Assay Diluent A and Assay Diluent B - Dilute 6mL of Assay Diluent A or B Concentrate(2x} with 6mL of
deionized or distilled water 1o prepare 12 mL of Assay Diluent A or B. The prepared working dilution can™t
be frozen.

Detection Reagent A and Detection Reagent B - Briefly spin or centrifuge the stock Detection A and
Detection B before use. Dilute to the working concentration with working Assay Diuent A or B, respectively
{1:100).

Wash Solution - Dilute 20mL of Wash Solution concentrate (30=) with 580mL of deionized or distilled water
to prepars 600 mL of Wash Solution (1),

TMB substrate - Aspirate the needed dosage of the solution with sterilized tips and do not dump the residual
salution Inte the vial again,

Hote:

B P =

Making sertal dilution in the wells directly is not permitted.

Prapare standard within 15 minutes before assay. Please do not disscive the reagents at 37°C directly.
Please carefully reconstitule Standards or working Detection Reagent A and B according to the instruction,
and avoid foaming and mix gently untl the crystals have completely dissclved. To minimize imprecision
caused by pipetting, use small volumes and ensure that pipettors are calibrated. It Ie recommended to suck
more than 10ul for.once pipetting

The reconstituted Standards, Detection Reagent & and Detection Reagent B can be used only once.

If crystals have farmed in the Wash Solution concentrate (30=), warm o room temperature and mix gently
until the crystals have completely dissolved.

Distiled water is recommended io be used to make the dilution for reagents or samples. Contaminated water
or container for reagent praparation will influence the detection result.

[ SAMPLE PREPARATION ]

1.

Usen, Inc. is enly responsible for the kit itself, but nat for the samples consumed during the assay. The user
should calculate the possible amount of the samples used in the whole test Please reserve sufficient
samples in advance.

Please predict the concentration before assaying. If values for these are not within the range of the standard
cunve, users must determing the optimal sample dilutions for their particular expenmaents.

if the samples are not indicated in the manual. a preliminary expenment 1o determine the validity of the kit is
NECESSAry,

Tissue or cell extraction samples prepared by chemical lysis buffer may cause unexpected ELISA resulls due
to the impacis of certain chemicals,

Owing to the possibility of mismatching between antigen from other resource and antibody used in our kits
{e.g., antibody targets conformational epitope rather than finear epitope), some native or recombinant
proteins from other manufaciurars may not be recognized by our products,

Influenced by the factors including cell viability, cell number and also sampling time, samples from cell culture
supematant may not be detected by the kit.

Fresh samples withoul lang time storage is recommended for the tesl. Otherwise, protein degradation and
denaturalizatlon may occur in those samples and finally lead to wrong resuits.

[ ASSAY PROCEDURE ]

.1

Determine wells for diluted standard, blank and sample. Prepare 7 wells for standard, 1 well for blank.
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Add 100pL each of dilutions of standard {read Reagent Preparation), blank and samples into the appropriate
wells, Cover with the Plate sealer. Incubate for 2 hours at 37°C.

Remaove the liguid of each well, don't wash,

Add 100pL of Detection Reagent A working sclution to each well, Incubate for 1 hour at 37°C after covering
it with the Plate sealer.

Aspirate the solution and wash with 350uL of 1x Wash Solution to each well using a squirt bottle,
multi-channel pipette, manifold dispenser or autowasher, and let it it for 1=2 minutes. Remave the remaining
liquid from all wells completely by snapping the plate onto absorbent paper. Repeat 3 fimes. After the last
wash, remove any remaming Wash Buffer by aspirating or decanting. Invert the plate and biot it against
absorbent paper.

Add 100uL of Detection Reagent B working solution to each well Incubate for 30 minutes at 37°C after
covering it with the Plate sealer

Repeat the aspirationfwash process for five times as conducted in step 4.

Add 90pL of Substrate Solution to each well. Cover with a new Plate sealer. Incubate for 15 - 25 minutes at
37°C (Don't axcead 30 minutes), Protect from light The liguid will turm Bue by the addition of Substrate
Solution,

Add 50yl of Stop Solution to each well. The liquid will turn yellow by the addition of Stop solution. Mix the
liquid by tapping the side of the plate. If color change does not appear uniform, gently tap the plate to enstna
thargugh mixing.

Remaove any drop of water and fingerprint on the bottom of the plate and canfirm there is no bubble on the
surface of the liquid. Then, run the microplate reader and conduct measurement at 450nm immediately.

Mote:

1.

Assay preparation: Keep appropriaste numbers of strips for 1 experiment and remave extra strips fram
microtiter plate. Remowved strips should be resealed and stored at -20°C until the kits expiry date.

Samples or reagents addition: Please use the freshly prepared Standard. Please carefully add samples

o wells and mix gently to avoid foaming. Do not touch the well wall as possible. For each step In the
procedure, total dispensing time for addition of reagents or samples to the assay plate should not exceed 10
minutes. This will ensure equal elapsed time for each pipetting step, without interruption. Duplication of all
standards and specimens, although not required, is recommended. To avoid cross-contamination, change
pipelte lips between additions of each standard level, between sample additions, and between reagent
additions, Also, use separate reservoirs for each reagent.

Incubation: To ensure accurate results, proper adhesion of plate sealers during Incubation steps is
necessary. Do not allow wells to sit uncovered for extended periods between incubation steps. Once
reagents have been added to the well strips, DO NOT let the strips DRY at any time during the assay.
Incubation time and temperature must be observed.

