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4\ ONE LAMBDA PRODUCT INSERT

A Thermo Fisher Scientific Brand

Lambda Monoclonal HLA Class | and Class |l Tissue Typing Trays

Catalog # LM144, LM144A, LM144B, 2LM72, LM172, LM272, LM372, LM720R, LMS96,
LMB2701, LMB2703, LMBL72, MDR160, MDR172, MDR272

For In Vitro Diagnostic Use.

For use in determining HLA Class | and Class Il cell surface antigens with a complement dependent
EIEl microlymphocytotoxic technique.

The HLA Class | and Class Il Lambda Monoclonal Typing (LMT ™) Trays contain a mixture of known monoclonal
reagent and rabbit complement which are used to determine the presence of HLA Class | or |l antigens on T and
B lymphocytes. Each well contains 1 microliter (1 pl) of a specific monoclonal and complement mixture, as well as
5 microliters (5 pl) of heavy mineral oil. Each tray contains a positive and negative control. The Class Il typing
trays also include an anti-B and anti-T lymphocyte monoclonal antibody.

Viable lymphocytes are incubated with a mixture of complement-binding monoclonal antibodies and complement.
If the lymphocytes express an antigen recognized by a specific antibody, the Fab portion of the antibody binds to
the antigen, forming an antigen-antibody complex. After these complexes have formed, the C1q and Ca++ from
the complement binds to the FC portion of the antibody. One IgM antibody is required to bind one molecule of

C1q or two IgG antibodies are required to bind one molecule of C1q. Binding of C1q initiates the complement
cascade, which leads to cell lysis with antigen antibody complexes. In a negative reaction, the lymphocytes
remain viable. In a positive reaction, the lymphocytes are dead.

A. ldentification

The HLA Class | or Class Il Lambda Monoclonal Typing Trays contain a mixture of anti-Class | or Class
Il monoclenal antibody and rabbit complement. Each well contains 1 ul of a specific monoclonal and
complement mixture and 5 pl of heavy mineral oil.

Note: Sources of monoclonal may be mouse or human.

B. Warning or Caution

1. For In Vitro Diagnostic Use

2. Warning: All blood products should be treated as potentially infectious. Source material from
which this product was derived was found negative when tested in accordance with current FDA
required tests. No known test method can offer assurance that products derived from human
blood will not transmit infectious agents.

3. Warning: Ethidium bromide is a known carcinogen. Handle with appropriate caution. Can be
harmful if absorbed through skin. Avoid splashing in eyes or on skin or clothing. Keep tightly
sealed. Wash thoroughly after handling.

4. Refer to the Safety Data Sheet for detailed information.

C. Preparing Reagents for Use
1. See "Directions for Use”.
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D. Storage Instructions
Store reagents at temperature indicated on package. Use before printed expiration date.

E. Purification or Treatment Required for Use
See "Directions for Use."

F. Instability Indications

Bacterial contamination and/or exposure to carbon dioxide will cause the sera to change pH. This
pH change is indicated by a change in color from pink to yellow. If such a change occurs, discard
trays.

Since viable lymphocytes are required for serolagical typing, blood should be received and processed
immediately following procurement. Lymphocyte yield decreases with time and extreme temperature. Blood
should be collected in acid citrate dextrose (ACD) or sodium heparin, stored horizontally at raom temperature
(20 - 25° C), and processed within 48 hours for maximum T and B lymphocyte yield.

A. Materials Provided

1. HLA Class | or Class Il typing tray(s), 60 or 72 well
2. Worksheets identifying the specificity of each monoclonal antibody

