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Appendix I

Reagents and Preparations

1.
10.4 g
5.96 g
2.02 g
i1 L
ﬁilipura membrane
fitration of pureA

1-21 LHTED
RPMI

1640 730, 7% 10.4 g

- — Il
D-qluc 3.6 g

U
Sodium py‘r,ruvata 1.1 g

ﬁ"dﬁi‘%’ﬁﬁ%ﬁwmﬂ?'“ ¥

Dist illed water

q KRR 17 VIEI']‘&%I g

The solution of penicillin G, steptomycin and

kanamycin were added to the final concentrations of 10, 000
units, 100 mg and 100 mg/L, respectively. The medium was
sterilized by passing through a millipore membrane filter.
The complete medium was prepared by supplementing this

medium with 100 ml heat inactivated fetal calf serum.



106

Sodium chloride : 8

Potassium chloride 0.2

di-Sodium hydrogenphosphate

a

mcnnhydqpte

ﬂ%ﬁ%%ﬁﬂﬁﬂﬂﬁﬂ? .

ad st pH with 5 N NaOH

SUTNANYNAY

citric acid anhydrous 19.21 g

Distilled water 1 I
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4.1.
acrylamide 30 g
N,N’-Methylene-bis 0.8 g
Distilled water 100 ml
4.2. 3 M Tris-HCl pH 8.8 ;
Tris-base 181.65 g
Distilled ¥ 400 ml
adjust pH C O Bt - concentrated HCl 45 ml
4.3. 0.5 ¥ .8
Tris-bag LA/ 7 NN 30.27 g
Distillg | 400 ml
adjust pi t¢ » icentrated HCl1l 20 ml
4.4. '
40% sucross 10 ml
1% SDS solutior 10 ml
mercaptoethanol 5 ml
0.1 bre 10 m
4.5.
F14 59 HENA WY
30% acry}amide snlut.tnn 2:3 ml
AR QARG YA e m
1% SDS solution 0.7 ml
1.5% ammonium persulfate 0.35 ml
TEMED 10 ul

Distilled water 1.9 ml
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4.5.2. 3.75% stacking gel

30% acrylamide solution 0.5 ml
1% SDS soclution 0.4 ml
0.5 M Tris-HCl pH 6.8 1 ml
1.5% ammonium persulfate 0.2 ml
5 ul
1.9 ml
6.06 g
28.8 g
2 g
2 L
0.5 g
115 ml
20 ml
.‘:‘ 115 ml
nol 200 ml
a v
Pl HEEHRE Wa T o m
Y
7 VDir.stillail Vwatr:ar ; N | u‘?:lﬂ ml
4-Q . J_Ia l:l o I - ..t “Jﬂﬂqaﬂ
9 4.9.1. Fixative enhancer solution
methanol _ 100 ml
acetiec acid 20 ml

fixative enhancer concentrate 10 ml

deionized water 70 ml
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5.1.

4.9.2. Staining and developing
deionized water
silver complex solution
reduction moderator solution
image development reagent

development accelerator reagent

0.1 M ac?tic acid

ﬁﬂﬂ%‘%ﬁmwmﬂ‘i
0.85 M barbitone. buffer pH 8

35

50

4.2
100

5.7

500

4.1

500

500

500

109

P REER

ml

ml

ml

ml

ml

ml

awaﬁaﬂmm URIINYIA Lo

1000 ml

Distilled water
adjust pH to 8.0 with 5 N NaOH
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Reagents for lowry method
6.1. Solution A : 2% sodium carbonate in 0.1 M NaOH
Sodium carbonate 2 i
0.1 M Sodium hydroxide 100 ml
6.2. Solution B : copper sulfate solution
copper sulfate 0.5 g
un Rt 100 ml
6.3. Solution CeEreshly Prasdic
Salutiory — | 50 ml
Sulutiq/ AR\ 1wl
6.4. | in’s Cioc eau Phenol reagent
1 ml
1 ml
Tl £7e
Tris w;=, 6.055 g
Distil : : sl m 400 ml

adjust pli. to 8.0 by adding cuncentrataﬂ HC1l 21 ml

48 g

q maﬁmm URIINYIQY 300 =

7.3 6 M Sodium thiocyanate
Sodium thiocyanate 486.4 g

Distilled water ; S



Appendix II

: 0 re i FP wit 125

The standard of AFP was labelled with I'® using N-

Bromosuccinimide method re /hters of NaI'® (0.5 mCi)

& ontaining 4.8 ug of

standard AFP in 1 ate buffer. After

mixing, 5 ul of /ml was added and

the reaction t ’ ‘ Then the reaction
was stopped with 200/ul - : hosphate buffer pH 7.4.
The mixture was igfe =) | 7.8 mm (ID) X 30
cm (L)Protein Pak rate of 1 ml/min

with 0.05 M phosphat . phase) in isocratic

system. The 0.5 ml fxz label standard AFP were

The prgbnratinn of ‘pseperatim gel (185 gel) and

sceoni®) RO QI FPEUR DK B bl 2.0

The gel slab was performed in slab gel casting apparatus.