Washing: The wash procedure |s critical. Complete removal of liquid at each step is essential to good
performance. After the last wash, remove any remaining Wash Solution by aspirating or decanting and
remove any drop of water and fingerprint on the bottom of the plate. Insufficient washing will result in paor
precision and falsely elevated absorbance reading.

Controlling of reaction time: Observe the change of color after adding TMB Substrate (e.g. cbservation
once every 10 minutes), if the color is too deep, add Stop Solution in advance o avoid excessively sirang
reaction which will result in inaccurate absorbance reading.

TMB Substrate is easily confaminated. Please protect it from light,
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[ CALCULATION OF RESULTS ]

Average the duplicate readings for each standard, control, and samples and subtract the average zero standard
ogptical density. Create a standard curve on log-log graph paper, with EPCAZ concentration on the y-axis and
apsorbance on the x-axis. Draw the best fit straight line through the standard points and it can be determined by
regression analysis. Using some plot software, such as curve expert 1.30, Is also recommended, If samplas have
been diluted, the concentration read from the standard curve must be multiplied by the dilution factor,

[ DETECTION RANGE ]

3.12-200ng/mL. The standard curve concentrations used for the ELISA's were 200ng/mL, 100ng/mL, 50ng/mL,
25ngimL, 12.5ng/mL, 6.25ng/mL, 3.12ng/mL.

[ SENSITIVITY ]

The minimum detectable dose of human EPCAZ is typically less than 1.23ng/mL.

The sensitivity of this assay, or Lower Limit of Detection (LLD) was defined as the lowest protein concantration
that could be differentiated from zerc, It was determined the mean O.D. Value of 20 replicates of the zero
standard added by their three standard deviations.

[ SPECIFICITY ]

This assay has high sensitivity and excellent specificity for detection of human EPCAZ,

Na significant cross-reactivity or interference between human EPCAZ and analogues was observed.

Note:

Limited by current skills and knowledge, it is impossible for us to complete the crass- reactivity detection betwean
human EPCAZ and all the analogues, therefore, cross reaction may still exist.

[ASSAY PROCEDURE SUMMARY |

1. Prepare all reagents, samples and standards;
2, Add 100uL standard cr sample to each well. Incubate 2 hours at 3

a8

[ IMPORTANT NOTE ]

1. Limited by the current condition and scientific technalogy, we can't completely conduct the comprehansive
identification and analysis on the raw material provided by suppliers. So there might be some qualitative and
technical risks to use the kit

4. The final experimental results will be closely related to validity of the products, operation skills of the end
users and the expenmental environments. Please make sure that sufficient samples are available.

3. Kits from different baiches may be a Jittle different in detection range, sensitivity and cofor developing time.
Please perform the experiment exactly according to the Instruction attached in kit while electronic ones from

aur website (www.uscnk us; www uscnk.cn; www.uscnk_com) is only for information.
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10.

11

Da not mix or substitute reagents from one kit lot to another. Use only the reagents supplied by manufacturer,
Protect all reagents from strong light during storage and incubation. All the bollle caps of reagents should be
covered tghtly to prevent the evaporation and contamination of microarganism,
There may be some foggy substance in the wells when the plate is opened at the first time. It will not have
any affect on the final assay results. Do not remave microtiter plate from the storage bag until needed.
Wrong operations duning the reagents preparation and loading, as well as incorrect parameter setting for the
plate reader may lead to incorrect results, A microplate plate reader with a bandwidth of 10nm or less and an
optical density range of 0-3 ©.0. or greater at 450 £ 10nm wavelength is acceplable for use in absorbance
measurement. Please read the instruction carefully and adjust the instrument prior to the experment For
maore information, please refer lo the operation video (hitp-i'www.uscnk com/momepage/operate-elisa htm).
Even the same operator might get different results in two separate experiments. In order to get better
reproducible results, the operation of every step in the assay should be controlled, Furthermore, &
prefiminary experimant before assay for each batch is recommended.
Each kit has been strictly passed Q.C test. However, results from end users might be inconsistent with our
in-house data due lo some unexpected transportation conditions or different lab equipments, Intra-assay
variance among kits from differant batches might arise from above factors, too,
Kits from different manufacturers for the same item might produce different results, since we haven't
comparsd our products with other manufacturers.
Walid period: six months.

12. The instruction manual also suit for the kit of 48T, but all reagents of 48T kit is reduced by hall.

[ PRECAUTION ]

The Stop Solution suggested for use with this kit is an acid solution. Wear eye, hand, face, and clothing protection
when using this maternal,
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Appendix 3

Method vsed for PSA measurement

TR

total PSA

total (free + complexsd) PSA - Prostste-specfic antigen (1PSA)

HEF (MB41855 190 100 tests

* indictes analyzes on which the kif can be used

Elocsys 2010 Wﬁﬁm cobase 411 | cobas e 601
L] LY Ll "

English

Please nate

The measured 1PSA wilus of & pationt's sample can vary depending an e
lesing procedure used. The laboratory finding must thevefors shways contain 8
sutement o the 1PSA assay method usad 1PSA valugs deberminad on wg]am
samples by different fesing peocedues cannol ba deactly compared

ore ancthr and could be The tiuse of aransaus midical nterpratations.
rruwlud'mnnhmmmmmmm&qﬂm.
then the PS4 values obtzerad upon changing over io the new proGeduns
rrast e confirmad by paradel mossummens wilh bath meltods.