B. Materials Required, But Not Provided
1. Microsyringes
2. Insta-Seal™ (OLI Cat. # TIS250U) cover slides or glass slides and petrolatum (Vaseline™)
3. Stain and Fix reagents:
a. For dye exclusion testing: Eosin-Y (sodium base) and Formaldehyde, or Stain-Fix™ (OLI Cat. #
SF-500)
b. For fluorescence testing: FluoroQuench™ AQ/EB (OLI Cat. # FQAE-500), or FluoroQuench™ EB
(OLI Cat. # FQEB-500), or add 1 ml EB stock sclution to 9 ml hemoglobin or 1% ink (see Materials #s
4 - 7 below).
4. Hemoglobin Quench
a. From lyophilized bovine serum:
= Dissolve 10 gm hemoglobin in 100 ml 5% EDTA PBS. Add 1 ml of 1% Sodium Azide.
» Centrifuge for 45 minutes at 1000 g. Store supernatant at -20°C.
b. From whole red cells:
» Stock solution: Wash packed RBC 3 times with saline. Make a 70% hematocrit and freeze and
thaw. Ultracentrifuge for
45 minutes at 20,000 g. Dialyze 3 days against saline.
«  Working solution: Add 10ml 5% EDTA PBS. Add 1 ml 1% sodium azide to 89ml hemoglobin.
Store at -20° C.
5. 1% Ink Working Quench
a. Dissolve 1 gm Bovine Serum Albumin (BSA) in 10 ml 5% EDTA PBS.
b. To 9.8 ml BSA/5% EDTA/PBS add:
e 100 pl 1% Sodium Azide
e 100 pl Higgins Black Calligraphy Ink
6. 5% EDTA (disodium) PBS
a. Dissolve 5 gm EDTA in 90 m| PBS.
b. Adjust pH to 7.2 with 10 M NaOH.
c. Bring final volume to 100 ml with PBS.
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7. Ethidium Bromide (EB) Stock Solution: Dissolve 50 mg in 1 ml distilled water. Add 49 ml PBS. Heat in
water bath at 56° C for
30 minutes. Store at -20° C.

8. Carboxyfluorescein Diacetate (CFDA)

a.

b.

Stock solution: Dissolve 10 mg CFDA in 1 ml acetone in a glass tube. Store at-20° C in Beckman
tubes.

Working solution: Use either of the following:

e Prepared in PBS at pH 7.2: Add 30 pl CFDA stock solution to 5 ml PBS (pH 7.2). Store at 2- 5° C
for up to 1 week.

e Prepared in PBS at pH 5.5: Add 30 pl CFDA stock solution to 5 ml PBS (pH 5.5). Store at 2 - 5°
C for up to 1 week.

C. Directions for Use

Nofe:

For lymphocyte isolation methods, refer to the ASHI Laboratory Procedure Manual’ or the

product insert for One Lambda FluoroBeads® or LymphoKwik® for lymphocyte isolation

methods.

A. Testing

i

;AW

Thaw trays at room temperature (20 - 25°C) for 15 minutes, and use within 1 hour of thawing.

Caution: Do not refreeze.

To each well, add 1 ul of a 2 X 10° cells/ml suspension of either T or B lymphocytes to the Class | tray

or B lymphocytes to the Class Il tray. For fluorescence testing using CFDA, see part “B” below.

Mix the microdroplets together using an electrostatic mixer or a wire.

Incubate the trays at room temperature (20 - 25° C) for 1 hour.

After incubation, stain and fix the cells;

a. For dye exclusion testing, add to each well:

(1) 5 pl of eosin dye, followed 2 minutes later by 5 pl per well of formaldehyde, or
(2) 10 pl of Stain-Fix™ (OLI Cat. # SF-500),

b. For fluorescence testing, add 5 pl of FluoroQuench™ AQ/EB (OLI Cat. # FQAE-500). For CFDA
Testing (part “B” below), add 5 pl of FluoroQuench™ EB (OLI Cat. # FQEB-500) to each well, or
add 50 pl Ethidium Bromide per ml of hemoglobin quench or 1% ink quench. Add 5 il per well.

Cover the trays with Terasaki Insta-Seal™ (OLI Cat. # TIS250U). If a glass slide is used instead, seal

with melted petrolatum. Let trays stand at 20 - 25°C for 15 minutes to allow lymphocytes to settle.

Dye exclusion trays may be stored at 2 - 5°C for up to 2 weeks. Fluorescent trays may be stored at 2

- 5°C in the dark for up to 2 days. Trays covered with Terasaki Insta-Seal™ cover slides must be read

the same day they are prepared for testing.

B. Fluorescence: CFDA Labeling of Lymphocyte Preparation
1.

A. Data Acquisition

Incubate lymphocytes in 500 ul CFDA pH 7.2 at 37° C for 15 minutes or CFDA pH 5.5 for 5 minutes
at 20 - 25° C. For lymphocytes isolated with magnetic beads, incubate in 500 pl CFDA pH5.5 at 20 -
25° C for 10 minutes.

Centrifuge for 1 minute at 1000 g. Remove supernatant. For lymphocytes isolated with magnetic
beads, place on magnet for 1 minute. Remove supernatant.

Resuspend in PBS.

Repeat Steps 2 and 3 twice.

