Procedure for antimicrobial susceptibility testing of Haemophilus
Influenzae by disc diffusion

Confirm identification of isolate. Sub-culture onto supplemented
chocolate agar and incubate in a CO2- enhanced atmosphere
(COz2 incubator or candle-extinction jar).
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Y Sommenslcoaeenn conaner Compare prepared suspension with that of
the 0.5 McFarland standard (control) and
adjust turbidity as needed with sterile saline
or pure culture until correct density is
achieved. Suspension must be used within
15 minutes 13,
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Inoculate Haemophilus Test Medium
(HTM) [CLSI guidelines] OR Mueller
Perform quality control of Hinton agar + 5% defibrinated horse
medium as appropriate € blood and 20mg/L B-NAD [EUCAST] by
streaking the plate with a swab multiple
times in different directions to ensure even
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Perform qua“ty Contr0| Of Conﬂuent gI‘OWth. A”OW to dry (MaXimum
antimicrobial discs as time 10 minutes).
appropriate. Allow discs and media to reach ambient temperature
)L before inoculating plates and placing discs
CLSI | EUCAST? . . .
Hasmophilus influenzae Place discs on plate with sterile
Haemophilus influenzae ATCC®49766 €2 forceps/tweezers/disc dispenser. Do not
Haemophilus influenzae ATCC®49247 .
Escherichia coli Staphylococcus move the discs once they have touched the p— ?
ATCC®35218 aureus ATCC®29213 § D
agar surface.
ATCC®is a registered trademark of the American Type 2
Culture Collection, USA
4 K,),\\ @)
Incubate .
35°C+2°C; 5% CO3; 16-18 hours
Read quality control strain ‘L
zones of inhibition first. If Read zone edges at the point showing no
within ||m|tS, read test strain. gro\N‘th against a dark background
i i . . . . Growth
If quzra]tlltytcoatrlol fails trouble illuminated with reflected light. Measure
sNnoot wnole rocess. - . . ntimicrobial
P zone diameter (mm) using ruler/calipers. dsk
A rapid B-lactamase test yields clinically Interpret according to the latest Clinical
relevant information earlier than the results of and Laboratory Standards Institute
htheljr;tlmlcrfoblal sdusceptlblllty tft,lr}f soft (CLS|) / European Committee on ﬁml]:lg:)n
should be performed as soon as a H.influenzae g o . . Cere . (no growth)
is identified. Nitrocefin-based test are the Antimicrobial Susceptl b_l ! Ity Testi ng @
preferred method, chromogenic (EUCAST) gwdellnes.
cephalosporin, which releases a red compound R d d findi \
on hydrolysis by a p-lactamase?. ecord and report findings. .Lf’s;ﬁ,::rt;::t:nlc;:':::e
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