The seperating gel was poured and overlaid by distilled
water and allowed to polymerized about 30 minutes. The
water was removed and a stacking gel was overlaid on the
seperating gel. The comb was inserted on the top and gel

was allowed to polymerized about20-30 minutes. Before use,
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the comb was carefully removed. The gel was inserted into
the chamber of electrophoresis apparatus which readily
contained electrode buffer (Appendix I,4.6). The samples
were diluted with sample buffer and heated at 100° C for 2
min. THe sample was carefully added into the well.

Electrophoresis was carried out at 100 volt, 20 mA constant

current until stacking dye the bottom of the gel.

The gel was er stain plus kit
(Appendix I,4.9) was placed in a
fixative enhanc I,4.9.1) for 30
minutes, washed ter 2 times, and
then placed in developing solution
staining,the gel

the reaction.

ing
Finally, the gel was Mried on Wi jJan filter paper by slab
gel dryer.

Y
To perﬂru ﬁa"]@ﬂﬁ 1£|1§ Pedoknts) Yere addea as

follows.

3 Wbend ASRINRAI NP Y

50 ul labelled AFP

50 ul monoclonal anti AFP Ior II (1.6ug)
200 ul 0.05 M phosphate buffer

vortex all tubes and incubate 4 c overnight
500 ul goat anti mouse (5 ug)

vortex, incubate room temperature 15 min
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centrifuge 3000 rpm,40 min
decant and count
The specificity of monoclonal antibody was shown from

the curve plotted between B/T and concentration of protein.

4. rotocol use eterminatio

The association ‘ /@clnnnl antibody was

calculated by mea doplet. In this plot, K

was derived fro ight line plotted

between B/F and actual experiment

performed, the @0ng ) \\

Conversion scales jto in; s m.“ |

as given in pg.

Lts was noted below.

TR
It was L/mole that e ?ﬁ alculation of K.
Association constant 4 ‘, x 2 x 10° L/mole
D = slope 7/ /G
3 = \sdiatie, o so N
E =

Ca cpm bound - cp:m NSB

AU R SR

Tc - cpnm bound -_cpm NSB

Tataﬂbwq Mﬂe‘ilgquh’a %Beq@jg)undjtubs

lahelfad bound/tube (pg) = B x 0.045 ZY/XS

unlabelled bound/tube (pg) = B x I x A x 103
Tc = total count
Y = cpm of Tc
X = efficiency of counter (%)

S

specific activity (Ci/mmole)
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B = bound fraction (cpm)
I = volume of sample added (ml)

A = concentration of standard (ng/ml)

Sixty-five microliter

of standard AFP (sigma)

concentration 770 ug/ in 1 ml horse serum,

_P, to give a stock
standard concentr: H ﬂﬁa, jle stock standard(50
ug/ml) was dilu with horse serum
to make standa 'l ug/ml and 320
ng/ml. Finally t} ion 320 ng/ml was

diluted by serial _ » \\ o give a range of

working standard cafice tion 1 \v 40,20 and 10 ng/ml.

All of standards wer stored at -20* C.

To perfurm.Ipha .geqas were added as
follows:

61, Mﬁ%ﬂﬂﬁﬂﬂ’m‘i

20 ul sampleé/standargd,
AR18N ASUUNRAANYAY
50 ul labelled antibody (100,000 cpm)
200 ul assay buffer
vortex all tubes and rotate at room temperature
3 hours or overnight
1 ml wash buffer

centrifuge 10 min, 3,000 rpm and decant
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1 ml wash buffer
centrifuge 10 min, 3,000 rpm and decant
count tubes
6.2. two step method
20 ul sample/standard

50 ul labelled antibody (100,000 cpm)

fogtate at room temperature

3 h 37° ¢ 1 P ,/J
ours or f";,’ | w __-i'
\

vorte LA tibes an ;*zf» at room temperature

2 or 3 hours

centrifuge and decant

count tubes =
) ‘y I-"‘
The AFP concentre 7 at@d from a standard

i—l | ¥

curve plotted betwgen B/T and centratiun of AFP.

ﬂ‘iJEl’J‘VIEWIﬁWEI’]ﬂ'ﬁ
QWWMﬂ‘iﬂJNVI’]’mEﬂﬂH
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