Resuspend cells in McCoy's with 0.5% FCS, and adjust the cells to a concentration of 2 x 10°
cells/ml. Protect from light.

Follow Steps 2 - 6 of “Testing” above.

1. Cell death will occur in any test well where the HLA cell surface antigen is recognized by its matched anti-
HLA antibody. When dye exclusion is used, negative (live) lymphocytes appear small, bright, and
refractile. Positive {(dead) lymphocytes appear dark and non-refractile with eosin dye. The reactions are
scored by estimating the percentage of cell death.
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B. Data Analysis

1. For fluorescence testing using carboxyfluorescein diacetate (CFDA) or Acridine Orange (AQ), the
negative (live) lymphocytes appear green. Using Ethidium Bromide (EB) or Propidium lodide (PI), the
positive (dead) lymphocytes appear red.

EDURE

e Cellisolation difficulties and contamination of the lymphocyte preparation with red cells, yeast, monaocytes,
platelets or granulocytes may cause erroneous results. Additionally, erroneous results may accur when cell
concentrations are above or below the acceptable level. Bacterial contamination or change in pH of the
monoclonal reagents may cause false negative reactions. Certain HLA antigens often exhibit weak
specificities. These are called cross-reacting antigens and are detailed by antigens and antibodies from each
tray in the enclosed reaction pattern guide sheet.

« On Class Il typing trays, the anti-B lymphocyte control must be positive in arder to validate that the cell
preparation is B lymphocyte-enriched. If this control is less than a reaction score of 6, the test is not valid.

EXPECTED VALUE

Microscopic Evaluation Of Tests

The reactions are scored by estimating the percentage of cell death. If the negative control contains dead
lymphacytes, the percentage of cell death in the remaining wells have to be adjusted accordingly.

The ASHI reading standard is shown in the following table:

Score Cell Death Interpretation
1 0-10% Negative
2 11-20% Doubtful negative
4 21-50% Weak positive
6 51-80% Positive
8 81-100% Strong positive
0 Not readable

The phenotype frequencies for HLA Class | and Class Il will vary among different populations (i.e., Caucasians,
American Blacks, Orientals, etc.).*

S

A. Potency and Specificity

Test reagents have been precisely characterized by separate sequential serological screenings. Reference
panels of frozen lymphocyte samples are used in two separate screenings.

Two thirds of all reagents selected are strong with clearly defined specific HLA reactivity (with 70% Strength
Index), allowing no more than 10% false positive and 15% false negative reactions. The remaining one third
of the reagents do not meet this criteria, but are investigatively useful when used to support other well-defined
antibodies. Multispecific antibodies are used only if no monospecific antibodies are available for a particular
specificity. Multispecific antibodies were chosen with the same performance characteristics for all specificities
as the monospecific antibodies. Screening against a panel of freshly prepared lymphocytes is used to confirm
and validate serum strength and specificity. Analysis is performed using computing techniques of the Eighth
International Histocampatibility Workshop in 1980.*
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B. Negative Control
The negative control antiserum is from a healthy male of blood type AB, which has no cytotoxic reactivity in
tests with random lymphocyte donors. This control is used to determine lymphocyte viability.

C. Positive Control
The positive control is a monoclonal antibody and is strongly cytotoxic to human lymphocytes. This controlis
used to determine complement activity.

D. Anti-B Lymphocyte Control
The anti-B lymphocyte control is a monoclonal antibody and is strongly cytotoxic to B lymphocytes and non-
reactive against platelets, monocytes, and red blood cells. This control is used to determine the purity of B
lymphocytes.

1. Terasak| PI Bernoco F Park MS, Ozturk G, and Iwaki Y. M|crodroplet testing for HLA A, B, C and D antigens.
Am J. Clin Pathol 69: 103-120, 1978

2. Danilovs J, Terasaki Pl, Park MS, Ayoub G. B lymphocyte isolation by thrombin nylon wool. In
Histocompatibility Testing. Terasaki Pl, Ed., UCLA Tissue Typing Laboratory, Los Angeles, CA 287-288,
1980.

3. ASHI Laboratory Manual, 2nd ed. Edited by Zachary, Andrea A. and Teresi, Gary, p. 199, 1990.

4. Terasaki Pl, Ed. Hlstocompatlblllty Testlng Los Angeles, CA, 1980.

5. Nikaein A, E|:l ASHI Procedure Manual, 3" Edition, ASHI, Lenexa, KS.

™ Insta-Seal, FIuoroQuench Lambda Monoclonal Trays (LMT) and Stain-Fix are trademarks of One Lambda,
Inc.
® FluoroBeads and LymphoKwik are registered trademarks of One Lambda, Inc.

