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          350-10REF
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Holdbar til/Verwendbar bis/

Ημερομηνία λήξης/Fecha 

de caducidad/Kõlblik kuni/

Utiliser jusque/Rok valjanosti/

Felhasználható/Utilizzare entro/

Sunaudoti iki/Izlietot līdz/Houdbaar 

tot/Brukes innen/Użyć przed/

Prazo de validade/Expiră la/
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kood/Code du lot/Kod serije/
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nummer/Partikode/Kod partii/

Código do lote/Număr de lot/
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Parti Kodu

EN	 EXPLANATION OF SYMBOLS

BG	 ОБЯСНЕНИЕ НА СИМВОЛИТЕ
CS	 VÝZNAM SYMBOLŮ
DA	 SYMBOLFORKLARING 

DE	 ERKLÄRUNG DER SYMBOLE

EL 	 ΕΠΕΞΗΓΗΣΗ ΤΩΝ ΣΥΜΒΟΛΩΝ

ES	 SIGNIFICADO DE LOS SÍMBOLOS

ET	 SÜMBOLITE SELGITUS

FR	 EXPLICATION DES SYMBOLES

HR	 OBJAŠNJENJE SIMBOLA

HU	 JELMAGYARÁZAT

IT		  SPIEGAZIONE DEI SIMBOLI

LT		 SimboLIŲ paaiškinimai

LV		 SIMBOLU SKAIDROJUMS

NL	 VERKLARING DER SYMBOLEN

NO	 SYMBOLFORKLARING

PL	 OBJAŚNIENIE SYMBOLI

PT	 EXPLICAÇÃO DOS SÍMBOLOS

RO	 SEMNIFICAŢIA SIMBOLURILOR

RU	 Обоначения

SV	 SYMBOLFÖRKLARING 

SK	 VÝZNAM SYMBOLOV

SL	 RAZLAGA SIMBOLOV

SR	 OBJAŠNJENJE SIMBOLA

TR	 SEMBOLLERİN AÇIKLAMALARI
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Contains sufficient for <96> tests/Съдържа 
достатъчно количество за тестове 
<96>/Lze použit pro <96> testů/Indeholder 

tilsttrækkeligt/Inhalt ausreichend für <96> 

Prüfungen/Περιεχόμενο επαρκές για 
«96» εξετάσεις/Contenido suficiente para 

<96> ensayos/Kogusest piisab <96> testi 

läbiviimiseks/Contenu suffisant pour “96” 

tests/Sadrži dovoljno za <96> testova/A 

doboz tartalma <96> vizsgálat elvégzéséhez 

elegendő/Contenuto sufficiente per “96” 

saggi/Turinys skirtas atlikti <96> tyrimus/
Saturs pietiekams <96> testiem/Inhoud 

voldoende voor “96” testen/til ”96” test/

Tilstrekkelig innhold for <96> prøver/

Wystarczy na wykonanie <96> testów/

Conteúdo suficiente para “96” ensaios/

Conţinut suficient pentru 96 de teste/

Содержит достаточные количества для 
«96» определений/Innehåller tillräckligt 

till “96” antal tester/Obsah postačuje na 
tento počet testov: <96>/Vsebina zadostuje 

za <96> testov/Sadržina dovoljna za <96> 

testova/<96> testleri için yeterlilik içerir

Temperature limitation/

Температурни граници/
Teplotní omezení/
Temperaturbegrænsning/

Temperaturbegrenzung/

Περιορισμοί θερμοκρασίας/

Límites de temperatura/

Temperatuuri piirang/

Limite de température/

Temperaturno ograničenje/

Hőmérsékletre vonatkozó korlátozás/

Limiti di temperatura/

Temperatūriniai apribojimai/

Temperatūras ierobežojums/

Temperatuurbeperking/

Temperaturbegrensninger/

Temperatury graniczne/
Limite de temperatura/

Limite de temperatură/

Температурный режим/
Temperaturbegränsning/

Teplotné obmedzenie

Omejitev temperature/

Temperaturno ograničenje/

Sıcaklık sınırlaması/

2oC

8oC

In Vitro Diagnostic Medical Device/ 

Медицински уред за диагностика 
ин витро/Diagnostický zdravotnický 
prostředek in vitro/Medicinsk udstyr til 