Intanded use

Thé Eleckys tolal PSA mmunoasaay, & quantitanve in vitre dagnostic iest for
el (free + camplexed) prostate-specilic aniigen (PSA] i human serm
and plasma, & indicatad fot The moasimment ol iilal PSR iy cofiunclion
with digital rectal examination (DFE) a€ &0 8id in he detection of prostate
Gancer in men et 50 years or oider. Prostete bioosy is required for diagnosis
of prostate cancar, The test is furthar indicated for seral maasunsmen

ol 1PSA o &d In the managamenl al cances palwnis.

Tha eéiscirpchamilumingscance Immunaessay “BECLIAT s mianded for
mmﬁnﬁmﬂnﬁuummﬂm

. : v . . . I e .
30000-246M00 daltons] having a close structural ralatianghin o the' glandolar

o plhrgeE. It nas the hanopon of 8 senine proteinasa.

The protolytic aciivity of PSA in bioad is nihibhed by the imeversbie ormation
of compizxa with protease inhibsore such as alpha-1-anichymotrypsin,
&pha-2-macengioulin, and other aculs ghase poteine ¥ Beside fhese
complenes, sbou 3 % of tha PS4 presend in biood ocours in the

froe form, but is proteohSically inactive 35

Elewnted eongenteations. of PSA in serum ars generslly indicative of a pathoiogic
condition of tha prostate {prostatitie. berégn hyparplasia or carcingmal &7

As PEA is aiso present in para-uretfirad and anaé giands, a5 wall a8 In breast
fissue o with brads! cancar, iow |evels of PSA can also be detactad in sara
from women. PSA may sl be detectable even sher radical prostaiectony.
The masin areas in which PEA detenminalions ane employed ane

s maniaring of progress and efficiancy of theragy in patiants with

progtate camingme of recewving hamonal thesapy

The sieeprass of @a rale ol i in PEA down o no-longar delecisble lavals
feliwing radictiaragy, hormorsl theeagy of modcal surgical removal of the
prostate provides inlormation on the success of herapy”

An indammation of Irauma of the proslate (2. in casas ol urinary

retention o iofowing noctal examinafion, Cysasoopy, coloScopy,
Iransundhiat iopsy, laser realmant or ergometry) can lkad io PSA
elevations of varying duraton and magniuce.

The bwo mancclonal antibodies used in tha Elocsys folsl PSA, Tas! recogride
PEA and PSA-ACT on an squimolnr Bass: in e mnge of 10-50 ' irea
Pihvtotal PSA which are the free PEA-raios a3 seen in chrrcal practice.

Test

Sandwich principle. Total duration of assay: 18 minuses:

. |mmm:yum.am&mmmwm
anlibody, and a mancclonal PSA-specilic anibody labeled with a
nitfanium somrgilax? rmant i lorm a sandwich complax

¢ Ind incubation; Alter addtion of sireptavidin-coaled micropartices,
the campiax bacames bourd to e salid phasa vin meraction
al bk and Sngliwidin,

«  The reaction miduee |5 asprated into the maasuring ool where the

microparticles ara magnetically-captured onts tha surtsc ol Fig
olectroda. Uinbound substances arm hen rmeved with ProCell,

D O e Priripeseah

cobas

Apphication af & vakage fo the slackmda then induces chemiluminascent
ermisaion which is measuend by 8 phaiomulsiplier

* Ragills ar determirad vin A caibeabion curve which is
instrumen-spaclically geneealed by 2-point calteation and &
masiEr curve provided vis the reagent baroode:

) Triacl 2 -bigysehisatariurniil-comphan {Rusbpy ")

m working solutions
Btreptadin-coated mecroparficles (fransparent cag), 1 botite, 5.5 mL.
Steapranvicir-coated microparicles 072 mg/ml; preservative.

Rt Ami-PSA-Ab-biotin (grey cap), 1 battie, 10 mL:

Bictryiated manacional amk-PSA anabady (mousa) 1.5 molL,

mmmmwmm

A2 Ani-PSA-Ab-Ruiboy)i” (back cag), 1 botte, 10 mL
prodonal anli-PS8, ansbody (mouse) (abetsd wim athanium
complex 1.0 mgL, phosphata buffer 300 mmetL, pH 6.0; prasareative,

Precautions and warnings

For in vitm diagrosto use.

Emgrzsa the normal prececions raquired for handing & |aborstary reagents
Dizposal of all wasle matesial Shouid be in accondance with local gudslines.
Cafety dals sheet available lor peofessional user on reguest,

Awcid the Sarmation of doam with @il reagents and sampis fypas
(specimens, cakbrators, and comnos),

Reagent handling ;
Thitr ressgerts in tha kil hawe been ssesmbied inlo 3 1eady-iar-use
uril frat carmot be separsiad

All information reguired for cormect oparafion iy med in wa the
raspociive reagan Bakodes
Storage snd stabllity

Store at 248 ‘C. :
Btoen th Elecsys Iotal PSA fRag

Sxaiity

unopaned at 248 °C
altar coaning at 28 °C
0N e analyzers

Specimen collection and preparation
Oty e specimens Usied below were {ested and found socepiable

: W_WMM'MMHLM

cantaining separting gol.

