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Name: Date:

Diagnostics ofHaemophilus and G- non-fermenting rods

Table for major results of Task 1 to Task 5:

Strain K L M N P Q R S

Gram stain — Task 1

Cul- | Growth on
ture | BA (Y/N)
Task | Growth

2 characte-
ristics on
BA (ChA¥)
Endo agar
(—/L-/IL+)
MH agar
(colour)

Task 3a Satellite
phenomenon (+/-)

Task 3b Factor test
(X, V,X+V)

Glc fermentation
Task 4 (Hajna)

Oxidase test
Task 5a

NefermTest 24
(Task 5b)

FINAL
CONCLUSION

*Use ChA (Chocolate agar) for bacteria not growamgBA (blood agar)

Task 1: Microscopy of strains
There are letter-labelled strains on the tablenGstain them and write your results to the tabteai that is
NOT G- rod should not be used in tasks 3 to 5ifbliask 2 it should be described, for comparison)

Task 2: Cultivation on agar media

First write down, what bacteria do grow on bloodraand what bacteria do not. Then, using standarcegure,
describe colonies of all strains on blood agasttains that did not grow on blood agar, desctiedr tgrowth on
Chocolate agar instead. Then describe growth dEbacon Endo agar (only ,—* for not growing bader,+*
for growing ones; lactose positivity/negativity cem be seen, as the strains do not have isolatedies) and
on MH agar (only ,—* or ,+*, and eventually presencf specific colour).
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Task 3: Identification of Haemophilus and their more precise
determination

a) Satellite phenomenon

Haemophili are typical by so named satellite
phenomenon. That means that they are not ablet gr
on blood agar, unless a strain able to releasethrfastor
necessary for haemophili is present. Usually
Saphylococcus aureus is used for this purpose. Draw the
satellite phenomenon and connect the terms beldlv wi
the features on your picture

Saphylococcus aureus Colonies of haemophili

b) Identification of the hemophili on the basis ot growth tactors
necessity

Determine the given strains according to their requirements of growth factors. Draw the growth factor
tests for both strains.

Strain __ Strain __

)

®) W

Task 4: Hajna medium
Observe the results of culture of four strains @jnid medium. Mark strain able to ferment glucossgy
colour) as ,+“, strains unable to ferment (red eo)as ,—*

Task No. 5 Determination of G— glucose non-fermente  rs

a) Oxidase test

Demonstration of oxidase test for three strainswshim be G- non-fermenters. Write down your resualtdhe
table. Pseudomonas, should be always positivBurkholderia is usually positive, too, but not necessarily tloa
other handSenotrophomonas uses to be negative).
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Oxidase positive bacteria with typical odour angnpéntation (mostly green, less often blue of maya®nquite
surePseudomonas aeruginosa. In this bacterium it is not necessary to perfdunther biochemical testing,
described in Task 5a. In other two strains thighé&mical testing is necessary.

b) Detailed biochemical testing

Evaluate given results of NEFERMtest 24, been pexpawo days before (difference from other biochehi
tests) at 30 °C (another difference, other testired37 °C). The way of code reading is differ¢ot, as there
are three rows in the test. Always upper row isytfen positive, medium row is ,2“ and lowest oné. Birst
number is for oxidase test: write ,0“, when negatiand ,1“, when positive. Results of ,B* and ,,Ablumns
are NOT used for code reading. So, you obtain #tippscode: first number is ,0“ or "1, and six m@positions
are for results of tests in columns H to C.

Strain: Code

1 Identification
2 % of probability
4 Typicity index

Strain: Code

1 Identification

2 % of probability

4 Typicity index
Code

Notes:

Task No. 6: Susceptibility tests of pathogenic bact  eria to antibiotics
Among your bacteria, there are five pathogens:dfueasteurellaceae family, three G— non-fermenters. Write
full names of antibiotics and measure susceptjtiitnes. Interpret the strains as susceptiblegS§3tant (R)
and dubious (D). (Dubious are such stains that Haveone just the same as is the limit.)

Test for Haemophilus

Strain> Strain—>
Antibiotic ZoneO (mm)| . Interpr. Antibiotic Zonel (mm) | Interpr.
(full name) (full name)

Test for Gram non-fermenters:

Strain>
Antibiotic Zonel Interpr. Zonel Interpr. Zonel Interpr.
(full name) (mm) (mm) (mm)
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Task No. 7 Relations of bacteria to oxygen — compar  ison of

enterobacteria, G— non-fermenters and anaerobes
Look at the broth cultivated under aerobic and estsie conditions (layer of paraffin oil on the sacé),
evaluate bacterial growth and its character.

Strain

Growth in broth

Growth in VL-broth

Conclusion

Check-up questions:
1. Under what conditions are the hemophili ablgrtmvth on Blood agar? Why?

2. What is the most typical material f@asteurella multocida findings?

3. Which hemophilus species is the most pathogafficizh diseases it causes?

4. Why we have less newborn infections causeHdmsmophilus in recent years?

5. Why it is usually not necessary to perform bamlical tests ifPseudomonas aeruginosa?

6. What are the most typical infections caused byn@n-fermenters?

7. Make proposal of antibiotics suitable for treatnof infections caused by G— non-fermenters.
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