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APPENDIX

1. Yeast nitrogen base (YNB) agar.

0.67 gm.
20.00 gm.
20.00 ml,

ml.

distilled water, heat
to boiling y: e medium  is completely

dissolved and alll e ' Bromcresol purple solution

T "“mwm b WS
N1 RSNy

(0-4 Cl
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2. Carbohydrate discs

. 1uﬂ'4ﬂ ml.

in distilled water and
steriled by filtra ‘ L le Pore membrane filter).
rebohydrate solution was dropped

by aseptic technique.

186] dry at room temperature

ARANINTAUUNIING A Y

Beef extract 3.0 gm.
Peptone 10.0 gm.
Nacl 5.0 gm.
Distilled water 100.0 ml.

Bromcresol purple (stock solution) 1.0 ml.
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Preparation

1. Suspend all ingredients in distilled water.

2. Adjust pH to 7.2 by 0.1 N NaOH.

Dispense 3 es in test tube with Durham tube.

]
121 C for 15 min.

4. Bromcresol p

1.6 gm.

100.0 ml.

'fr < Jf“g e, maltose, sucrose,
lactose, galactgfe and tre BFilizegijby filtration, Add 1 ml.

of carbohydrate tofopg tube contaiping 9 ml. of steriled fermentation

wor. AULINENINEINT
. ARABIAINNNINYAY

Formula
Urea agar base 29 gm.
Distiled water 1000 ml.

Agar powder 17 gm.
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Preparation

1. Dissolve 29 gm. of urea agar base in 100 ml. Distilled

water and sterileby filtration.

2. Melt agar sowde I7) 00 ml. distilled water, sterile by
autoclaving and cool ¥

= hed steriled agar thoroughly.
4. @i led test tube and cool as

slants.

7. Nitrate assim

11.7 gm.

v 5] 20.0 gm.

Disti'- wat _ 1000.0 ml.

d

M’lﬂﬂﬂﬁﬂﬂﬂﬂ’i
A WAGN NINUNIINYARY o e

bcullnq until the medium is completely dissolved.

2. Dispense 15.0 ml. aliquote in to 25-125 mm. test tube

and steriled by autoclavirg at 121°C for 15 min.

3. Ceol to room temperature and keep in cold room (0-4 C).
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8. Peptone disc

Formula

Peptone
Distilled 100.0 ml.

Med water and sterile by
microliters of peptone

3. emperature and keep in cold

room. : =
l'.' 'd

¥

Vv

9. Potassium nltrgﬁgldisc

ﬂUH’J‘VIEWlﬁWEI’]ﬂ‘i
ama\animumwmaa

Potassium nitrate

Distilled water 100 ml.

Pr ation : The same as peptone disc.
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10. Sabouraud broth (Difco)

10 gm.

1000 ml.

Sabouraud broth in 1000
25 n is completely dissolved.
in_screw-capped tubes.

#21) C for 15 min. and keep

in cold room.

A

o s @UEIBHNTNGIN

PEANNTUNMINGINY

Neopeptone 10 gm.
Bacto-Dextrose 20 gm.

Distilled water 1000 ml.
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Preparation

1. Suspend 30 gm. of the powder Sabouraud broth in 1000

ml. distilled water.

2. Mixed medium is completely

dissolved.

3.

4. cron, Milipore membrane
filter).

5. ,. N\ aliquots in steriled test
tubes. |

6. id warm to room temperature

before use,

12. Carbohydr = "'"""'"""‘_‘_—_" d method
]
Formula

ﬂ‘LlEl’J‘VIEWIﬁWEW'm’i

Yeast nitrogen bae(Difco) o ﬁ

ammnituumwma

Bromcresol purple solution 10.0 ml.

(1 gm,/1lit)

Preparation

l. Suspend 0.335 gm. vyeast nitrogen base in 400 ml. of

distilled water.
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2. Add 10 ml. of bromcresol purple solution and adjust pH
to 7.10 + 0.05
3. Mix thoroughly until medium is completely dissolved.

4. Sterilize by autoclaving at 121 c for 15 minutes.

=13 ‘ re and keep in cold room.

pchydrate ageous solution

except for raffi SR ey WhEiltration (0.45 micron,

Combination df dArsG i lution with yeast nitrogen base
\oe !:‘;f ate solution to 450 ml.
sterilized yeast mjtroge 1 -\"Af tration is 1% sugar.

septically dispegge 5 ml. aloquotes in steriled test

tbe. ﬂuEI'J‘VIEWIﬁWH']ﬂ‘ﬁ

in coldfroom (0-4 4l temperature

mammmmum’mmaﬂ

14, Urea impregnated cntton—tip[ modified from Zimmer and Robert {E].]]

Formula

Urea agar base 14.5 gm.

Distilled water 100.0 ml.
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Preparation

1. Dissolve urea agar base in distilled water, adjust pH

to 5.5 and sterilized by filtration.

111
2. The sterg ,’r/fy tton swab was soaked in urea agar
, (|l

L
p in steriled test tube,

cotton pluge and r/‘/-/ i L'~ --- perature for 3 days. he
7l = ;_ N

lyophilization gt -/
4,

base solution,

and Robert (61)
\ Meriled aluninium foil and

store at room

15. Nitrate-Zephirardt !i” @0s. [ modified from Hopkins and
Land (63) ] == W

‘v: o "
Formula Ll

UL ININTNYINT .,
awqaﬁﬂﬁimumwmé?ﬂ;’:ﬁ

Zephiran chloride 1.20 gm

(benzalkonium chloride) (17% solution)

Distilled water 200,00 ml.
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Preparation

1. Weigh and measuare all ingredient carefully.

2. Add 1.20 ml. Zephiran chloride to 200 ml. distilled

water.