' [ReF] | Catalog number

In vitro dlagnostlc medical device

Consult instructions for use

| Biological risks

Temperature limitation

A { Caution, consult accompanying documents
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LAMBDA MONOKLONINIO HLA I IR Il KLASES AUDINIY TIPAVIMO PLOKSTELES

Katalogo Nr. LM144, LM144A, LM144B, 2LM72, LM172, LM272, LM372, LM720R, LM96, LMB2701,
LMB2703, LMBL72, MDR160, MDR172, MDR272
Diagnostikai in vitro.

PASKIRT N S .- .
Skirtos naudoti nustatant HLA | ir || klasés lastelés pavir$iaus antigenus, taikant nuo komplemento
priklausoma mikrolimfocitotoksinj metoda.

 PAAISKINIMA

HLA 1 ir Il klasés Lambda monokloninio tipavimo (LMT") plokstelése yra Zinomo monokloninio reagento ir triugio
komplemento miinio, kuris yra naudojamas nustatyti HLA | ir Il klasés antikiiny buvima ant T ir B limfocity,
Kiekviename Sulinglyje yra 1 mikrolitras (1 pl) specifinio monckloninio ir komplemento miginio, o taip pat 5
mikrolitrai (5 pl) beveik nelakaus mineralinio aliejaus. Kiekvienos plokstés sudétyje yra teigiama ir neigiama
kontrole. Il klasés tipavimo plokstelése taip pat yra anti-B ir anti-T limfocity monokloniniy antikiny.

Gyvybingi limfocitai yra inkubuojamii su komplementu fiksuoty monokloniniy antikny ir komplemento misinyje.
Jei limfocitai ekspresuoja antigena, atpazjstama pagal specifinj antikling, Fab antikino dalis fiksuojasi prie
antigeno, sudarydama antigeno-antikiino kompleksa. Po to, kai susiformuoja Sie kompleksai, komplemento C1q
ir Ca"" fiksuojasi prie FC antikiino dalies. Vienas IgM antikiinas turi fiksuoti vieng C1q molekule arba du IgG
antikdnai turi fiksuoti vieng C1q molekule. C1q fiksavimas pradeda komplementy kaskada, kuri sukelia lasteliy su
antigeny-antikiny kompleksais lize. Kai reakcija neigiama, limfocitai iSlieka gyvybingi. Kai reakcija teigiama,
limfocitai yra Zuve.

A. ldentifikacija

ZLA lir Il Klasés ,Lambda“ monokloninio tipavimo plokstelése yra anti-I ar Il klasés monokloniniy
antikiiny ir triudio komplemento misinio. Kiekviename $ulinélyje yra 1 pl specifinio monokloninio ir
komplemento misinio ir 5 pl beveik nelakaus mineralinio aliejaus.

Pastaba: Monokloniniai antik@nai gali boti gaunami i§ pelés ar Zmogaus organizmo.

B. Perspéjimas arba jspéjimas
1. Diagnostikai in vitro

2. |spéjimas: Visi kraujo produktai turi biti laikomi potencialiai uzkre€iamais. Atlikus FDA Siuo
metu reikalaujamus atlikti testus pradinei medziagai, i8 kurios buvo gautas Sis preparatas, testy
rezultatai buvo neigiami. Néra jokiy Zinomy testy metody, visigkai uztikrinan&iy, kad produktai,
paruo&ti naudojant Zmogaus krauja, neperne$ uzkregiamy agenty.

3. |spéjimas: EtidZio bromidas yra Zinomas karcinogenas. Naudokite taikydami atitinkamas
saugos priemones. Gali biti Zalingas, jei jsiskverbia j odg. Stenkités, kad nepatekty j akis ar
neuztiksty ant odos ar drabuziy. Laikyti sandariai uZzdaryta. Po naudojimo kruop&giai nuplauti.

4. I8samig informacijg galite rasti saugos duomeny lape.

MW OIS
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@ C. Reagenty paruodimas naudoti
1. Zr, ,Naudojimo nurodymai'.