Lithium: heparn, Ko-EDTA, and soolum clirate plasma. When sodium

afrate is usad, the recults must be comected by + 10-%,

Crianorn: Recovery wilwn 30-110 % of serum valu or siee 0.9-11 + msicept
within < = 2 x analylcal sengdivity (LOLI « coeficient of cormalation » 0.35.
Stabis for 5 days ot 248 °C, 6 months. 8 -20 °C. Frasze anly once.

The sargila types eted weee tested with a selaction of sempie collection bibas
ihat ware commarcially avalabis af the tme ol tesling, Le, nol & ailable
fibas of all manufaciinen wirg Meslad, Sample collscton sysiams from
varions mantilachuers may cortan dffering masanials which eould affect

ihe test resulis im some cases. Whan procassing sampiss I prmary fubes
[smmpte coloclion systems], folow the instrucsons of S e manfacturer,
mmmmmmm

assay Do net use baat-nactveted sampies Do not wee semples
Ensuse 1he patenls’ sampies, calibralors, and confrois an &1 smblent
lemperatuee (2(-35 "C} before meaasumement.

Becsuss of poesible evaporalion stfects, z=mples, calibraiors, and commis

o this analyzers should Be messired Winin 2 hours.

Materials provided
5ea “Raapenis - working sokifions” section for reagents.

Materials roquined [bul nol provided)

o |FER (40522000, okl PSA Catbat Il for d = 1 mi

v [REF 11776452122, ProciCoraml Tumod Marker, for 2 ¥ 3 mil each of
PrasiContrel Tumar Markar 1 nnd 2 or
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BRIES cobas’

[FEF] 11731415390, PreciConirol Universal, for 2 % 3 ml sach Foliow It applicable gowemment rgulations and local guidelings
of PraciConiret Universal 1.and 2 far quaty cormral
. ﬁTmMM.Eﬂﬂnﬂ_mﬁm:l Caleulation
AEF) D31B3971122, Diluert Universal, 2 x 36 mi sample dilsni * The anatyzee automatically calculates the analyie concentrafion of
»  [aneral laboratory equipmen! parch sampie |aithar in ngfml ar pglL].
+  Elscsys 2010, MODULAR ANALYTICS ET70 or cobas & analyze! Limitations - [sterh
' -Pﬁ 118E09BEY22. ProCai, § x 380 mL sysiem buiter hemaolysis (Hb < 1.4 mmolL or < 2.2 gidL). lipemia {intralipd < 1300 L),
. :m11m1ﬂ.m.samnmmmmmm arvd biotin < 246 nmoll of < 60 ngiml
«  [AEF 1190004ER22 Elpceye SysWnsh, 1 x 500 ml washwaier agdiive Criterion Racovery within £ 10 % of inflial value.
. FiEF 14933150001, Adagter for SysClaan |ﬂmhmﬁwmﬂﬁ@::'ﬂ;ﬂ:ﬁﬁm5ﬂm3m
o should e taken unti] af least & hours last biofin administration,
[REF1 1170680001, Elecsys 2010 AssayCup, 60 80 rmachin vess=5 Mo Inerferance was cbearved o meumaiold faciors ap o
+  [FEF 1T706TS0001, Edcays 2010 AssayTip, 30 x 120 pipetts fips & Concentraion of 1500 MiimL.
mummmuﬂmmm_nmimm mamwmmmmmmmmmmm
v [BEF 4BB0240150, ProCell M, 2 ¥ 2 L system bufler In vt 1esis wera parlormed on 28 commonly used pharmacedicals,
¢ FEomareono, Councel 22 Lnesmeg ok deniogaokaon 1 5000, B 08 8 UG wntbodes o
«  [RER DAZI00Y, PCICC-Cupe. 2 cups 1o prewarm ProCed M rre Cases. e 1o high ters of
ﬂwummm analyle-speciic antibodies, streptavidin ar ruenim can ocour. These
) mﬂmaﬂ:&‘;ﬂ;ﬂ;ﬂm » I 15 known Shal in rare cases F5A moforms 00 @0st which mily be measured

. FEF 000483100, PreClean M. 5 x 80 . detecton ceanig sl o S i "y

¥ 34 reacsion vessels o pette fips, waste bags with the patiends medical heory, clinical axamiration and oiher findings.
«  [REF DB023150001, Wastelinr, wasis bags o
«  RER (302TES1001, SysClean Adapser M » Mensuring range
Apcazsoring for all anatyzers: 0,002 (Elecsys 2010 and cobas & 411 analyzess) or 01003 (MOOULAR

. [HEF) 11208500316, Bleceys SysCiaan, 5 x 100 mi system cledning sahifian “ENALYTICS E170 and cobas & 601 anwlyzers}-100 ngimi. idefined by
the kower detection fed ard the maximum ol the masier curve). Yaiues
mmmwmmﬂﬁaﬂcﬂ.mmwﬂmm‘ﬂ.