in vitro-diagnostik/In-vitro-Diagnostikum/ 

Ιατροτεχνολογικό προϊόν για διάγνωση 
In Vitro/Dispositivo médico para 

diagnóstico in vitro/In vitro diagnostiline 

meditsiiniseade/Dispositif médical de 

diagnostic in vitro/Diagnostički medicinski 
uređaj In Vitro/In vitro orvosdiagnosztikai 

eszköz/Dispositivo medico per test 

diagnostici in vitro/In Vitro Diagnostinė 
Medicinos Priemonė/Medicīniska ierīce 
in vitro diagnostikai/In vitro-diagnostisch 

medisch instrument/In vitro diagnostisk 

medisinsk utstyr/Wyrób medyczny do 
diagnostyki in vitro/Dispositivo Médico 

de Diagnóstico In Vitro/Dispozitiv medical 

pentru diagnostic in vitro/Только для 
диагностики In Vitro/Endast för in 

vitro-diagnostik/ Zdravotnícka pomôcka na 

diagnostiku in vitro/In vitro diagnostični 
pripomoček/Diagnostički medicinski 
uređaj In Vitro/<96> testleri için yeterlilik 

içerir
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From mouse/С миши произход/Myší/
Fra mus/Maus/απο ποντίκι/de ratón/
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Van muizen/Fra mus/Mysia/Do rato/De 
la şoareci/Мышиного происхождения/

Från mus/Myšie/Mišjega izvora/Mišijeg 
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Bovine/С говежди произход/
Hovězí/Bovin/Rind/από βοοειδή/

Bovino/Veistelt/Bovine/Rogate stoke/
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Origine bovină/крупного рогатого 
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izvora/Rogate krupne stoke/Bovin
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Reconstituir con/Lahjendamine/

Reconstituer avec/Rekonstituirajte s/

Feloldáshoz/Ricostituire con/Atkurti, 
ištirpdant su/Atšķaidīt ar/Reconstitutie 
met/Rekonstitueres med/Odtworzyć 
za pomocą/Reconstituir com/A 
se reconstitui cu/Растворить в/
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INTENDED USE

The CanAg Free PSA EIA kit is intended for the quantitative determination of Free 
PSA (Prostate Specific Antigen) in human serum.

SUMMARY AND EXPLANATION OF THE ASSAY

PSA is a 32 kDa single chain glycoprotein serine protease with a chymotrypsin like 
specificity produced by the secretory epithelium of the prostate gland (1). PSA is 
normally secreted into the seminal fluid and plays a functional role in the cleavage of 
the seminal vesicle proteins and the liquefaction of the seminal coagulum (2). Only 
low levels of PSA are normally present in the blood stream, and increasing serum 
concentrations indicate prostatic pathology, including benign prostatic hyperplasia 
and cancer of the prostate. Determination of PSA is now widely used for detection 
and management of patients with prostatic cancer and considered as the superior 
serological marker for cancer of the prostate (3).

PSA has been shown to form stable complexes with different antiproteases 
and the dominating portion of PSA in patient serum occurs in complex with α1-
antichymotrypsin (PSA-ACT) (4). However there are large variations in the relation 
between Free PSA and PSA-ACT complex between different individuals. A number 
of studies have found that the proportion of Free PSA is higher in benign prostatic 
disease as compared to prostatic cancer (4, 5). The CanAg Free PSA EIA is an 
assay for specific determination of Free PSA without cross reactivity with PSA-
ACT complex (6).

PRINCIPLE OF THE TEST

The CanAg Free PSA EIA is a solid-phase, non-competitive immunoassay based 
upon the direct sandwich technique. Calibrators, controls and patient samples 
are incubated together with biotinylated Anti-Free PSA monoclonal antibody and 
horseradish peroxidase (HRP) labeled Anti-PSA monoclonal antibody in Strepta-
vidin coated microstrips. After washing, buffered Substrate/Chromogen reagent 
(hydrogen peroxide and 3, 3’, 5, 5’ tetra-methylbenzidine) is added to each well 
and the enzyme reaction is allowed to proceed. During the enzyme reaction a blue 
colour will develop if antigen is present. The intensity of the colour is proportional 
to the amount of Free PSA present in the samples. 

Instructions for use					     Enzyme immunometric assay kit
									         For 96 determinations

CanAg Free PSA EIA
EN
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The colour intensity is determined in a microplate spectrophotometer at 450 nm.
Calibration curves are constructed for each assay by plotting absorbance value 

versus the concentration for each calibrator. The Free PSA concentration of patients 
samples are then read from the calibration curve.

