal to do a direct gram stain from a blood culture sample immediately when the sample 

is received in the lab, or should it be incubated for even a day before doing a gram stain? 

Gram stains on blood should only be done after the blood culture turns positive. It is not useful 

to do a gram stain on a direct blood sample. 

In my laboratory, I routinely use API 20E for bacterial identification; however, I do not have 

access to the APIWEB software for result interpretation. Could you kindly advise on 

alternative approaches for interpreting API 20E results? Additionally, would it be possible to 

obtain an API 20E interpretation chart, guide, or any supporting resources that could assist 

with manual identification and interpretation of API profiles? 

I don’t know of alternative approaches to API20E identification. 

What is the relevance and importance of AI initiatives in Microbiology culture and 

identification systems? 

I think AI will start to be used in automated micro process to help with result interpretation, but 

this innovation is not yet available. 


