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INSTRUCTIONS FOR USE OF SIMPLE SIMON®PT REAGENT
Product number ZAF 101 Lot K142M Exp 2012-05

Ce IvD

AREA OF USE

Simple SimofiPT is designated to point of care analysis of hymrnbintime (PT) determination at hospital laboriets
health care centres and doctor’s offices. Simp®E°PT is to be used by personnel trained for the mep8igns of
appropriate education is knowledge of the concepéfficient of variation”, and to achieve a CV<4%abmzing duplicate
samples in the therapeutic range, i.e. INR2-3. ddagulation assay measures the compounded adtiuitibe vitamin-K
dependent coagulation factors Il, VIl and X. Thieguct is intended for laboratory use, "In vitrewmly”.

PRODUCT DESCRIPTION

Simple SimofiPT, is a wet-chemistry based analytical procedurielvanalyzes PT according to Owren (ref 1). Thaid
reagent contains, besides tissue thromboplastagutation factor V and fibrinogen. The PT deterrtiorais specific to the
vitamin K dependent coagulation factors I, VII addand is expressed in international normalizébyéNR, the
expression recommended by WHO. INR is the ratio ehsaured PT and a normal PT, harmonized to a WHDearte
procedure, by an exponent, IS, international séiysndex. Innovative methodology ,ref 4&5, makepossible using
Simple SimofiPT, to have the same procedure, 10uL sample angR@8agent, to different types of samples. Sampies
consist of native blood, citrate anticoagulatecbland plasma. The innovative technology also malgsssible to perform
PT analyses at ambient room temperature betweet59Q- The reader is not thermostated. Simple SfR@rgives values
close to those of hospital laboratories calibratétl approved substances.

When assayed, the sample and reagent is mixeceiation 1:21 (4,8%). Due to dilution is the mathelatively insensitive
to heparin.

ANALYTICAL PROCEDURE AND FUNCTION OF READER

Analytical procedure of Simple Simon is additiosing pipette and disposal tip, of one part samplgi[) into 20 parts of
reagent (200 pL). At sample addition, reagentée@dl into a reaction tube, produced of optical lyjigdlity plastic, which is
placed in the sensor equipped measuring pointr Rrisample addition the light transparency ofréemgent is determined.
Point of time of sample addition is automaticaltgistered, simultaneously the temperature of reiadecorded. The
display shows an instruction to the operator to thexsample to the reagent by rotating the pipeftd, tip attached. Mixing
movements are registered automatically and mushraaertain level to allow the assay to procededn of mixing
procedure, operator is instructed to remove pipmiteof reagent- sample mix. A moment later anotheasurement of light
transmission is recorded. These two light measunésradlow an automatic determination of sample jtype@od or plasma,
and the proportion of blood cells, hematocrit orFEérythrocyte volume fraction). Time recording tiones with automatic
surveillance of changes in light transparency. Réingrstops when changes indicate coagulation offriitxeure, clotting has
occurred. The difference between starting timeragdstration of coagulation is the clotting timepAriod past the clotting
time, optical changes are inspected to verify asmbrclotting pattern. In the memory of the datpchot specific values are
stored, these are used together with the determvialeés of clottingtime, temperature and EVF, ticdate INR- value of
the sample (ref 4&5). The INR value of sample, plagsmblood, is shown on the display after a pusbuttfon. Native or
citrate anticoagulated blood- sample types whidhan® equivalent due to dilution by anticoagulame not automatically
separated by the reader. Information on sampleisypehieved by pushing the button. The first vatuappear on the
display is INR of native blood (default), by pushimgtton a second time values of citrate anticoagdlalood is shown. The
reader is calibrated together with the other coreptsiof the product — reagent, reaction tube, fgEipeind tips- and should
be used together.

ZAFENA AB, Husbyvagen 16, 590 31 Borensberg, Sweden
g el: +46-141- 405 20 Mobile: +46-736-22 84 94
mail: mats@zafena.se www.zafena.se

g = = -
7955%*4

%t
w0
g
e gg kg
o (B o
pd By
iz

soleon it 5

3



Revision 2010-09-01 www.zafena.se

REAGENT PROPERTIES

The reagent of Simple SimBRT is delivered in two portions of components; dnecomponent which consists of
biochemicals in a storage suitable form and ongdigomponent designed to act as a solvent of thea@mponent. When
one portion of dry component is dissolved by oneipo of liquid, a PT reagent is created, whichgiets of defined levels
of thromboplastin from rabbit brain and fibrinogamd FV derived from bovine blood. The PT reagesu alas defined
levels of free calcium ions, buffering substanaas albumin. The reagent will remain stable for aranth when stored
refrigerated. Guide to optimal reagent handling, “peeparation” below.