Assay
For optimem parformance of the sssay foliow | giraciions gien In
=i documanl ﬂ'ﬂ 2T COMS £ _Hzfe B

Resuspension \akes mm Lower lmits of measuremant
mamu—mﬂhmmmhﬂ::pﬂw. inancaptional, & ower defaction Imit {LOL)

e barcode cannot be tsad, erfr {he 15-0gt sequencaof numbers.  Elecays 2010 ind cobas ¢ 411 MGOLULAR AMALYTICS E170 and
MODULAR ANALYTICS E170 and cobes & 601 anshzes: firsahZEs cobas & 601 analyzers
PreClean M sakilion s necessaty. LOL 0.002 ngiml. 00003 ngimlL

muwmwwwﬂwmmﬂumﬂﬂﬁ The kower dataction #mit (LDL| & calculaled a5 e concaniralion
(20 °C of the arahyzee. Aweid 1he formation of foam. The system automatically 2 ignal stardand devastions awsy irom an afalyle-fras mum

whmﬂdhmwmmﬂhhﬁh the lowest standard (repsatabiity, n = 215

Cali i Lim of blank (LoB) and Bmit of delection {LoD)

Traceaiity: This mathed has bean standardized apsms! tha Sianford : Lﬁmﬁﬂwnﬂim’ WIODULAR AMALTTICS ETT0 and
Rifarinios SiandardWHO G570 {80 % PSA-ACT + 10 % e PSA) 1071 " analyzers cobas e 601 armiyzens
ngwwmmmmamwmww B G007 i 7,006 ngimL

infoemation for calibration of fhe particular reagent iot. The pregefned master |5 BT ngmL ﬁ:ﬁﬁ"lm

mmmmuummmmmdammm_ﬁmn Acth o ek it bl " -
Cafbration fraguency: Calbeation must be periormed once per “wﬂl 'I‘Hlm" Ilﬁ'ﬂdEF ml iy
reagant lot using Fesh eagent {ie. not more than 24 hours snos e e £k e i :
ot e o e st x;mdhh::m%Wﬁmﬂimmﬂ
Flerewed calioration & recommandid a3 folows. The it of bink cormaspands o the conceniraton below which anatyts-free

. ﬂrlnﬂﬂ{iﬂhﬁbﬂﬂuﬁgﬂﬁmrﬂmlu M“MmﬂM“ﬁ“ﬁ

+  aher 7 days [when using e same feagent kil on the analyZer) The lmik of detecton is determined based on the imil of biank and e
. umm:eg.mmmmmmmm sxandart devistion of samples eing 2 fow corcaniration.

Quaty cantrol The limit of detection cormesponds 1 tha sample concertraton which leads
MMMHEWWTWM1HE whnpﬁﬂﬂﬂﬁhhnmﬂmﬂmhiﬂﬁw.
ot Elecsys PreciControl Universal 1 and 2 : Diluitson

Other sutatia coniol material can be used i addilion. ) Sampies wilh IPSA concortrtions sbove i measuring rarge can ba
Canirols foe #@ vasous concentration ranges should b run is single Gikutod with Etecsys Disent Universal The recommardid diution ks 1:50
asterminations a1 leath once evary 24 hours whin the tast 1§ in LE, bcs ¢mmwmmmmaﬁmmm
mrmmm,ammmﬂﬂ:ﬂm.mmmmm and cobas & analyzess of mnually), Tha concentration of he divied
firmits should b adepied i sach isboratory's ndricual requiraments. sample st ba > 2 ngimi. After manual dluticn, multipty #@ resit by the
\iafiuas obtained should (il within it dafined lmis. dummamwmbjnmmmmm.mmﬂm
Emmmwmmmhm Em}.ﬂsm.wmudm-ﬂmmmmmm
il values fll ptside the lmils, o sooound when calculaling e sampie cancansratan.

Elecsys and cobas o ansiyzecs 501005, ¥ 7 English
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total PSA

Expected vaiies in normal heality malas
0] Studiess in fwo clinicl cemiare in $he Nethedands ard Gamany

cobas’

Rexsifn for digital rectsl eamination and PSA 25 relamed o proststs
cancers debaciad by biopsy in a cohort of:

1121 males 50 waars or older ralermid fo &n welogist for prostate evalizstion,

with the Elecsys ot PSA assay on sera from 244 healthy man al
VRIS yigtded Wi ragults; PSA+ | PSA+ | PSA+ | PSA-
i iokowing Totet |DRE+*|PSA | or | and | and | and
| Ht%_ DRE+ | DRE+ | DRES | DRE«*
Byt [yoars) N mri: Total rumber V2l | 600 | B2 | 1037 | 425 | 437 | 175
<4l a5 057 Mo. of malignant
.40 2 ] Eu prostaie bicpes | 31 | 5 | 36 | I | M2 | W | &
S5 107 0.75 il % pasitive biapaies) 345 | 408 | 380 | 555 | 475 | 07 | 248
-G53 41 1,65 4.1 hlmMERE
wilon = &
270 3 173 44 % i T
g IPGA vae < § ngmil

b} The distibution of tP3A residts was massuned Ina coban of 3985 normal
haalihy malas aged 50-04 yaars (results of & shidy in the LESA),

Tha {able presenis the tPSA valuas as messured on
the Elecsys 2000 immunoassay analyeor,
P54 {ngfml)

%ﬁ'ﬂ N Wedan B5" Parcentie

154 0.5 449
G608 131 .55 540
> 10 1.1 a2d
PS4 valugs in defiction of prosiale candar
A ruticeier cohoe sludy was parfomed b demonstrate e

effectivenass of tha Elecays tobal PSA Basay when used in conjunction
with digial rectal examinaSion {DAE) as an aid in the detacion al
proglate cancer In men 50 paars of age or dlder