REAGENTS

• Each CanAg Free PSA EIA kit contains reagents for 96 tests.
• The expiry date of the kit is stated on the label on the outside of the kit box. 
• Do not use the kit beyond the expiry date.
• Do not mix reagents from different kit lots. 
• Store the kit at 2–8° C. Do not freeze.
• Opened reagents are stable according to the table below provided they are  

	 not contaminated, stored in resealed original containers and handled as pre- 
	 scribed. Return to 2-8° C immediately after use.

Component		  Quantity			   Storage and stability		
					     after first opening

MICROPLA

Microplate			   	 1 Plate				    2—8° C until expiry
											           date stated on the plate 
	

12 x 8 wells coated with Streptavidin. After opening, immediately return unused strips 
to the aluminium pouch, containing desiccant. Reseal carefully to keep dry.

Free PSA Calibrators 		  6 vials				    2—8° C until expiry
											           date stated on the vials

CAL PSA 0 	 0 µg/L	 1 x 0.75 mL

CAL PSA 0.3 	 0.3 µg/L	1 x 0.75 mL
	 		

CAL PSA 1 	 1 µg/L	 1 x 0.75 mL

CAL PSA 2 	 2 µg/L	 1 x 0.75 mL

CAL PSA 5 	 5 µg/L	 1 x 0.75 mL

CAL PSA 10 	 10 µg/L	 1 x 0.75 mL

Human Free PSA in a Tris-HCl buffered salt solution containing bovine serum 
albumin, an inert yellow dye and 0.01 % methyl-isothiazolone (MIT) as preserva-
tive. Ready for use.
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Component		  Quantity			   Storage and stability 
					     after first opening

Free PSA Controls			   2 vials				    2–8° C until expiry 			
											           date stated on the vials

1CONTROL FPSA 	 1 x 0.75 mL			 

2CONTROL FPSA 	 1 x 0.75 mL

Human Free PSA in a Tris-HCl buffered salt solution containing bovine serum 
albumin, and 0.01 % methyl-isothiazolone (MIT) as preservative. Ready for use.
 

Anti-FPSABIOTIN

Biotin Anti-Free PSA	 	 1 x 15 mL  			   2—8° C until expiry
											           date stated on the vial

Biotin Anti-Free PSA monoclonal antibody from mouse, approximately 1.5 µg/mL.  
Contains Phosphate buffered saline (pH 7.2), bovine serum albumin, bovine 
immunoglobulin, blocking agents, Tween 20, an inert blue dye and 0.01 % methyl-
isothiazolone (MIT) as preservative. Ready for use.

Anti-FPSACONJ 							       2—8° C until expiry
Tracer, HRP Anti-Free PSA  	 1 x 0.75 mL			   date stated on the vial

Stock solution of HRP Anti-PSA monoclonal antibody from mouse, approximately 
20 µg/mL. Contains preservatives. To be mixed with Biotin Anti-Free PSA prior 
to use.

SUBS TMB

TMB HRP-Substrate 		  1 x 12 mL   			   2—8° C until expiry
											           date stated on the vial

Contains buffered hydrogen peroxide and 3, 3’, 5, 5’ tetramethyl-benzidine (TMB). 
Ready for use.
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Component		  Quantity			   Storage and stability 
					     after first opening

STOP

STOP Solution				   1 x 15 mL	     		  2—8° C until expiry
											           date stated on the vial

Contains 0.12 M hydrochloric acid. Ready for use.

WASHBUF 25X

Wash Concentrate			   1 x 50 mL		      	 2—8° C until expiry
											           date stated on the bottle

A Tris-HCl buffered salt solution with Tween 20. Contains Germall II as preservative. 
To be diluted with water 25 times before use.

Indications of instability

The TMB HRP-Substrate should be colourless or slightly bluish. A blue colour 
indicates that the reagent has been contaminated and should be discarded.

WARNINGS AND PRECAUTIONS

For in vitro diagnostic use.
• For professional use only.
•	Please refer to the US Department of Health and Human Services  

	 (Bethesda, Md., US) publication No. (CDC) 88-8395 on laboratory safety or  
	 any other local or national regulation.

•	Handle all patient specimens as potentially infectious.
•	Follow local guidelines for disposal of all waste material.

