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ABSTRACT

PSA ELISA kit was developed and compared to a commercial PSA ELISA kit (Cobas®

Core PSA EIA, Roche Swizerland) with a correlation of 98.9% ( r = 0.989, p < 0.05). The precision of

the assay kit evaluated by intermal quality control studies shown that the coefficient of variation of

high, medium and low control were 4.4, 3.6 and 4.7% respectively. The sentuvity of detection was

0.25 ng/ml.

This PSA ELISA kit has been used for detection of PSA in serum of 571 patients ages

between 25-93 years old with satisfactory results. The normal range of PSA is 0 - 3.46 ng/ml

(X = 2SD, n = 384). The mean value of PSA in Prostate carcinoma before treatment and after

successful treatment are 77.30 ng/ml (n = 53) and 1.64 ng/ml (n = 25) and increase to 53.71 ng/ml

(n = 8) in metastasis. In Benign Prostate Hyperplasia (BPH) the range of PSA is 0 - 27.52 ng/ml (n =

74). Phi (d)) coefficient analysis shown that the correlation of PSA and Prostate carcinoma is 63.8%

with a sensitivity and specificity of 100% and 86.9% respectively.
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COMMERCIAL PSA-ELISA KIT
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HunanfuaiveauTiim Roche Diagnostic Systems, Switzerland
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mnSeuyarien PSA
PSA ELISA KIT fin3onsuisznoudae
I. Microplate Maxisorp F-16 (Nune) $1u7U 96 Wells &1 coat wiiadnluveanquiae
Rabbit anti-PSA dilution 1 : 1000 11 0.05 M Carbonate buffer pH 9.6
2. Monoclonal anti-PSA/HRP (Horse Radish Peroxidase) 1y diluent buffer 20 ml.

3. Standard PSA AMYNYY 0, 5, 30ia2 120ng/ml.
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4. Diluent buffer 19 0.01 M phosphate buffer saline pH 7.4 éﬁfi 0.1% Bovine Serum
Albumin (BSA) 1z 0.11% Sodium azide $147U 50 ml.

5. Washing buffer 152NOUAIU Normal saline + Tween-20 0.05% $112U 250 ml.

6. Substrate solution UsznouA Y O-phenylene diamine (OPD) 2 mg 2 (1i@ 0.1 m citrate 0.2
M disodium phosphate buffer PH 5.0 20 ml 1ia¢ urea hydrogen peroxide (1.75 mg H,0,)
1 1iim

7. 2.5 N Sulfuric acid 5 ml

38370 PSA

I fU standard n3eriuMApafidesnisasan 200 ul aslunqulu microplate $117u
2 nquate 199619 1L B lunwusSuiid Jadunm 60 uii

2. 41907 Washing buffer 3 ﬂ%ﬁ &A1 monoclonal anti-PSAHRP a4 200 ul 11 11ifiu']3
lumauzsuiishda Wunm 9o i

3. A1 Washing buffer 3 ﬂ%ﬁ uduAY Substrate solution ﬁwaninﬁqaﬂﬂ 200 ul
iy s Susidiladunm 30w

4. vya1lliT019084 enzyme-substrate A2Y 2.5 N H,SO, 50 ul

5. 111081 Optical density ¥0IATAATIUTA 492 mm #2 Titertek Multiskan MCC 340

6. ﬁ1ﬁ1ﬁé1u"lﬁ"nm standard W1 plot standard curve Tunseay log-log 2x3 cycles AGRGRM

i1 PSA 91nn51H1

ﬂmﬂ?umﬁuu In-house PSA-ELISA kit 1) Commercial kit
t 4
1dvimslSoumsunanisnsae PSA luniundealaeld In-house PSA-ELISA kit tay
] t 4
Roche Diagnostic System kit Tugitle $112u 34 510 udniffing 291891094 2 kit Wik uMIa

anduRuinada (Regression analysis)
HAvINNIIANEIDY

msaia PSA 1nAougAMINANYT aunsaasa PSA emunlu fraction 7 66 - 84 Lo 14
59 PSA fraction A 70 - 80 Fafl PsA TuySunagedauanallugudi 211 psa Tl Wintalay
7% Lyophilization 18 psA dwmsuldiaTon standard Yszanm 1.5 mg. 11 PSA ﬁ’ WUA3UY standard
MWiiaududu 0, 5, 30 1ag 120 ng/m! 1IAMSIISBUHLY In-house PSA ELISA kit i) Cobas®

