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Gram Stain Procedure:

Procedure:

A. Slant Cultures

1. Prepare and heat-fix smears.
dermidis and N. siccaona second slide. Heat-fix.

2. Prepare the smears of S. epi

3. Stain the slides as follows:
a. Flood the crystal violet for one minute.
r and drain the slide against 2

b. Pour off excess dye and wash gently in tap wate

paper towel.
c. Expose the smears to Gram's iodine
the smear

then adding more sodine and leaving it on
d. Wash with tap water and drain carefully. (Do not blot.)
e. Wash with 95% alcohol for 30 seconds.
econds to stop the decoloriz

£ Wash with tap water at the end of the 30's

Drain.

for one minute by washing with iodine,
until the minute is over.

ation.

o/, safranin for 30 seconds.’

examine under oil.
nd relative sizes. Color 2 few

hology, grouping, a

to show the Gram reaction.
f this exercise to use at the

Counterstain with 0.25

h. Wash, drain, blot, and
i. Draw the cells showing morp

of the cells of each bacterial species
j- Save these slides and the ones from parts B&Co

next lab period.

thin smear and nearly invisible to

le to draw a ring with a felt
ich the broth smear will

drop of water

B. Broth Cultures

smear made from the broth will be a
ven after staining, it may be advisab
he under side of the slide to mark the area in wh

from broth donotadda

when making 2 smear
e, and examine

be made. Also,
d for thin smears.

to the slide.
2. Hear-fix the smears, Gram ;ta N
hen focusing the broth smear us
e P ance of the cells in th

3. Comp

in them with the-above procedur
the technique suggeste
e two smears.
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GRAM - POSITIVE BACTERIA  GRAM - NEGATIVE BACTERIA

stained purple .

remains purple

becomes colouress

remains purple -

remains purple stained red
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Gram Stain Procedure:

1. Flood the slide with Crystal Violet (the primary stain).

2. After | minute, rinse the slide with water.
3. Flood the slide with Iodine (Iodine is a mordant that binds with Crystal violet

and is then unable to exit the Gram+ peptidoglycan cell wall.)

4. After 1 minute, rinse the slide with water.

5. Flood the slide with Acetone Alcohol. (Alcohol is a decolorizer that will
remove the stain from the Gram-negative cells.)

6. After 10 or 15 seconds, rinse the slide with water. (Do not leave the
decolorizer on too long or it may remove stain from the Gram-positive cells as
well.)

7. Flood slide with Safrinin (the counterstain).

8. After 1 minute, rinse the slide with water.
9. Gently blot the slide dry. It is now ready to be viewed under oil immersion

(1000x TM) with a bright-field compound microscope

before-staining

after primary stain, ?’ *
-ctystal violet ‘g "

after mordant, iading

after decolorizer, alcohol ,‘ C@

or acetone/alcoho!

after oounterstam safrinin é G‘%
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icati hol wash ¢ Application of
€} Application of crystal €3 Application of fgggoloriz; don) oxtranin (counter

(a) violet (purple dye) iodine (mordant)

& Ped e Vb '0 e
! viprio &0 %L

(b)
Copyt
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Crystal Violet

safranin

ladine .
Micahol

G+ = purple
G- = colorless

Make film

X e/ :4/

Alf celis take up the dye

\_

Flood with Lugol's iodine

T v\
S

All cells appear blue-black
e

\\ \ e s K

Decolourise with ecetone

N

in the dye coﬁplex; wim
decolourised

~

i s _x e
Gram-positive cells appear blue-black;
Gram-negative cells appear red

Gram-positive cells retal
Gram-negative cells are

Counterstain with a red dye
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Staphylococcus
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Gram negative Bacilli
E.Coli
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pension containing a

A gram stained bacterial sus
li, and Gram positive

mixture of Gram negative bacil

cocci arranged in bunches (Staphylococci spp)
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