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APPENDIX 1

LIST OF EQUIPMENT AND CHEMICALS

Equipment for cultivation and sample preparation

- Filtering apparahi erile RPM1 medium and NaHCO,

1!'

i pore size 22 um.

- A )
- Laminar-fJow heod
Autoclave ',5,,*,‘.. A

- Incubdto
]

Refr1ggr tor 4°c for orlng solutions, with freezing

FH-J»%J %%Emﬁ Yo brlel 3

= Centr:fu
0 mmnﬁmmnmm g
- Microscope with 100 x oil immerslon objective lens
- Water bath with shaker
- pH meter

- Balance
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- Magnetic stirrer

- Hot plate

- Multiblock hé;ter

- Hand counter for counting parasites

- Liquid nitrogen (-178° ¢ refrigerator

- Dessicator and 1id with stopcock

Owand B0 x 15 mm)

- G]nss;in:-

- Graduated pipettes (5, 10, and 100 ml)

A ummmm gInN3

jzing cafisters fom. graduateda.and Pasteur

ammﬂimumwmaa

Pipette aid

]

Autopatic adjustable micropipettes (100 ml) and tips

Glass test tubes with screw caps

Glass centrifuge tubes
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Polypropylene graduated conical tubes with caps (15 ml)
Round-bottom plastic tubes (15 and 50 ml)

Racks '

Volumetrie flask

Insert ,Dl]ds (5x10x2 nm)

Bent-tip pipettes

i ~.I:«r".r.s
Cm)

.l]unm‘

L pulsﬂiuﬂ’lmHml‘mﬂ’]mm
amm&‘imw whiHen

Control unit

Power supply 12301 Macrodrive 1, LKB)
Cooling system (2219 Multitemp 11 Thermostatic

Circulator, LER)




106

Hexagonal array electrode

Gel supporting tray (30 x 230 cm)

Gel casting f;ane (15 x 15 cm)

16-well combs (5 x 10 x 2 mm wells)

Levelling kit including horizontal table and spirit

level

Gel knife

Plastic b e ying stained and destained gels

Polaroid filé Lype 6

Ha ;_-_,..—-—..—:-.:z = ;:—E,

Blnnﬁ}in- : odal ct ipan 125)

W

Capera with red filtemy,

8] Wt 31 ININLNT

] w‘j AN Ay

Pulsewave 760 switcher
Model 200/2.0 power supply
Variable speed pump

Casting stand (5.5 inches x 5 inches)
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- Comb holder

- 10, 15, 20 well comb (1.5 mm thick)
- 12-inch Tygon .t.u!:ring
3. Densitometer (Ultrascan XL densitometer, LKB)
4. Spectrophotometer (Perkin-Elper Lambda spectrophotometer)

5. Materials for hybridisation

:\'-’\- atagene)
corporation)  with
ith end cap

- Plastic bag =2 ‘

- X-ray :I ile

AUETHEN TN
RN T TR, e

listed in alphabetical order as follows:-

dntens #fying screen (Bupont)

- Absolute ethanol
- Absolute glycerol

- Absolute methanol
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- Agarose (type 11 Medium EEO, Sigma)

- Agarose (type VII low gelling temperature, Sigma)
- Agarose (low melt preparative grade, Bio-Rad)

- Agarose (molecular biology certified, Bio-Rad)

- [e-""p1 dCTP

- PBoric acid

- Garamycin

L, GIE ‘r?— 4

= Hepar ;

m ﬂim ﬂiﬁ%ﬂﬁ]thﬁlpipeuzine-ﬂ -2-
A ﬂ“ﬁﬂ?ﬂfﬂ’ﬁ TINYINY

Liquid scintillation fluid

- 2-percaptoethanol
- N-lauroylsarcosine (Sigma)
" - potassium dihydrogen phosphate (KH, PO}

- Proteinase K (BRL)
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- Saponin

- Siliga gel

- Sodium citrate

- Sodium chloride (NaCl)

- Sodium dihvdrogen phosphate (NaHPO,)

- Sodium dodecyl sul at,

NaHCO ) powder

- Sodium
- Sodium hy T
- Sodium pYLé
- Tri-sodd
- Tris tk o hETE ne (Fluka)

= Tris -

- Zymolyas

AULINENTNEINS
ARIANTAUNMINNY



APPENDIX 11

PREPARATION OF SOLUTIONS

1. Working culture media

RPM1 1640 powde ' . gm
HEPES huff | — £n
Garnwcyl- ‘ : T nl
This 1a uhoted -, vith double distilled
vater and stirgfd 4 : s0lye . iPES  was added to final
concentration & . md garanycin was added to
that of 40 ug t mbamination. Sterilized by
0.45um millipere edium was tLhen dispensed
aseptically in “ ‘ orile bottles and stored at

a°c. This ha ,

Beforetihz
. qumma % 1 TAT e w—
LGN eh T

indftating the shift in pH from 6 or cultivation,

=
‘ Stmﬂnllma vas added into

incomplete medium was supplemented which 10% human serunm. 1t vas
then called "complete medium.”

If both of these media turned red denoting a shift to an
alkaline pH due to the loss of CO, upon st.oragé, they would

not. be used.



2. Sodium hydrogen carbonate ( 5% w/v )

Dissolved 50 gm of NaHCO, in 1000 ml double distilled
vater. This solution was also sterilized by millipore filtration,

dispensed in aliquots and stored at 403.

2., D-sorbitol ( 5% w/v )

in 100 vl double distilled
water. This passed through all of the
procedures as des

Note:- culture was lost by the

ito]l treatment.