4

Core PSA EIA (Roche) 1un15ms293nsiz PSA wuldaidulseAnsussandunus
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(r)=0989 3U# 3 inmaldrfiqn PSA ELISA kit §i #39934 10 0.25 ng/ml (X + 3 SD ¥04
Zero standard) N13A599ANUUU (Precision) vouwnasIvil &aon s internal quality control
WU finnunaiud@unn gU7 4 3 coefficient of variation 494 high medium 110 low control YA
4.4%, 3.6% L 4.7% MUAY

1101519 PMK-PSA ELISA kit f11un1smsa9 PSA vosdihefnsunsasaauazinu
n3oithsz Ja@amumsnszaiyeslsn 1uv§ﬂauﬁ1muﬁya?fyu 571 99 WU Aundoves PSA 1ug
houzisirougnuinABUMS N (n = 53) 5293 (n = 19) HATNAIMITAV (n = 25) I
1 77.30 £ 46.28, 22.33 + 19.86 Uaz 1.64 + 131 ng/m! mwd Wy Flhofidnsnszavvesuzds
ADLQAMINN (n = 8) AUNALYDI PSA AL 53.71 + 38.0 ng/ml filaefideugnuuinia ( - 74)
AURAUYDI PSA IM119.42 +9.05 ng/m! Tuvmizfiauind (n = 384) Saundowhfy 138 + 1.04

a Py [ d . . '
ng/ml E“]_I‘Yl 5 mmmmﬂaunzusmangﬂﬁmmﬂmmn localized (n = 7) L10% metastasis (n = 8) NBU

.

MITNY WU NLANRBEYDI PSA AL 19.93 + 11.25 naz 109.30 £ 37.10 317 6
anuduiutues psa AulsauziSsaeugavunn wuhiinnuduRuiiu 63.8% lauil

ANy lauazanuiunie iy 100% Lo 86.9% MudiAy 31 7
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3l 1 umuFa35Msafia PROTATE SPECIFIC ANTIGEN (PSA) 110¢01gAHuIN

PROSTATE GLAND
Vv

Homoginized with EDTA Phosphate buffer pH 6.8

v

Stirred 2 hr in cool room

v

Centrifuged 40,000 xg 60 min.

v v

[ Supernatant—l ppt
v v
discard

ppt. with 55% satd__ Ammonium sulfate

in cool room, stirred for 30 min

v

Washed ppt. with 55% Ammonium sulfate

v

centrifuged, ppt. resuspended in

0.1M Tris-HCI buffer pH 8.0

\ 4

PSA crude extract

v

Sephadex G-100 column 2.5 x 80 cm.

v

Collected 40 dr/fraction

v

Read O.D 280 nm.
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3UM 4 Precision of PMK-PSA ELISA kit
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Quality Control Mean 1 SD % coefficient Variation
High Control 42,51 1.87 4.4
Medium Control 10.3 £ 0.37 3.6
Low Control 2211.10 4.7

4 o d J a
31U 5 szdAvves PSA TulsauziSsdougnuunn, asugnruinla uazauilngd

Patients PSA ng/ml
X S.D.
Prostate carcinoma before treatment 53 77.30 + 46.28
Prostate carcinoma during treatment 19 22.33 +19.86
Prostate carcinoma after treatment 25 1.64 + 1.31
Prostate carcinoma metastasis 8 53.71 + 38.05
Prostate hyperplasis 74 9.42 +9.05
Normal control 384 1.38 +1.04

4 as d ' Qs ° @
6 szAvues PsA TulsauziSdougnruinneumsiny Suunmudnyazusalsa

Prostate carcinoma PSA ng/ml
X S.D.
Localized 7 19.93 +11.25
Metastatic 8 109.30 +37.1
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310 7 Anuduiutues PsA uazlsauziseasugnyun

1 Qr =) Q(
NNMIAUIUNIADAMUBITUY52 AN Phi ()

PSA-ELISA PSA + ve PSA - ve Total
Patients
Prostate carcinoma 53 0 53
Normal subjects 60 398 458
Total 113 398 511
) ~ 0.6364
A11'17 (Sensitivity) = 100%

ANUTUNIE (Specificity) = 86.9%