A tolal of 1121 senaly accrued mes 50 years of agi o oldor parficipated

M% Aha cohort was G6.4 years (95 %
6B ynars),

Lhginbuson of (PS4 vanbies by Siopsy resull Snd Sgual rectal exeTUENR AT
Prostata biopay resull; bemgn

tPSA {ng/mi)
ORE rasul N o Wlmrmim Makimum
MNormal 375 54 .4 58
Pathciogcal 355 40 a3l 26
Totil 3l 54 13 68
Prostate bopsy rasu® malignarni

tPEA [ngfml}
DFE resgt N Mesdian Minimum Meimum
Normal e 72 25 1221
Patholagical 5 TB 0.5 1785
Tokal Eold T.-_l. 5 TTas
Lty of (P54 in daficiion of prostife. cancey

A5 shown in S table ek, within His cohod of 1021 males, 391 (34.9 %)
nrastate cancers wans detectsd by blopsy. Abnoimal digital rectal examination
(DRE] resutis wara raported for 245 {627 %) of the 391 prostais cancan whis
1PSA results abover 4 ng/mil wire neporied for 338 (B5.9 ™) cancers for tha
Eleczyn 3010 analyzar, O {hir 381 men dagnosed with cancer, 370 (969 %)
i eifhar an abnormal DRE resulf or a IPSA vaius abava 4.0 ng/mL

The positive predictive valua Yo 1ha Eleceys tolal PSA assay an the Elecsys
2000 analyzer was 0380 using 4.0 rgiml a5 & ol (malign prostale biapsy
+1PBA = 4.0 ng'ml: n-= 338 PSA > 4.0 ngiml n = 862),

Anitlysis of (PS4 valuas was performed wien Elecays 2050 analyzess,
Eacn |abarmtary should invastigate the tenslarsbiity of the expected values 1
its own pabent poputation and # necessany delerming its own raferance ranges.

Specific performance data

Repeasentative parlormance daia on the analyzers are given balkw,
Rasults obtained in individual laicratosdes may difer

Frecisian

Fracision was delermined using Elaceys eagents. podled human
Ber, and condrols in-accordance: wih 2 modified prolocel (EPE-A) of
hcmmmwmmmﬁmm

for 10 days n = 60): on MODULAR ANALYTICS E170
inatyzer, 0 = 21. The toliowing msuls wens obisned;
~ Elecaya 2070 and cobas w 411 analyzam
Repesiablity | intermediate precision
Bampls Mean 1) Ccv a0 L
o HyITiL %
Human samum ok % K " E‘@Iﬁ 24
Humansenum2 | 476 | @12 | 25 0 29
Human serum 3 LT} 113 22 108 A
PreciControl THE? | 293 0iog 2h .06 27
PreciContegl TME | 172 ke 23 Q.50 249
e
# TV = Tumas Mavka
MODULAR ANALYTICS E170 and cobas ¢ 601 analyzer
Sample Men [ 50 | CV | Maan | 50 | oV
ol | rgl | % | opmi | ngm |
Human sem 1 12 | e 1.4 TR T oo | a2
Humanseum? | 439 | 005 [ 12 | 481 | 047 | a7
Hurran serum | &TR | D48 1.7 275 | O 27
PreciComrol TMY | 327 | 008 | 13 [ 425 | 408 | 14
ProciControi ThE2 | 233 | 032 | 14 | 228 | 038 | 16
Msthod comparison
A comparisan of the Elcsys total PSA assay (y) with the EnzymunTest PSA
meshod (x] sing cinical samples gav the following cormsiaions:
Number of gampies measwed: 95
Pass:ng/Batioh ' Lingar regression
¥ =103+ 030 ¥ =108 + 060
= (950 r=05&3

Tha sample conceriratons wore between aporas. (U1 and 50 ngiml

B10-08, ¥ 7 Englsn
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total PSA

total (Iree + complexed) PEA - Prostale-specific antigen (EPSA)
Functional

0.03 ngiml.

The functional sensitivity is Se iowest analyle concerdmton ihal can be
repraducibly measured with an intermedate precision OV of £ 20 %
Analytical spaciticity

For the menocional antibodies ised, the following cross-reactiviies were lound:
PAP and ACT: nona; PSA and PEA-ACT are recognized on an equimelar basia
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Appendix 4

~ SPINREACT

Method wsed for PACPF measurement

ce [_ace |

Acid phosphatase

ti-Maphlyl phosphals. Kinsko

Quantitative detesmination al acid phosphatase (ACP)
VD

Siore il 2-5°0

FRINCIPLE OF THE METHOD
Hilimann ralhad: Phosphatase ackd actiyily pressal in the E= Tt ]
dedermined according 1o e modded malhad al Hilknann.

ACH
a-nafy-phosphale + HO — = w-naphiol + phosphass
w-naphtsl + Fasl Red TR ——== Azo Dye

w-nephle! neack ik & disroies sempramd foring & coloul wilh @
mazirmum of sbsorbance at 405 Am
Tastrabe is used an specilic of the progtatio racticn

CLIMWICAL SHENEFICANCE

Acid phosphslase i an engyme predenl in glmaool- al weaves al e
organism, being particularly high @ proatate. siomach, lvar, muacs,
spieen, eryitwocyies and platalats.

High lervels of ackl phosphaiase are found m prosistic phaloioges 38
hypertrophy, prostatiis of carcinoma. In hemalological dsonders,
beshas or ves dissases as wall 85 in Pagel's or Gaucher s desases,
Decreassd Ssfiim acid phosphitas has no chncal mignificance’ .