D. Laikymo instrukcijos
Laikykite reagentus ant pakuotés nurodytoje temperatiiroje. Sunaudoti iki atspausdinto galiojmo
termino.
E. Gryninimas arba apdorojimas, reikalingi naudojimui
Zr. skyriy ,Naudojimo nurodymai*.
F. Nestabilumo poZymiai

Dél bakterinio uZter&imo ir (arba) anglies dioksido poveikio serumai pakeis pH. Sj pH pokytj rodo i§
rausvos i geltong pasikeitusi spalva. Jei jvyksta toks pasikeitimas, iSmeskite ploksteles.

» Netaikoma.

MEGINIJ EMIMAS IR PARUOSIMA

Kadangi gyvybingi limfocitai yra reikalingi serologiniam tipavimui, gautas kraujas turi biti apdorotas nedelsiant,
ikart po gavimo. Limfocity kiekis maZéja su laiku ir veikiant ekstremalioms temperatiiroms, Kraujas turéty bti
paimamas, apdorojant rigsties citrato dekstrozeés tirpalu (ACD) arba natrio heparinu, laikomas horizantalioje
padétyje kambario temperatiiroje (20 - 25° C) ir analizucjamas 48 valanduy laikotarpiu, siekiant panaudoti
didZiausig T ir B limfocity kiekj.

A. Pridedamos medZiagos
1. HLA lir Il klasés tipavimo plokstelé (-s), 60 ar 72 Sulinéliy
2. Darho lapai, kuriuose nurodytas kiekvieno monokloninio antikiino specifiSkumas.

B. Reikalingos medziagos, kuriy néra pakuotéje
1. Mikro8virkstai
2. Insta-Seal™ (OLI Kat. Nr. TIS250U) dengiamieji objektiniai stiklelaiiar stikliniai objektiniai ir petrolatas
(Vaseline'™)
3. Dazymo ir fiksavimo reagentai:

a. Dazy i§skyrimo tirti: Eozinas Y (natrio pagrindu) ir formaldehidas arba Stain-Fix™ (,OLI“ Kat. Nr.
SF-500)

b. Fluorescencijai tirti: FluoroQuench™ AO/EB (OLI Kat. Nr. FQAE-500) ar FluoroQuench™ EB (OLI
Kat. Nr. FQEB-500) arba pridékite 1 ml EB pradinio tirpalo | 9 ml hemaglabino ar 1% dazy (Zr,
medzZiagy Nr. 4 - 7 Zemiau).

4. AtSaldytas hemoglobinas

a. I8 liofilizuoto jauéio serumo:

« |8tirpinkite 10 gm hemoglobino 100 ml 5% EDTA PBS. |pilkite 1 ml 1% natrio azido.

e Centrifuguokite 45 minutes 1000 g. Laikykite supematantg -20°C temperatdroje.

b. I8 stabilizuoty raudonyjy kraujo kiineliy:

» Pradinis tirpalas: supakuotus eritrocitus praplaukite 3 kartus fiziologiniu tirpalu. Paruo%kite 70%
hematokrita ir susaldykite ir atSildykite. Centrifuguokite 45 minutes, esant 20000 g. Dializuokite 3
dienas, naudodami fiziologinj tirpals.

¢ Darbinis tirpalas: jpilkite 10ml 5% EDTA PBS. |pilkite 1 ml 1% natrio azido j 89ml hemoglobino.
Laikykite -20° C temperatilroje.

5. 1% daZy darbinis gridintas skystis

a. |3tirpdykite 1 g jaudio serumo albumino (BSA) 10 ml 5% EDTA PBS.

b. |9,8 ml BSA/5% EDTA/PBS jpilkite:

» 100 pl 1% natrio azido.

» 100 p1 ,Higgins® juodo kaligrafijos rasalo
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6. 5% EDTA (dinatrio) PBS
a. |&tirpdykite 5 g EDTA 80 ml PBS.
b. pH pakoreguokite iki 7,2 su M NaOH.
c. Paruoskite galutinj turj iki 100 ml su PBS.
7. EtidZio bromido (EB) pradinis tirpalas: istirpinkite 50 mg 1 ml distiliuoto vandens. Pridékite 49 ml PBS,
Pakaitinkite vandens vaneléje esant 56° C temperatiiroje 30 minuciy. Laikykite -20° C temperatdroje.
8. Karboksifluoresceino diacetatas (CFDA)

a. Pradinis tirpalas: i&tirpinkite 10 mg CFDA 1 ml acetono stikliniame megintuvelyje. Laikykite -20° C
temperatiroje Bekmano mégintuvéliuose.
b. Darbinis tirpalas: naudokite vieng i Siy:
¢ Paruostg PBS esant pH 7,2: pridékite 30 pyl CFDA pradinio tirpalo j 5§ ml PBS (pH 7,2). Lakykite 2
- 5° C temperatiroje ne ilgiau nei 1 savaite.
e Paruosta PBS esant pH 5,5: pridekite 30 ul CFDA pradinio tirpalo j 5 ml PBS (pH 5,5). Laikykite 2
- 5° C temperatdroje ne ilgiau nei 1 savaite.

