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?, N 8-2 Pour-plate tech-
mgue 15 used for pure-
Culture isolation of bacteria
Step 1: One {popful of origt- [—-——&
nal 5uspensF|’on 1S trans-
ferred to tube A (liauid ! l
cooled agar medjum) Tube  V0OP
A 38 rolled between the [
hands lo effect thorough
mixing of inoculum Simiar
transfery are made from A
lo Band B to C. Step 2
Contents of each tube are
poured Into separate petri
dishes. Slep 3 After Cu- Cngingl
bation, plates are examined  bacterial
for the one which contamn,  suspension
isolated colonies From thig i
plate, pure Cultures of bac-
teria can be isolated by -] - —_—
transferring a portion of a
colony to a tube of sterile
medium c
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L] Isolation of single bactena, (A) Micromanipulator equipment
and microscope. The micromampulator is equipped with probes thal
can position on objacts a few microns in size. The manipulation of the e —
probes s done while viewing the specimen through the microscope 7 \
{Micromanipuiator Company ) (B) Schamatic dlustration ol isoiating a e ‘ -
singlae bacterium from a mixture ot cells. The microscopic fieid (1) B
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tion of Bacteria. Churchill Livingstona. Edinburgh, 1973.) / o ’ o
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M990 8-1 Procedure for the Preservation of Some Bacteria by Periodic Transter to Fresh Media

\ E _ INCUBATION STORAGE
BACTERIAL MEDIUM TRANSFER TIME TEMP C TEMP C
Neisseria spp. Cystine trypticase | month 35 33

(saprophytic) agar

Bacillus spp. Nutrient agar 12 months and longer2% 10

Pseudomonas spp. Nutrient agar 3 months 28 10

Clostridium spp.  Cooked meat 6 months and longer 28 Room
medium

Mycobacterium Giycerol agar 4 months 30 10

Spp. (saprophytic)
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Tﬂﬂ 8-5 A culure coliec-
P tion maintained by overlay-
ing cultures with mineral
olt. (U5 Departmant of
Agriculture )*

Yacuum pump
e

Ground- glass ‘
joint )WK
Vinls Condensar -1 £

Gioss Hosk for
10 10 100
small vials

Dryice |

frozen
olcohal

bocleral

Dev.or flask

wspension
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Seul——____

by flaming open end|

Asbestos packing —- - -
lpravides rnsl‘lmmn
during sealing)
Outer lube ~— -~ -

lnner vial —

lcotton-plugyed)

containing tyophilized specimen

ﬂ d’

:E N 8-6 Lyophilization
procass for presarvation of
cultures. (A) Small cotton-

plugged vials containing
frozen suspensions of The
organisms are placed in the
glass tiask, which is atl-
tached to a condenser. The
condensar is connected to
a hugh-vacuum purmp, and
this system brings about
desiccation ol the cultures.
{B] After desiccalion of the
cultures as in (A}, the vials
are removed, placed indi-
vidually in a larger tube,
covered with asbestos
packing, and sealed under
vacuum, (Amevican Type
Culture Collsction.)
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1."“ B8=9 Bacterial colonies ay seen by scanning alec-
tron microscopy. Three magnificatians al two colanies.
(A) Staphylococcus aursus. (1) Marker equals 100 pm;
(2) and (3). marker equals 10 pm. (B) Bacillus anthracis.
(1) Typical “Medusa Heed” colony. Marker equals 100
#m. (2) Edge of colony showing individual reds m
chains. Marker equals 5 um. {3) Chain of cells growing
out trom colony showing progressiva ceil-wall collapse
and finaily cell-wall dissolution with reieasa cf free
%0res &3 sean In lower right portion. (Courtesy of 1 L.

M1 21t

Roth, from Froceedings of the Fourth Annual Scanning
Electron Micrascopg Symposium. NT Rasearch institute,
Chicago, April 1871.) (C) Arrangament of bacterial cells
inthe center of a colony obsarved by scanning electron
microscopy. The manner of arrangement is reflected in
the gross appearance of the colony surface. (1) Bacillus
cergus var. mycoides; (2) B. cersus; (3) B. sublilis.
(Courtasy L. A. Bulia, Jr.. in E. G. Alrikian et ai., Appi
Micrabiol, 26.334. 1973.)
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