AGF Tqiai{T) | AGP Nan Prostsis (No Py |
Wi {mL} K] LD |
P 3 fuil) = 10 _|
| Semrriphe (it - 100 100

A, b, incubata for 5 minuie

5 Masd nilisl absorbance (A] of the sample, siar the siogwadch and
rapd abeorheEnce Al | minuls inlervals thereslier far 3 minutes

B Colcuisle ke difference betwesn abscrbance and the averege
ab=orbangs differsnces pes minuss (AN

CALCULATIONS

Admin i T = LWL of ACP {T) _—

50 ¢ [AEin ACP (T) - AEimin AGE Mon mhibicr By Tattrabis] = UL of ACP
prnstalic

Unirs: Dina injamationsl unit (iU} iz e amount of enegee @l iaosforms 1wl
al subgirsts par minube, in sandand canditions. Thi conoentradon I expras e
in urvim par kv of sarels [LL ]

QUALITY CONTROL

CnAvol sera Bie recomenended R monion e performance of athay procedurss
SRNTROL M Mormal and Patrologic (Fed. 10087120 and 1002240).

I tortrol walues ars Sound pulside The defined range, check i Insimeni
resgente and lechnigus ko protiems.

Each laboralery should estabiish 18 omwn Quakly Soniral schems el pOTRCiNE

Clinical x Mﬂmum-mnmﬁilﬂmmﬂ:nﬁmﬂ et I controls 80 not st the scceplabis toler =
iriegrsse chinical and ather abocatary data, i
AGEN REFEREMCE VaLUES"
L = HEC 30
R1 Eodiam eirain pM 5.2 50 mimodil. Tatal acd phagphalase:
| ufte ) Men I =HAUL
R2 i1« Mafryl phisphate 1 oL \lniman: < 3 TUL = 42Uk
Subairuie Fasl Rad TH fi el |
] Frosia 18 LW 17 UL
|T|= . Wriioh % ol nsialic sdd ﬂ'-crl:l‘l.ll.nu. < L < i
R4 AcABE pCe a8 matL Trase wahien @ed for crienlation purpose: each labaratary sheuld eatablich s
- e relar@ncn range
Varking reagart (WH| ﬁﬁﬁﬁ_nﬂmﬂniﬁﬁ!ﬁﬁﬁi‘ah ALE)
Aaf 1001121 Megsuring range: From detection lmit of 0,3 UL 1o Imeadily limil of 150
Digachs | — § ona lablsl of A 2 Substiabs in one yis of R 1 Buller. Ll
Raf 1001432 if [fig residin abitgined wena greaine than linearfty b, dilule (b sample 12

Diszolve [ — ) ona tabiet of R 3 Subatrate in 16 mil of R0 Bulie
Cap and mis ganty 1o disaohe cofanis
Siakdity: 2 days 8t 3870 o B hosuts 4l ioom iempstalig

R 3ard R 4 Raady o ues. [F A Included in Ref 10011215

STORAGE AND STABILITY

un-qmwmuhhummmmﬂeu:pimdmmm

taned when sieeed lighty closed ai 2-8%0. prodecied from ighl and
pravenied dising e usa.

Signs of reagent deterioration:
- Prassncn of parcles and Surbidity
- Blank abeorarca (A) al 450 nm = 0,44

ADDITIONAL EQUIPMENT

- Specirophtsamaler or colodimsler measufiteg] @1 408 nm
- Tharmostatic bath #l 30PG o 3P0 [210.17C)

. Mudchind cuvesies 1.0 cm hight path.

- Cepetd Shor@0ny BoARnmEN]

SAMPLES
Gerum'. Usa only cenr and unhemalyzed serum, separabed feom 1ha
clat as o6 RS possiie. Do pol usa plasma.

Acid }umwh:ihﬂlimhyndltmﬁﬂulniluln
acid (A4} pur mL of the sample. Stability: T days al 2-8°C
PROCEDURE
1. Assay condiions:
Wavalength: - .. ... . ., - 405 nm
Crwstia: o R 1 cm fight path
Congiant femporayiue A0C FAMG

2 Adjusl the insimmend mwn%-dﬁ-ﬂ-hﬁ WRSET O 3T

| Flp-bhnn'mhr

mms;&mmmmw:.

Precinan
s 20
| Maan (UL} FEL 268
& 0.22 7
v ) i 2,76

Senslivity: 1 UL = 0.0034 Afmin.
M;ummMﬂMuﬁuMEﬂdeﬁmlﬂw
mmummmmmrmlm.
The results obinined wsing 50 samples wens the [olowing:

Caralaton conflciend (r); 0.99

Regeession equalion: y= 0LBSTTx = 0.1488.
wﬂmamwmﬂ:mﬂmnnmm.

INTERFERENCES
Wlmdnmhwmd peid plotphatess in ned
peis’. A list of drags and ofher inararing subslences wifh aod phosphatass
daineminalion Ipqhﬂnrmmudwmrqutd"

o E8
has insirugiion shests for seversl automalic snalypers.
Insbiactans far many of Bham are allable on AEqUEsL.