C. Naudojimo nurodymai
Pastaba:Informacijos apie limfocity izoliacijos metodus, ieskokite *“ ASHI Laboratory Procedure

Manual” ("ASHI Laboratoriniy tyrimy metodikos vadove”) ° arba produkto informaciniame
lapelyje apie “One Lambda” FluoroBeads® ar LymphoKwik® dél limfocity atskyrimo metody.

A. Testavimas

1.

oLl

AtSildykite padéklus kambario temperatlroje (20 - 25°C) 15 minuéiy ir naudokite per1 valanda po
at8ildymo.
Deémesio! NeuZ3aldykite dar kartg.

| kiekvieng Sulinglj jpilkite 1 pl 2 X 10° Igsteliy/ml arba T ar B limfocity suspensijos j | klasés plokstele,

arba B limfocitus j |l klasés plokStele. Apie fluorescencinj testavimg naudojant CFDA, Zilrekite apa&ioje

,B" dalj.

Sumaisykite mikroladelius kartu, naudodami elektrostatinj maisiklj arba laida.

Inkubuokite ploksteles kambario temperatiiroje (20 - 25° C) 1 valanda.

Po inkubavino nudaZykite ir uzfiksuokite lasteles.

a. Da2y atskyrimo testui j kiekvieng Sulinelj jpilkite:
¢ 5yl eozino dazy, po 2 minugiy 5 pl formaldehido j kiekvieng Sulinélj arba
e 10 pl Stain-Fix™ (OLI Kat. Nr. SF-500).

b. Fluorescenciniam testavimui jpilkite 5 pl FlueroQuench™ AQO/EB (OLI Kat. Nr. FQAE-500). CFDA
testavimui (“B” dalis Zemiau), jpilkite 5 pl FluoroQuench™ EB (OLI Kat. Nr. FQEB-500) j kiekvieng
Sulinelj arba jpilkite 50 pl etidZio bromido vienam ml Saldyto hemaglobino ar 1% griidinty dazy. )pilkite
5 pl j kiekvieng Sulinélj.

UZdenkite plok3teles Terasaki Insta-Seal™ (OLI Kat. Nr. TIS250U). Jeigu vietoj to naudojama stiklo

skaidre, izoliuokite, naudodami itirpintu petrolatu. Palaikykite plok&teles (20 - 25° C) 15 minugéiy, kad

leistumete limfocitams nusistoveti. Dazy atskyrimo plokstelés gali bati laikomos 2 - 5° C temperatiiroje iki

2 savaitiy. Fluorescentines plok&telés gali bati laikomos 2 - 5° C temperatiroje tamsoje iki 2 dieny.

Ploksteles, uzdengtos Terasaki Insta-Seal™ dengiamaisiais stiklelaiis, turi bati nuskaitomos tg patig

diena, kai jos paruosiamos testuoti.

B. Fluorescencija: limfocity paruo&imo CFDA Zyméjimas

1.

oW

Inkubuokite limfocitus 500 pl CFDA pH 7,2 esant 37° C temperatiirai 15 minudiy arba CFDA pH 55 5
minutes esant 20 - 25° C temperatirai. Limfocitams, izoliuotiems magnetinémis granulémis, inkubuokite
500 pl CFDA pH 5,5 esant 20 - 25° C temperatdrai 10 minugiy.

Centrifuguokite 1 minute 1000 g. Padalinkite supernatanta. Limfocitus, izoliuotus magnetinémis
granulemis, uzdekite ant magneto 1 minute. Pasalinkite supernatanta.

Resuspenduokite j PBS.

Pakartokite dukart 2 ir 3 Zingsnius.

Resuspenduokite Igsteles Mak-Kojaus (McCoy's) mégintuvéliuose su 0,5% FCS, ir pritaikykite lasteles 2 x
10° lgsteliy/ml koncentracijai. Saugokite nuo sviesos.