STABILITY AND STORAGE

Precalibrated reader, reagent components, redcti@s, pipette tips and pipettes are deliverechasgpooduct. Product and
components have the same lot number and expirdéitsn Expiration date is set by the least staliepoment, the freeze-
dried reagent component. Although none of the corapts are usable as laboratory PT test when edpteyhas passed,
and could not be used without compromising the rfaturer’s responsibility. A prerequisite is thiit@oduct components
are stored according to manufacturer’'s recommeniaigtiStorage recommendations are labelled on @scpanent. The
freeze-dried component, together with dilution buff to be stored refrigerated (2-8°C), other caonepits are to be stored
at room temperature (17-26°C). Storage instructionseconstituted reagent, see “preparation” below.

PREPARATION

1. Reconstitution of lyophilized reagent. Fetch one vial of lyophilized reagent and one wefdbuffer from
refrigeration storage. Pour the cold buffer inte thagent vialldeal reconstitution temperature is between 2 and
8°C. Immediately, seal the reagent vial with the scecayw from the buffer vial and mix contents by tagvial
upside down several times during at least 30 secdBldeck that all content is properly dissolvedteNane and
date of reconstitution on the vial label. The redgdould be homogenous and without visible pasicihe reagent
is a little opaque due to content of microscopégments of thromboplastin, and small bubbles corfromg the
lyophilized biochemicals, the latter will disapp&athin an hour.

2. Dispensing and storage of reconstituted reagenfrrange 20 (one vial) or more reaction tubes fack, dispense
reagent and place stoppers on tubes. The rackfiléthreaction tubes, is to be stored refrigeda{2-8°C).
Reagent is dispensed using the green pipette (200iitiL g clean tip attached. If other pipettes aed, check the
generated INR values by analyzing the included dagign control ZAP. Pipette 200uL of reagent inteaction
tube and seal with a clean blue stopper. Placesthetion tubes in a refrigerator within 1-3 houisra
reconstitution. It is very important that the reaigeot is contaminated, especially not with blooglasma. The
reagent is very sensitive to coagulation factos @ntaminating the reagent results in fibrin fotioraand
altering of properties. Recommended storage fom&itated reagent shall not exceed three weeks.if@urg
quality surveillance is possible by using the confrAP. The recommended coagulation control is ZAP as the
control has INR values traceable to internationfdremces (RBT/05).

3. Reagent handling in connection to analyzingTo secure that reagent in reaction tube is inecbstate and has
the same temperature as the reader records, readies with reagent should be temperature eqafédrby
standing in the aluminium plate faf least 15 minutegrior to analysis. The time necessary to reacfilibgum
increases with decrease of room temperature. Tckatarect state use the control ZAP.

WARNINGS AND PRECAUTIONS .

The buffer is harmful. The buffer ZAF 101-2, and subsguently reconstituted reagent contains sodium-azid®
prevent bacterial growth and to transform haemoglolin into a form that allows a more precise and acclate
determination of EVF. Azide is a quick acting poisa and alike cyanid blocks oxygen transport to cellsDo not drink
or consume buffer or reagent. Flush with rich amouts of water if buffer or reagent is poured down dréns.

- Do not drink or consume buffer, ZAF 101-2 or reonstituted reagent ZAF 101-3! The product is health &zardous if
consumed.

- Do not pour buffer or reconstituted reagent downdrains that has pipes of lead or cupper, azide reéewith named
metals into explosive compounds.

Material safety data sheet is provided on demand bthe supplier or by Zafena AB.

Blood samples may be contagious. Always use prot&gt gloves to prevent infection.

THE READER

The reader of Simple SimB®T is a battery driven unit which optically detenes coagulation time and EVF. Temperature
is measured by a thermistor- bridge. By using steadibration data the reader calculates the INReséilom measured
values, see above text “analytical procedure andtion of reader”, and ref 4&5. The three batterize AA, needs to
replaced when battery check function shows *“ westkery”.