Q' to dissolve completely.

of desired number of

straight-side cleag
J %
2. Placg Min each tube so that fluid

will be absorbed.

3. Allow est tubes overnight at room

temperature. Y method of Hopkins and
Land (63)
4. Remo‘ve swabs from tube FPlace in aluminium foil,

fl H‘El‘%%%ﬁ%&ﬁﬂ‘i“ "

Keep in cold,room (D-4 C} and warm rnm] temperature

m@mmﬂimum'mmaa

16. Glutineous rice agar for chlamydoconidia production

Formula

Glutineous rice powder 5.0 gm.

Distilled water 1000.0 ml.
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Agar 10.0 gm.
Tween 80 2.5 gm.
Preparation

1. Dissolues powder in 100 ml. distilled

i e ——

water and heat to be

2. Allg ate at room temperature for 2

hours and filtratgg The supernatant is

cellected about 500
3. Add N apd heat to boiling with
frequently agitate ught Wi SCGiale 1 %1 ved.

4., Allow | o 50°C ,adjust pH to 7.1-7.2

with 0.1 N NaOH and add . ,f;j%gﬁg? 80,

5. ;‘; and pour plate.

W
17. Mycobiotic age fur cyclohaximide reslatmce

ﬂ‘lJEl’WlEWlﬁWH']ﬂ‘a’
’Qﬁﬁﬁﬁﬂ‘imu‘lﬂﬂﬂmﬁﬂ

Bacto-soytine am.
Bacto-dextrose 10 gm.
Bacto-agar 15 gm,
Actidione 0.5 gm.
Chloramycetin 0.05 gm.
Distilled water 1000 ml.

Actidione for add 0.5 gm.
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Preparation

1. Suspend 36 gm. of powderd mycobiotic agar in 1000 ml.

of distilled water and mix throughly.

2. Heat to V« @th frequent agitation until the

A) 5 agm. of Actidione which

awater to 5 ml,

medium is completelgs
dissolved in 2-3 g ‘
and cotton pluge.

for 10 minutes.

g8lant position and keep in

cold room.

18. L-DOPA paper strip

‘ vl
]

L-DOPA

ﬁﬂﬂﬁ‘ﬁﬂ%% n ’3'

PRbsphate buffer ?{ 6.8

Qﬂﬁﬂ@ﬁﬁmﬂﬂﬂmﬂﬁﬂ

Preparation

1. Dissolve L-DOPA in few drop of DMSO and add distilled

water to 3 mg/ml. final concentration.

2. Dissolve ferric citrate in 1 ml. distilled water and

gently heat until it completely dissolved.
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3. Mix L-DOPA solution, ferric citrate solution and 7 ml.
of phosphate buffer thoroughtly. And saturated the filter paper.
4. Alow the paper to dry in room temperature and keep in

refrigirator and refresh by distilled water.

Phosphate b

~ Solution e ey tve KABOME.07 gr. in 100 ml. distilled
water

Solutiogfh ey \ 4,0 17.87 gv.  in 1000 ml.

distilled water: : . .

Mix solut@OongA:s ? -? , ‘3 ﬁﬂ volume then make the final

pH 6.8

b)Y

19. Sabouraud e
o
[l

ﬂypgngwﬂmwmng%
ARERATUUNINYARD

1. Suspend 65 gr. of powdered Sabouraud dextrose agar in

1000 ml. of distilled water and mix thoroughtly.
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2. Heat to boiling with frequent agitation until the
medium is completely dissolved.
3. Dispense 5 ml. in test tube and cotton pluge.

4. Sterile by autoclaving at 121°C for 15 min.

5. Cocl to "'lL‘ afPgature in a slant position and keep
in cold room. U/

20. Recycle of micrcu®e

Preparatioy

M1l be soaked in 20% Chlorox

1.
solution for 24 hours o kit =]
2. After kilispeg okl , the plates will be soaked

.’5‘ water for 3 times and
Y )

in detergent (ligof=
finally soaked y =3

.,I
=

dr:l.ed resterilized by gas

“"‘““““ﬂ‘lJEI'WIEWﬁW BIN73
ammmmum'mmaa

ﬂ'te pl ate
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21. McFarland nephelometer standards (77, 78)

Bariwm chloride {mi] .0 b.2 0.3 0.4 0.5 0.6
______‘ 0.7

Sulfuric acid (ml) ™™ —d.d 9.7, 9.6 9.5 9.4 9.3
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Approximate cell
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density (x10 cell

ﬂuﬂ’mﬂﬂﬁw BN
QWWMﬂ‘iﬂJMWYJﬂEﬂ&IH

\r.::'-"} 1.%1:
¥ ". L '




S R d,

G

95

BIOGRAPHY

Miss Chantana Waropastrakul was born on July 8, 1961 in

Ayuthaya, Thailand, She graduated with the degree of Bachelor of

She is a Scigs in fhe DSpastpent of Microbiology, Faculty

of Medicine,

AULINENTNEINT
ARIAINTAUNNING 1A Y



	References
	Appendix
	Vita