Vadovaukités aukséiau pateikto , Testavimo® skyriaus 2—6 Zingsniais.
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Al

Duomeny gavimas

1. Lasteles gali Z0ti bet kuriame teste, kur HLA lastelés pavirsiaus antigenas yra atpazjstamas pagal jam
prilygstantj anti-HLA antikiing. Kai naudojamas dazy pasalinimas, neigiami (gyvybingi) limfocitai atrodo
mazi, Sviesus ir l02tantys (refraktilds). Teigiami (negyvi) limfocitai atrodo tamsis ir nerefraktidki su eozino
daZais. Reakcijy rezultatai jvertinami pagal Zuvusiy lasteliy procenta.

B. Duomeny analizé

1. Fluorescenciniam testavimui naudojant karboksifluoresceino diacetatg (CFDA) ar akridino oranza (AQ),
neigiami (gyvybingi) limfocitai atrodo Zali. Naudojant etidZio bromida (EB) ar propidiumo jodida (PI),
teigiami (negyvi) limfocitai atrodo raudoni.

¢ Sunkumai izoliuojant lasteles ir limfocity uZter§imas eritrocitais, juos ruosiant, mielés, monocitai,
trombocitai ar granulocitai gali bati klaidingy rezultaty prieZastis. Be to, klaidingi rezultatai gali biti gauti,
kai Igsteliy koncentracijos yra vir$ ar Zemiau leistiny riby. Bakterinis uzterSimas ar monokloniniy reagenty
pH pokytis gali lemti klaidingas neigiamas reakcijas. Tam tikri HLA antigenai daZnai rodo silpnus
specifiSkumus. Jie yra vadinami kryZmigkai reaguojanciais antigenais ir yra detalizuojami antigenais ir
antikinais i§ kiekvienos plok&telés pagal pridedama reakcijy modeliy informacinj lapa.

» |l klasés tipavimo plokstelese anti-B limfocity kontrolé turi biti teigiama, kad bty patvirtinta, kad
paruoétos Igstelés yra prisodrintos B limfocity. Jei §i kontrolé yra Zemesné nei reakcijos rezultatas 6,
testas nera galiojantis.

Mikroskopinis testy jvertinimas
Reakeijy rezultatai jvertinami pagal Zuvusiy lasteliy procents. Jei neigiamoje kontroléje yra zuvusiy limfocity,
negyvy lgsteliy likusiuose Sulingliuose procentas turi bati atitinkamai pakoreguotas.

ASHI rodmeny standartai yra parodyti Sioje lenteléje:

Rezultatas Zuvusiy lasteliu Interpretavimas
1 0-10% Neigiamas
2 11-20% Abejotinas neigiamas
4 21-50% Silpnas teigiamas
6 51-80% Teigiamas
8 81-100% Stiprus teigiamas
0 Nenuskaitoma

Fenotipy daZnumai HLA | ir |l klasei skirsis palyginus skirtingas populiacijas (t.y. baltyjy rasés Amerikos
juodaodziy, Ryty Azijos, ir t.t.).

SPECIFINES EKSPLOATACINES SAVYBES

A. Pajégumas ir specifiSkumas
Testo reagentai buvo tiksliai charakterizuoti pagal atskirus nuoseklius serologinius skriningus. Standartinés
sualdyty limfocity méginiy panelés yra naudojami dviejose atskirose patikrose.

Du tre¢daliai visy atrinkty reagenty yra stipris su aiskiai idreikstu specifiniu HLA reaktyvumu (su 70%
stiprumo indeksu), leidZiant ne daugiau nei 10% klaidingy teigiamuy ir 15% klaidingy neigiamy reakcijy. Likes
vienas trecdalis reagenty neatitinka $iy kriterijy, bet yra naudingi tyrimo at2vilgiu, naudojant pagristi kitus
aiskiai iSreikStus antikinus. Multispecifiniai antikinai yra naudojami tik kai néra monospecifiniy antikiiny tam
tikram specifiSkumui nustatyti. Multispecifiniai antikfinai yra iSrenkami tomis paciomis savybémis visiems
specifiskumams Kkaip ir monospecifiniai antikiinai, Patikra palyginus su 3vieZiai paruo3ty limfocity paneliu, yra
naudojama patvirtinti ir jteisinti serumo stiprima ir specifiSkuma. Analizé yra atliekama naudojant astuntojo
tarptautinio audiniy suderinamumo seminaro 1980 m. (Eighth Intemational Histocompatibility Workshop)
kompiuterinius metodus.
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B. Neigiama kontrolé
Neigiamos kontrolés antiserumas yra gautas i§ sveiko vyro organizmo, turingio AB kraujo grupe, kuris neturi
citotoksinio reaktyvumo testuose su laisvai parinktais limfocity donorais. Si kontrolé yra atliekama nustatyti
limfocity gyvybiskuma.