Caution
Material used in the preparation of human source reagent has been tested and 
found to be Non Reactive for HIV-1/2 Antibody, HCV Antibody and Hepatitis B 
Surface Antigen (HBsAg). Since no method can completely rule out the presence 
of blood borne diseases, the handling and disposal of human source reagents from 
this product should be made as if they were potentially infectious.
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SPECIMEN COLLECTION AND HANDLING

CanAg Free PSA EIA is intended for use with serum. Collect blood by venipuncture 
and separate the serum according to common procedures. Samples can be stored at 
2—8° C for 24 hours and at -20° C for 12 months. For longer periods store samples 
at -70° C or below. Samples should not be stored in a self-defrosting freezer. Allow 
frozen samples to thaw slowly, preferably at 2—8° C over night and then bring the 
samples to room temperature before analysis.

Elevated levels of Free PSA may be expected following manipulation of the 
prostate. It is therefore recommended that blood be drawn before digital rectal 
examination. Following surgical manipulation of the prostate, such as needle biopsy 
or transurethral resection it is recommended to wait > than 6 weeks before draw-
ing blood for Free PSA testing (7). It should be taken into account that Finasteride 
treatment of BPH have been shown to decrease Free PSA levels (7).

PROCEDURE

Materials required but not supplied with the kit

1.	 Microplate shaker
Shaking should be medium to vigorous, approximately 700-1100 oscilla-
tions/min .

2.	 Microplate wash device
Automatic plate washer capable of performing 1 and 6 washing cycles with a 
minimal fill volume of 350 µL/well/washcycle. 

An 8-channel pipette with disposable plastic tips for delivery of 350 µL is  
	 recommended if an automatic microplate washer is not used. 

3. 	 Microplate spectrophotometer
With a wavelength of 450 nm and an absorbance range of 0 to 3.0.

4. 	 Precision pipettes 
	 With disposable plastic tips to deliver microlitre and millilitre volumes. 
	 An 8-channel pipette or respenser pipette with disposable plastic tips 
	 for delivery of 100 µL is useful but not essential.

5. 	 Distilled or deionized water
For preparation of Wash Solution.
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Procedural notes

1.  	 A thorough understanding of this package insert is necessary to ensure proper  
	 use of the CanAg Free PSA EIA kit. The reagents supplied with the kit are intended  
	 for use as an integral unit. Do not mix identical reagents from kits having  
	 different lot numbers. Do not use the kit reagents after the expiry date printed  
	 on the outside of the kit box.
2.	 Reagents should be allowed to reach room temperature (20–25° C) prior to  
	 use. The assay should only be performed at temperatures between 20–25° C to  
	 obtain accurate results. Frozen specimens should be brought to room tem- 
	 perature slowly and must be gently but thoroughly mixed after thawing.
3.	 Before starting to pipette calibrators, controls and patient specimens it is  
	 advisable to mark the strips to be able to clearly identify the samples during  
	 and after the assay. 	  
4.	 The requirement for efficient and thorough washing for separation of bound and  
	 unbound antigen and reagents from the solid-phase bound antibody-antigen 
	 complexes is one of the most important steps in an EIA. In order to ensure 
	 efficient washing make sure that all wells are completely filled to the top edge
	 with wash solution during each wash cycle, that wash solution is dispensed 
	 at a good flow rate, that the aspiration of the wells between and after the wash 
	 cycles is complete and that the wells are empty. If there is liquid left, invert the  
	 plate and tap it carefully against absorbent paper.
	 -	 Automatic strip washer: Follow the manufacturer’s instructions for cleaning  
		  and maintenance diligently and wash the required number of wash cycles  
		  prior to and after each incubation step. It’s highly recommended to  
		  use strip process mode and overflow wash mode with a dispensing 
		  volume of 800 µL. The aspiration/wash device should not be left stand- 
		  ing with the Wash Solution for long periods, as the needles may get  
		  clogged resulting in poor liquid delivery and aspiration.
5. 	 The TMB HRP-Substrate is very sensitive for contamination. For optimal stability  
	 of the TMB HRP-Substrate, pour the required amount from the vial to a care- 
	 fully cleaned reservoir or preferably a disposable plastic tray to avoid conta- 
	 mination of the reagent. Be sure to use clean disposable plastic pipette  
	 tips (or respenser pipette tip).
6. 	 Be sure to use clean disposable plastic pipette tips and a proper pipetting 
	 technique when handling samples and reagents. Avoid carry-over by holding  
	 the pipette tip slightly above the top of the well and avoid touching the plastic  
	 strip or surface of the liquid. A proper pipetting technique is of particular  
	 importance when handling the TMB HRP-Substrate solution.
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Preparation of reagents			   Stability of prepared reagent

Wash Solution								       2 weeks at 2–25° C in a
										          sealed container
Pour the 50 mL Wash Concentrate into a clean container and dilute 25- fold by 
adding 1200 mL of distilled or deionized water to give a buffered Wash Solution.