BIELIOGRAPHY

§ ﬁtmﬂl.mi.hddmmlmu.mnlﬂi. i Cham The CW

“kipsby Co. St Louts. Toranta, Princeipn 1884, 10791083

"oung DS Effacts ol dmigs o Ginkal Lab. Tes, 45 ad ARCC Presa, 1665
[, Efechs ol desass on Ginical Lo Tesis. dth ed AACT 1005

Muiriis & af al. Teetr Taxibook of Cincsl Charnisiry, Jedl &2 AACE 1954,

Tunts M A o1 a0 Glinical Gide bo Lnbostory Tasts, Ond ad ARCE viEg,

PALKAGING
[==]

o

18w & ml

5...1uu1122 10w 15 mL
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e
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Appendix 2 Method used for EPCA-2 measurement

Uscn

ol g, ww SRl o, e sEoal. com

EB4215Hu 96 Tests

Enzyme-linked Immunosorbent Assay Kit

For Human Early Prostate Cancer Antigen 2 (EPCAZ)
Instraction mungal

FOR IN VITRO USE AND RESEARCH USE ONLY

HOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES

[ INTENDED USE ]

The kit i= a sandwich enzyme immunoassay for the in vitro quantitative measurement of human EPCAZ in serum,
plasma and other biological fluids

[ REAGENTS S PROVIDED ]
Pre-coated, ready to use 96-well strip plate | 1 Flate sealer for 98 wells 4
Standard (freaze dried) 2 Standard Diluent 1=20mL
Detection Reagent A (grean) 1x120pL Assay Diluent A (2 x concentrate) | 1=BmL
Detection Reagent B (red) 1x120pL Assay Diluent B (2 = concentrate) | 1=6mlL
TME Subsirate 1=OmL Stop Solution 1xBmL
Wash Buffer (30 = concentrate) 1=20mL Imstruction manual 1

[ MATERIALS REQUIRED BUT NOT SUPPLIED ]

1. Microplate reader with 450 & 10nm filtar.

2. Precision single or multi-channel pipettes and pipette tips with disposable tips
3. Eppendarf Tubes for diluting samplhas.

4, Deionized or distilled water,

5, Absorbent paper for blotting the microtiter plate.

6. Contamer Tor Wash Solution

[ STORAGE OF THE KITS ]

All the reagents should be kept according to the labels on vials. The Standard, Detection Reagent A, Detection
Reagent B and the 96-well strip plate should be stored at -20°C upon being recaived. The unused strips should
be kepl in a sealed bag with the desiccant provided to minimize exposure to damp air. The test kit may be used
throughout the expiration date of the kit {six months from the date of manufacture). Opened test kits will remain
stable untl the expiring date shown, provided i is stored as prescribed above,
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[ TEST PRINCIPLE ]

The microtiter plate provided in this kit has been pre-coated with a monaoclonal antibody specific 1o EPCA2.
Standards or samples are then added to the appropriate microtiter plate wells with a biotin-conjugated polyclonal
antibody preparation specific for EPCAZ. Next, Avidin conjugated to Horseradish Peroxidase (HRF) is added o
sach microplate well and incubated. Then a TMB substrate solution |s added to each well. Only those wells that
contain EPCA2, bictin-conjugated antibody and enzyme-conjugated Avidin will exhibit a change in color. The
enzyme-substrate reaction is terminated by the addition of a sulphuric acid solution and the color change s
measured spectrophotometrically at & wavelengin af 460nm ¢ 10nm. The concentration of EPCAZ in the samples
is then determined by comparing the O.0. of the samples 10 the standard curve.

[ SAMPLE COLLECTION AND STORAGE ]

Sarum - Use a serum separator tube and allow samples to clot for two hours at roam temparature of overnight at
4°C before centrifugation for 20 minutes at approximately 1000%g, Assay freshly prepared serum
immediately or store samples in aliquot at -20°C ar -B0°C for later use. Avoid repeated freeze/thaw cycles

Plasma - Collect plasma using EDTA or heparin as an anticoagulant. Centrifuge samples for 15 minutes at
1000xg at 2 - 8°C within 30 minutes of callection. Remove plasma and assay immediately or store samples
in aliquet at -20°C or -80°C for later use. Avoid repeated freezelthaw cycles.

Other biological flulds - Centrifuge samples for 20 minutes at 1000xg, Remove particulates and assay
immediately or store samples in aliquat at -20°C or _B0°C for later use. Avoid repeated freezelthaw cycles.

Mote:

1. Samples to be used within 5 days may be stored at 2.8°C. otherwise samples must stored at -20°C (=1
manth) or -80°C (=2 months) to avoid loss of bicactivity and cantamination.

2. Sample hemolysts will influence the result. so hemalytic specimen can not be detected.

3. When performing the assay slowly bring samples to room lemperature.

[ REAGENT PREPARATION ]

1. Bring all kit components and samples to room temperature (1 B-257C) before usa.

2  Standard - Reconstitute the Standard with 1.0 mL of Standard Diluent, kept for 10 minutes al room
temperature, shake gently(not to foam). The concentration of the standard in the stock solution is 200ng/mL.
Pleasa prepare 7 tubes containing 0.5mL Standard Diluent and produce a double dilution series according o
the picture shown below. Mix each tube tharoughly before the next transfer, Set up 7 points of diluted
standard such as 200ng/mL, 100ng/mL., 50ngimL. 25ng/ml., 12.5ng/mL, 6.25ng/mL, 3.12ng/mL, and the last

EP tubes with Standard Diluent is the blank as Onafmil.
500uL 500l S00pL S00L 500uL S00LL

FATATATAT AT &

Stock = =" = -
Standard |e . =1
et \ J

Tube 1 2 3 4 5 & T g

rigimiL 200 100 50 25 12.5 6.25 312 i)
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