PRODUCT COMPONENTS, STORAGE AND HANDLING
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Simple Simoff PT, product ZAF 101, arrives in two packages. Gnephtaining the reader, the other is containinteria
for consumption, products ZAF 101-2, 101-3.......... 105pecifications, see text below. The lyophilizedgent, ZAF
101-2, and buffer, ZAF 101-3, arrives in the samelkpge as other articles of consumption, shoukkparated and stored
refrigerated (2-8°C). Product components shouldoeagtored or used in direct sunlight.

Product components: Calibrated reader, ZAF 101-1g&#a10 vials of lyophilized biochemicals, ZAF 1R1Buffer
(solvent) 10 vials of 4mL, ZAF 101-3. White pipeti® pL, ZAF 101-4. Green pipette, 200 pL, ZAF B)Pipette tip
~425 pieces suitable to both white and green @p2AF 101-6. Reaction tubes made of clear polyczat® 400 pcs, ZAF
101-7. Stoppers to reaction tubes, made of blugtip)a00 pcs, ZAF 101-8. Instruction for use, ZAFL-9.

TEMPERATURE
Simple Simof? PT analyses PT in the temperature range 17-45°C.

SAMPLE MATERIALS
The Simple Simorf PT perform PT analysis on 10uL of citrate anticdam plasma, citrate anticoagulated blood or eativ
( capillary) blood.

INSTRUCTION FOR USE
Preparations, short instruction- for a more detailal version see text above “preparations”:

1. Reconstitute PT-reagent, ZAF 101-2, by addition ofl4 one vial, buffer, ZAF 101-3, (temperature Z=into
reagent vial. Turn the reagent vial upside dowresa\times, at least 30 seconds, check that atidriaterial is
completely dissolved.

2. Thereagent is ready to use within 15 minutes freoonstitution. Within time range 1-3 hours from
reconstitution the reaction tubes containing 208gdgent should be placed in a refrigerator. Redgent
dispensed in reaction tubes, ZAF 101-7, 200uL gheBispensing is performed by pipetting 200puL ggireen
pipette, ZAF 101-5 and a connected yellow pipépteZAF 101-6. Tubes are sealed with blue stoppAF 101-
8. Store reagent in reaction tubes sealed by biympers in a refrigerator Reconstituted reagenbeastored
refrigerated (2-8°C) for three weeks, or maximum {@jpdays in room temperature (17-26°C).

3. In connection to analysis, place a suitable nurobegaction tubes containing reagent, in the aliuminplate
holes on the backside of the reader. Tubes shaufddzed for at least 15 minutes to reach temperatu
equilibration before use. To check correct statethe control ZAP.

Performing test:

1. Push button to activate the reader, ZAF 101-1. Reslumwvs the latest test results, running lot nunalper number
of tests left. Check that lot-numbers of reader @rdponents agree.

2. Push button, reader performs an “autocheck”. Itktie accepted the message “+200pL reagent” shavilseo
display. If check not is accepted this can be duermperature out of range, high background ligthdw
background light (occlusion of light beam).

3. Place areaction tube in measuring position- tatetached by a bayonet joint and wait until coamd is
finished. During that period reader check reageitéréa and looks for exaggerated turbidity or sparency. When
moving reaction tube from the aluminium block imt@asuring position, the tube should be held irstbpper.
Avoid touching the lower parts of the tube sincathmg from fingers could alter temperature equdtlam. If
reagent criteria are met, “10 pL sample & mix” Ras on the display. This message is necessaryntmaation of
analysis.

4. Place a pipette tip, ZAF 101-6, on the white pipeBAF 101-4. Secure the tip by a turning movemefiten
sample is sucked up in the tip, the air shouldeneoved first by pushing the pipette piston usirggtthumb. Place
pipette tip beneath the surface of the sample aokis up with a gentle movement of thumb. Do nispdse of tip
air content holding tip below sample surface. Dbomepeat pipette piston movements below sampleaserfThis
can result in incorrect volumes. When taking bléodn a fingertip, the pipette tip should be heidtslly angled
towards skin surface to avoid blocking the tip.

5. Wipe tip with a piece of adsorbing paper to remexeess of sample, avoid touching the opening afdipsing
removal of sample from tip.