Antibody Solution							       3 weeks at 2–8° C
Prepare the required quantity of Antibody Solution by mixing 50 µL of Tracer,  HRP-
Anti Free PSA with 1 mL of Biotin Anti-Free PSA per strip (see table below and the 
Protocol Sheet).	

No. of		  Tracer, HRP Anti-Free PSA		 Biotin Anti-Free PSA 
Strips		  (µL)				    (mL)

  1				      	   	   50		  				      1
  2						      100		   				      2
  3						      150		   				      3
  4						      200		   				      4
  5						      250		   				      5
  6						      300		   				      6
  7						      350				     		    7
  8						      400				     		    8
  9						      450		   				      9
10						      500						     10
11						      550						     11
12						      600						     12		     	

Be sure to use a clean plastic or glass bottle for preparation of the Antibody 
Solution.
Alternative: Pour the content of the Tracer, HRP Anti-Free PSA into the vial of 
Biotin Anti-Free PSA and mix gently. Make sure that all of the Tracer is transferred 
to the vial of Biotin Anti-Free PSA.
Note: The Antibody Solution is stable for 3 weeks at 2–8° C. Do not prepare 
more Antibody Solution than will be used within this period and make sure that it 
is stored properly.

ASSAY PROCEDURE

Perform each determination in duplicate for calibrators, controls and patient samples. 
A calibration curve should be run with each assay. All reagents and samples must 
be brought to room temperature (20–25° C) before use.
1.	 Start to prepare Wash Solution and Antibody Solution. It is important to use  
	 clean containers. Follow the instructions carefully. 
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2.	 Transfer the required number of microplate strips to a strip frame. (Imme- 
	 diately return the remaining strips to the aluminium pouch containing a desic- 
	 cant and reseal carefully). Wash each strip once with the Wash Solution. Do  
	 not wash more strips than can be handled within 30 min.
3. 	 Pipette 50 µL of the Free PSA Calibrators (CAL 0, 0.3, 1, 2, 5, 10), controls (c) and  
	 patient samples (unknowns-Unk) into the strip wells according to the following  
	 scheme:

		  1		  2		  3		  4		  5			   6		  7 etc	
   A         CAL	       CAL	     Unk1
		  0		  5		
   B         CAL	       CAL	     Unk1
		  0		  5	
   C    	 CAL		 CAL     Unk2
       		 0.3	     	 10
   D		  CAL		 CAL	     Unk2
        	 0.3   	 10	
   E		  CAL		 C1         Etc.
		  1		
   F		  CAL 	 C1 
		  1 
   G     	 CAL        C2
	  	 2    	
   H      	 CAL        C2
	  	 2 
 
4.	 Add 100 µL of Antibody Solution to each well using a 100 µL precision  
	 pipette (or an 8-channel 100 µL precision pipette). Avoid carry-over by hold- 
	 ing the pipette tip slightly above the top of the well and avoid touching the  
	 plastic strip or the surface of the liquid.
5.	 Incubate the frame containing the strips for 1 hour (± 10 min) at room tempera- 
	 ture (20–25° C) with constant shaking of the plate using a microplate  
	 shaker.
6.	 Wash each strip 6 times, using the wash procedure described in Procedural  
	 notes item 4.
7.	 Add 100 µL of TMB HRP-Substrate to each well using the same pipetting  
	 procedure as in item 4. The TMB HRP-Substrate should be added to the  
	 wells as quickly as possible and the time between the addition to the first and  
	 last well should not exceed 5 min.
8.	 Incubate for 30 min (± 5 min) at room temperature with constant shaking.  
	 Avoid direct sunlight.
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9.	 Add 100 µL of Stop Solution. Mix and read the absorbance at 450 nm in a 	
	 microplate spectrophotometer within 15 minutes after addition of Stop 		
	 Solution.

