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Workflow in a Micro lab - Culture

Sample received
with request

Sample
identification
confirmed

Inoculate sample
on agar plates

Prepare slides —
wet /stained preps

Read after 24 or48
hrs

Incubate plates

select pathogens —
ID & AST

Incubate ID & AST

Report -
manual/automated




Biosafety precautions

e Use of appropriate PPE

* Use of appropriate biosafety
devices

* No mouth pipetting
* Use of appropriate disinfectants

* Following biomedical waste
practices



Basic procedures

* Labelling

* Inoculation : solid media /liquid media

* Preparing smears

* Staining

* Putting biochemical for identification

* Drug susceptibility : manual /automated
* Taking DST readings

e Agglutination tests



Labelling

* Barcode / name of pt

e Sample
LIS nos Patient Surname & First Name
e date T era— Patient Date of Birth or PHN

Date of Collection

Site of Specimen




Escherichia coli

1 Lactose Non-lactose
fermenting fermenting
colonies colonies
witl the ovigiow - _ ) Pro;m vulgaris Salmon;m murlum snpl;ﬁicoccm aureus

CHROMagar e d PINK COLORLESS
b ~ MacConkey’s Agar

Salmonella Shigella agar

SS Agar Plate
(Salmonella—Shigella Agar)

- For isolation and differential medium for pathogenic
Gram-negative bacilli in particular, Salmonella and
Shigella. Inhibitor for Coliforms.

Dr. Nabil El Aila
General Microbioloou



streaking

Methods of

“A" mhoran the sireakng paliseT,

"B afwras the growih afler ncubation

Flating a unine specimen



Inoculating liguid media — do’s & don't’s

Liquids like peptone

Blood culture sets

MGIT tubes



Incubation

* 25°C- 56°C

* Special environment —
ambient, carbon
dioxide,room temp

Anaerobic Jar

Clamp with
clamp screw

Palladium

Lid with

O-ring gasket
Envelope containing
sodium bicarbonate
and sodium
borohydride

Anaerobic indicator
(methylene blue)

Petri plates

Figure 6.6




Preparing smears

!

4- Counter stain

* Size
o
* Fixation
* Drying
e Staining — Gram , Zeihl Neelson, Giemsa
P Gram Positive Gram Negative ~ ®
What happens in staining process!!! D
&Q@ Fixation %
Non Acid Fast - l -
. — - '~ Crystallwolet ’~
& lodine treatment &
s (— D ’
= TV IS
i = i @& Decolorization o,
. LS C&S
o B




Putting biochemical for identification

e Significance
* Sequence

Citrate

" Rt I
| £ ’
\
\
|
i
ki
)

Triple sugar iron agar

urease

\aJ »

7
négative Indole ~ positive Indole

'
)
.. g
l \
: 3
Y { e
-~ A
.}

Indole test



Drug susceptibility : manual /automated

 Disc diffusion/E test
-Media

-method

Applying discs
-incubation

e Automated methods



Taking DST readings o

Antimicrobial
disk

* Light

* Measurement of zone of inhibition
* |Interpretation e

Concentration of AMP (mg ml*?)
2.165 1067 0532 0267 0.133 ooss oosa 0016 0.008 0.004 0.0019 0.00099
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MIC 0.25 pg/ml



Agglutination tests

*E.g

* Procedure

* Significance



Quality control

* Verification/Validation
* Internal

e External

* Frequency

* Corrective actions

THANK YOU!

arunapoojary@gmail.com