\ 1

third intraerythry
4. Human sera
the cultured medium were

Sera used

obtained from any g human blood. 2300 ml of blood

dravn from “eech donor nte = ;ii;;_-;_:;.-.srj tles vere allowed to
clot at 4 °co , ,J his advice resulted in

haemolysis). rucstes ugre eliminated; sera were Lhen

mmﬂaum NN WYUTRT et s
a_pe i-shnkin or bath at®6° for 30 min.
mmfm AAEIREL e

sera were stored in a freezing compartment of refrigerator. They

vere melted in a room temperature before used.

111



5. Human erythrocytes

200 m1 of human blood group O, as &
erythrocytes, were bled from a donor into & standard blood-

collection bag containing citrate-phosphate-dextrose

(CPDY as an anticoaguls

used as the
these cells to
with 5 =l

centrifugation
leucocytes

eliminated bef inally,

were added Lo ma

B..Cr n-rut
Y o

4.2% ¢ hitn] in 0.9% Na 180

ﬂUEJ’JVIEJVIﬁWEJ’]ﬂ‘i

7. GiemsH!s staining solution

QNIRRT NN INYIRNE

Glycerol 50.0

absolute methanol 50.0

€ ﬁﬁil%axiit described
I 3;:?\\H~-in: the plasme and the

of packed

50% haematocrit.

sSpurce

solution

ahove)

ml

pl

gn
ml

ml

A small amount of Giemsa powder and glycerol

of

hese uninfected erythrocytes vere

by

cells were

coiplete media

Vere

gradually added and mingled in a mortar. The dye was ground

thoroughly and then poured into a clean dark bottle.

The
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f-

grinding was reiterated in this manner until all powder was
given out. The Giemsa-glycerol blend was incubated in periodic-
shaking water bath at 55-60 ¢ for 6-8 hrs, then cooled down to
room temperature. 50 ml of methanol was added and the mixture
was shaked resulting in homogeneity. The bottle was put aside at

37 ac for 2 weeks. After tered, Giemsa’s stain was kept in a

NaH_ PO, 2.108 £n

{or HaH, z _1.620 gm’
Na_HPO, . ‘ N\ 8.733 gn
NaCl : 4.500 g
Made up 1led water and adjusted to

PH 7.4 with concen ed by autoclaving.

9. 0.5 M EDTA ﬂ:ck solutie f'

BN 711125 s i
TR ST e v v e

appriximately 20 gm of NaOH pellets. Made up the volume to 1000

m]l prior to autoclaving.

10. Lysing solution

Dissolved 0.121 gm Tris in 0.5 M EDTA (as previously
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mentioned). Made this solution up to 100 ml and then 1 gm of N-
lauroylsarcosine was added. The final concentration was 100 ml

of 1% N-lauroylsarcosine in 0.5 M EDTA and 0.1 M Tris.

11. Tris-borate EDTA stock solution ¢ 5x TBE )

Tris base 54.0 gl
Boric acid 27.5 4]

0.5 M EDTH™epH-8. 20.0 ml

solution was

stock solution

1 gnm it © B as added in 100 ml of
autoclaved &nuhle--vfg_ffif%' and agitated vigorously on a
pagnetic stYrter—for-—seversl—homre—fn—m

Y,
been dissolve RfT"

J e that it has already
-Jﬂﬂ n in a dark bottle or

galuminum foil-wrépped containerd/

AUBINENINGINT
-ﬁmﬁ mm IRl R

hecqpse e was a poverful mutagen.

13. Prehybridizing solution

Solution was prepared from 6x SSC (20x stock solution),
0.2% 5SDS (10% stock solution), O0.1% Sodiumpyrophosphate, and

500 ug/m]l Heparin.



“Appendix T11

DIVISION of BIOLOGICAL SCIENCES
Institute of Cell and Molecular Biology

November 22, 1991
The University of Edinburgh

Diarwin Building
King's Bujldjngs
Mavficld Road

Dr. Sodsri Thaithong
Edinburgh EH9 3]R

Biology 1 Building
Faculty of Science ) Fax 031

: : ax 66E JRT70
Chulalongkorn University Telex 727442 (UNIVED )
Bangkok 10330 Telephone 011 650 1000

Thailand or direcy dhial 031 6350 S 34 @
Dear Sodsri
It was nice meeting you in EdinBUrg : nid an enjoyable st

S .‘.\ joy ay.

some information which explains
was in Edinburgh. 1 think we
re using were the cause. Earlier
Lmembranes, confirmed that the
. This, despite the fact that this

I thought it necessary that 1 wnite
Anchalee’s lack of success in pgdhbi
mentioned to you that we suspecied
this week a representative frong#mg
membranes did not work using tha'p

pr:atoml is given in‘ the booklet sdpplied #vi i x V¢ 'die very annoyed with them about
this and I am especially sorry fo €e as's wked very bard. Her lack of results is totally due
to the Amersham material and 1 wglil¢ _' be laken ‘account for her MSc exam, which

I understand will be soon.

as been sent to MBP. Now that this has

As Geoffrey has no doubt told you the r
€ project.

been done 1 will write to CHE

With best wishes '

e ﬂummmwmm
amaﬂnmumfmmaa




Riography

My nape is Anchalee Punpuckdeekoon. 1 was born on July

17, 1966 in Bangkok, Thailand.

After earning Bachelor Degree of Science from

Chulalonghorn  Univg 14, 1987, 1 have

conconitantly a e in the same institution.
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