Measurement range

The CanAg Free PSA EIA measures concentrations between 0.03 and 10 µg/L. 
If Free PSA concentrations above the measuring range are to be expected, it is 
recommended to dilute samples with normal human male serum prior to analysis. 
NOTE:  The serum used for dilution should also be measured in order to determine 
the endogenous Free PSA concentration (see “Calculation of results”).

Quality Control

Free PSA Control 1 and 2 may be used for validation of the assay series. Ranges 
of expected results are indicated on the vial labels. If values outside of the specified 
range are obtained, a complete check of reagents and reader performance should 
be made and the analysis repeated. Each laboratory may in addition prepare its own 
serum pools at different levels, which can be used as internal controls in order to 
assure the precision of the assay.

Reference material

The 1st International Standard 96/668 may be used as a reference standard.
Values for Free PSA Calibrators and Controls were assigned against a set of in-house 
reference standards whose values are traceable to the 1st International Standard.

CALCULATION OF RESULTS
If a microplate spectrophotometer reader with built-in data calculation program 
is used refer to the manual for the plate reader and create a program using the 
concentration stated on the labels of each of the Free PSA Calibrators. 
For automatic calculation of Free PSA results it is recommended to use either of 
the following methods:

• Cubic spline curve fit method. Calibrator 0 should be included in the curve  
	 with the value 0 µg/L.

• Spline smoothed curve fit method. Calibrator 0 should be used as plate  
	 blank.

• Interpolation with point-to-point evaluation. Calibrator 0 should be included  
	 in the curve with the value 0 µg/L.

• Quadratic curve fit method. Calibrator 0 should be included in the curve with  
	 the value 0 µg/L.

Note: 4-parametric or linear regression should not be used.
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For manual evaluation, a calibration curve is constructed by plotting the absorbance 
(A) values obtained for each Free PSA calibrator against the corresponding Free 
PSA concentration (in µg/L), see figure below. The unknown Free PSA concentra-
tions can then be read from the calibration curve using the mean absorbance value 
of each patient specimen.

Example of results

Specimen		  Calibrator		  Mean abs			   Free PSA	
		  values		  value (A)			   (µg/L)

CAL PSA 0 	   0 µg/L	  		  0.054		

CAL PSA 0.3 	   0.3 µg/L	  	 0.148

CAL PSA 1 	   1 µg/L			   0.369

CAL PSA 2 	   2 µg/L			   0.683

CAL PSA 5 	   5 µg/L			   1.580	

CAL PSA 10 	 10 µg/L			   2.930

Specimen A								        0.522			   1.480
Specimen B								        2.181			   7.147

Example (do not use this curve or table above to determine actual assay results).
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Calculation of results with diluted samples
If samples in an initial analysis give Free PSA levels higher than 10 µg/L the samples 
should be diluted 1/10 with normal male human serum and reanalysed to obtain the 
accurate Free PSA concentration. NOTE: The sample used for dilution should also 
be measured in order to determine the endogenous Free PSA concentration.

The Free PSA concentration of the undiluted sample is calculated as:

Dilution 1/10:		 10 x ([Free PSA]Diluted sample -(0.9x [Free PSA]Normal male serum ))

LIMITATIONS OF THE PROCEDURE

The level of Free PSA alone should not be used as evidence for the presence or 
absence of malignant disease. The results of the test should be interpreted only in 
conjunction with other investigations and procedures in the diagnosis of disease 
and the management of patients. The Free PSA test should not replace any estab-
lished clinical examination.

The calibrators of the CanAg Free PSA EIA kit should not be used for recov-
ery studies of Free PSA. For recovery studies it is recommended to use a highly 
elevated patient sample.

Anti-reagent antibodies (human anti-mouse antibody (HAMA) or heterophilic 
antibodies) in the patient sample may occasionally interfere with the assay, even 
though specific blocking agents are included in the buffer.

