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AFPPENDIX I

ing water, stand until the
temperature was | \ ml of the melting agar
was poured on microd s k¢ stand until the agar was

hard, lncubate at 3? Bt was dried on the slide.

1% Amido black
ﬂ‘lJEJ’J‘VIEJVI?WEJ’]ﬂ?

Amidu black ¢

ARISNNTTU lIW]’J ‘lﬂa&l'] a8

Methanal . ml.

glacial acetic acid 10 ml.
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1.3 b 1 e f - 8.
Sodium barbital 10 qg.
1 N. HC1 i 15.8 ml.
distilled water to 1000 ml.

1.4
g-
g.
ml.
1.5 h
di-gpbe al 22.5 aq.
t:ltrJ‘E acid 5.6 8.

ﬂ%ﬁl@%ﬂe‘i’l?ﬂﬁl’]ﬂ'ﬁ 1000 m.
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1.6 chromogen solution

O-phenylene diamine 10 mg.

chromogen diluent solution 30 ml.

30% Hz02 was added immediately before use.

{5
parts.
art.

was suitable for S0

Microliter of cofjufateand@liustwith 0.1 ml. of sodium

citrate. (1 mulfl

1.8 Ehggpggig_huttﬂtigﬂliuﬂ (0.15 M, pH 7.2)

AULINENINEINT

Sodium chlogide 8.0 g.
AR RIATUNBIINGINY o o
di—-potassium hydrogen phosphate 1.15 g_.
Potassium di-hydrogen phosphate e e 2= g.
distilled water to 1000 ml.

The pH was adjusted to 7.2



107

1.9 r iluent
Sodium chloride 9 g.
Trisodium citrate 5.88 g.
Distilled water to 1000 ml .

1.10

D15t;§ d water t ml.

ﬂUEJ’JVIEWIﬁWE]"Iﬂ?

he PH was adliusted tg.t

QW’W@\‘Iﬂ‘ifMNWI'JWH’]GB
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1.12 washing buffer

di-potassium hydrogen phosphate 1.22 g.
potassium dihydrogen phosphate 0.408 g.
Sodium chloride 8.77 g.
Distilféd water to 1000 ml.

The Yad! . to 7.4 with 4 mol/l

sodium hydroxide afd Oed ml]tween 20 was added.

AutIneningns
ARIAIATANNING 1A Y
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APPENDIX II

Competitive Radiocimmuno Ass RIA kit

The assay procs mpetitive RIA technique

includes the prepa;;ﬁ curve from which the

unknown ferriti sPneeht in the <3

steps of the pro€edusfe e £ ,'

I~ ‘Alld

is determined, each

ambient temperature

and mix before using

2. Label the } e or glass test tubes in

duplicate accordip heme. Total counts

(tracer) and ;Q;““"'“" i wequired for certain

data reduction pﬁ}gra-'.

'|
U

s Fldd g Q;VI.!‘JWJ AN S it
q W'l ASDIAUBIING AL, o no/al.

. 25 microlitres of each ferritin standard,

5, 20, 50, 200 and S00 ng/ml.
c. 25 microlitres of each ferritin control,
levels I and II (10 and 100 ng/ml.).

d. 25 microlitres of each patient samples.
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4. Add 100 microlitres of (125 I) Ferritin tracer

to all tubes.

5. Add 100 microlitres of Rabbit Anti-Ferritin Serum

to all tubes excepts total counts. Mix reagent by

vortexing each tube.

bath.

¥ ipitating Antirerum
't total counts), Gently
mixer set at a low
8. > minutes at 37°'c + 2'c.
y; Y
9. Ce ;;1 1] c {?”cept total counts) at

1y i
2-12,C_ for 15 pinutes at a mimimum relative

A %H@%H%@WG}&%
QW BNFN BHHATBYIRY cvet coum

into the waste beaker. Tap the rim of each tube
vigorously onto the absorbent paper to remove any

residual supernatant.
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11. Count all tubes, including total counts, for one

minutes 1in a gamma counter with the window

r suitably adjusted for Iodine-125.
12. calculate results with standard curve (Figure 26)
Note The method f¢ Ferritin Radioimmuno
assay kit (@€ M0 4 Biinical assay division of
Travenol ibkidge, Massachusetts.
e

:yz
]
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Ferritin concentration (ng/ml)

Figure 26(98) Standard curve of the RIA technique
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