6. Place pipette tip, containing 10 pL sample, jusbweeagent surface in the reaction tube whicHasex in the
measuring position of the reader. The start ofttbting reaction is automatically registered. Ripggette tip
immediately by moving pipette piston up and dowpragimately five (5) times. Continue directly mixiog
sample and reagent by rotating pipette tip in ieadtibe. Movements are registered by a detectution and
shown in percentage on the display. The minimunit lrihacceptance is 90%. When maximum time span of
mixing procedure is reached, Simple Simon demapifeette out” on the display. Empty pipette tip aathove it
from the reaction tube. The display shows “use comed operator puts the cover over the measurasitipn.

7. The display shows continuous INR calculations, peging in real time. Reader registers time wherintpt
occurs, that is the clotting time.

8. PT analysis is complete when clotting has occurBasblay shows “clot” simultaneously as a pictufelotting
action develops during eight (8) seconds. . Repdataxk staples indicate that coagulation reallydasurred. If
detector has recognized a correct clotting patters.accepted and “OK” shows. A clot picture lackstaples or
only having a few staples indicates that clot datads disturbed by something. Detector can naifiom clotting
pattern and shows “error” on the display.
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9. Display shows “remove cup”. Remove the reaction tlbgample is plasma, EVF<10%, “plasma INR” sholf/s.
sample is blood “native INR” shows first. Anotherspuwof button shows “cit INR” which is the INR of drate
anticoagulated blood sample.

10. Push button and EVF of the sample is shown. Therehatation of EVF is correct and precise enougadjoist
INR values. The EVF value is not intended for labomadiagnostic use.

11. Inactivate reader by pushing button down for twps@conds. Inactivation of reader can be perforatethy stage
of analysis. The inactivation is necessary beftagiag a new analysis. To minimize power consuoptreader
automatically inactivates if no activity is recoddeithin ten (10) minutes.

12. Make an estimate if the test result is reasondbiesult seem unexpectedly low or high or candgarded as
atypical for the patient or is outside therapelimnits, operator should repeat the test to sedwaeright test result
is delivered. Duplicate results that differ morarti0% should be checked.

13. Perform a “reality check”. The “reality check” mesato lift the reaction tube out of measuring positand inspect
whether content is liquid or solid. For examplesidder shows INR >8, lift reaction tube and inspésample is
solid, clotting has occurred, the result may beirect. Same procedure is recommended if INR<O.7Aestdesult
is expected to be in the therapeutic range. If $auisgdiquid, clotting has not occurred, the resndty be incorrect.
Repeat test to secure correct value.

Special considerations:
* To achieve correct test results, it is importaat lieagent and reader are temperature equilibrAtiedv
reagent equilibration for a minimum of 15 minuteéthvplaced reaction tubes in aluminium plate.
¢ Avoid touching reaction tubes with fingers.
« Athorough mix of sample and reagent is importartest results. Use the whole amount of time
dedicated to mixing.

LIMITATIONS
It is not possible to perform PT analyses outdigetémperature range 17-45°C. Avoid direct sunlight.

INTERPRETATION OF RESULTS
PT results are expressed in INR, International Nézed Ratio. INR is the quotient between sample amthal raised to

the ISI- value of the procedure (ref 1).

REFERENCE VALUES
Expected values.
Normal range; INR 0,92-1,20 (70-130%). Therapeite in thrombosis prophylax; INR 2-3 (15-25%),2ef

PRECISION
Simple Simor? PT determines PT with equal precision as methoed ashospital laboratories.

STANDARDIZATION

Simple Simoff PT is delivered precalibrated. The product is catid indirectly to authentic plasma samples amalygith
international reference method using referencenthaplastin RBT/05 at the coagulation laboratory éden. INR values
are checked on hospital laboratories calibrated &itandinavian calibrators delivered by EQUALISx{eEnal quality
assurance in laboratory medicine in Sweden). Céidrgprocedure follows recommendations issued irrtiieate of
analysis of calibrators and control materials id&hfor PT analysis (INR) according to Owren” (EQU&LVersion 2.0).

CONTROL MATERIALS

Control material t&imple Simof® PT may comprise of lyophilized control plasmas, paring plasmas or blood controls.
As an internal quality control Zafena recommendstitbe of Zafena Abnormal Plasma, ZAP, which islidet! in the
product. ZAP has INR values in within the therapetdinge.
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