EXPECTED VALUES

Free PSA measurements may be used in conjunction with an equimolar test such 
as CanAg PSA EIA (340-10) for total PSA in order to generate the ratio of Free 
PSA/Total PSA. Serum specimens from 52 men objectively diagnosed with benign 
prostate hyperplasia (BPH) and 77 men diagnosed with prostate cancer (PCa) were 
analysed using CanAg PSA EIA and CanAg Free PSA EIA:

Diagnosis (n)						     FPSA/TPSA									         FPSA/TPSA	  
							       Median			  Min.   		  Max.			  Mean		  (95 % confidence interval)

BPH (52)			   0.18				   0.04			  0.42			  0.19			  (0.17–0.21)
PCa	(77)				   0.09				   0.02			  0.53			  0.12			  (0.10–0.14)	

The choice of a cut-off to be used in clinical practice depends upon the clinical 
application, i.e. whether optimised sensitivity or specificity is desired. Sensitivities 
(% PCa correctly detected) and Specificities (% BPH correctly detected) for dif-
ferent FPSA/TPSA ratio cut-offs are shown below:	
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FPSA/TPSA	 Clinical specificity (BPH > cut-off)				    Clinical sensitivity	(PCa < cut-off) 
   cut-off		 n				    %		  (95 % confidence interval)	 n				    %		  (95 % confidence interval)

   0.23		 14 (52)	 27	 (16–41)						      69 (77)	 90	 (81–95)
   0.16		 36 (52)	 69	 (55–81)						      64 (77)	 83	 (73–91)
   0.08		 48 (52)	 92	 (81–98)						      30 (77)	 39	 (28–51)

It is recommended that each laboratory investigate the transferability of the above 
expected values to its own patient population and assay performance (7).

PERFORMANCE CHARACTERISTICS 
Precision

Total precision was calculated according to NCCLS guideline EP5-A (8) using four 
levels of frozen pooled human serum containing added Free PSA and six different 
CanAg Free PSA EIA reagent combinations. Each sample was randomly pipetted 
(n=2/analysis) and analysed twice each day over 20 days. 

Sample		  Replicates		 Mean		  Within-run   Within-run		  Between-day		 Between-day 
									         μg/L			   SD (μg/L)		  CV %				   SD (μg/L)		  CV %

Free PSA 1	    80	  	 0.38	  		  0.01				   1.9				    0.01				   3.0
Free PSA 2	    80		  1.44			  0.02				   1.6				    0.04				   2.6
Free PSA 3	    80		  3.46			  0.05				   1.6				    0.08				   2.3
Free PSA 4	    80		  6.91			  0.09				   1.3				    0.12				   1.8

Detection limit
The detection limit of the CanAg Free PSA EIA is < 0.03 µg/L defined as the con-
centration corresponding to the mean of the absorbance values of the Free PSA 
calibrator 0 plus 2 standard deviations according to formula:

2 x SD CAL 0
OD CAL 0.3–OD CAL 0

Recovery 

Spiked serum samples were prepared by adding aliquots of samples with highly 
elevated Free PSA to normal male serum samples. The recovery of the antigen 
was within + 15 % of the expected values.  Note: Recovery studies should not be 
performed using the kit calibrators.

x 0.3 µg/L
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Hook effect

No hook effect has been noticed with samples up to > 5000 µg/L. 

Linearity

Patient samples were diluted with normal male human serum and analysed.
The obtained values were within + 10 % of the expected values.

Specificity

The CanAg Free PSA EIA is based on two mouse monoclonal antibodies, PSA30 
and PSA66, directed against two distinct epitopes exposed in Free PSA. This 
antibody combination provides an assay specific for Free PSA showing <1 % 
cross-reactivity to the PSA-ACT complex (6). The NCCLS guideline EP7-P (9) was 
followed to determine possible sources of interference. The following substances 
and concentrations were tested and found not to interfere with the test.

			   Concentration with no significant 
			   (± 10 %) interference

Lipemia (Intralipid®)				    10 mg/mL
Bilirubin, unconjugated				    0.4 mg/mL
Hemoglobin						      5 mg/mL

Method comparison

The CanAg Free PSA EIA (Prod. No. 350-10) was compared to the two-step 
CanAg Free PSA EIA (330-10). One hundred twenty-seven male human serum 
samples ranging in values from 0–9 µg/L were measured and linear regression 
analyses of the results yielded:

[Free PSA] Prod. No. 350-10 = 1.02 x [Free PSA] Prod. No. 330-10 –0.06         r =0.99

WARRANTY

The performance data presented here were obtained using the assay procedure 
indicated. Any change or modification of the procedure not recommended by 
Fujirebio Diagnostics may affect the results, in which Fujirebio Diagnostics disclaims 
all warranties expressed, implied or statutory including the implied warranty of 
merchantability and fitness for use.
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