C. Teigiama kontrolé
Teigiama kontralé yra monokloninis antikiinas ir yra stipriai citotoksi&kas 2mogaus limfocitams, Si kontrolé yra
atliekama nustatyti komplementy gyvybiskuma.

D. Anti-B limfocity kontrolé
Anti-B limfocity kontrole yra monokloninis antik@inas ir yra stipriai citotoksi$kas B limfocitams ir nereaguojantis
prie$ trombocitus, monocitus ir eritrocitus. Si kontrolé yra naudojama nustatyti B limfocity grynuma.
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2. Danilovs J, Terasaki Pl, Park MS, Ayoub G. B lymphacyte isolation by thrombin nylon wool. In
Histocompatibility Testing. Terasaki P, Ed., UCLA Tissue Typing Laboratory, Los Angeles, CA 287-288,
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4. Terasaki Pl, Ed., Histocompatibility Testing. Los Angeles, CA, 1980,
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Zenklai.
® ,FluoroBeads" ir ,LymphoKwik" yra registruoti ,One Lambda, Inc.” prekés Zenklai.

|GLIOTASI STOVAS EUROPOJE

MDSS GmbH, Schiffgraben 41, D-30175, Hanoveris, Vokietija
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ISKINIM,

Katalogo numeris

| In virto diagnostinis medicininis prietaisas

Zr. naudojimo instrukcijas

Démesio! Zr. pridétus dokumentus

Biologinis pavojus

| Temperatdros ribos

| Medicininés kokybés CE Zenklas

|galiotasis atstovas Europos Bendrijoje

PADARYTI PATAISYMAI

2005/09

Pasalinkite katalogo identifikatorius: SMT144 A/B, SMT1A72, SMT1B72, SMT372,
SMT72R, SMT96. Atnaujintas “"One Lambda” logotipas virSutinése puslapiy

7 SRS antrastése. Atnaujintas jgaliotojo atstovo Europaje adresas ir dokumento
identifikatorius apatinéje antrasteje.
8 2014/02 Pasalinti katalogo ID: SMDR72, SMBL72. Pridéti prekés Zenkly ir simboliy

paaiskinimy skyriai. Koreguotas i§déstymas.
9 2016/04 | Pridéta 2LM72 ir perkelta j Siuolaikinj Pl $ablona.

C€oior
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&)\ ONE LAMBDA, INC.

21001 Kittridge Street, Canoga Park, CA 91303—2801 Tel 818] 702-0042 Fax: (818 702-690-4 www.onelambda.com

FLUOROBEADS®-B AND PHOSPHATE BUFFERED SALINE (PBS)/CITRATE REAGENT
Catalog # FB2-25, FB2-100, PC1-500

For In Vitro Diagnostic Use.

INTENDED USE

FluoroBeads®-B provide a simple procedure for the isolation of B l)mphocy[es for use in HLA Class II typing assays using
fluorescent dyes. PBS/Citrate is a reagent for use in the FluoroBeads®-B isolation method.

SUMMARY AND EXPLANATION

FluoroBeads®-B are immunomagnetic beads that are less than 1 micron in diameter. Anti-CD19 monoclonal antibodies are
coupled to the bead surface. CD19 antibodies specifically bind to B lymphocytes. FluoroBeads®-B offer the user a quick
method of separating B lymphocytes from blood with the use of a collector magnet. The FluoroBeads®-B method requires no
cold incubations, rotations, or centrifugations. PBS8/Citrate enhances the performance of the beads.

PRINCIPLE(S)

Immunomagnetic beads are superparamagnetic particles with monoclonal antibodies coupled to their surface. The beads can
be collected using a magnetic field. When the magnetic field is removed, the beads do not retain any residual magnetism.
They can be repeatedly magnetized and redispersed. The specificity of the coupled monoclonal antibody determines the type
of cell collected,

REAGENTS

A. Identification avoid deposits in plumbing where explosive
FluoroBeads®-B are superparamagnetic particles conditions may develop.
coupled to anti-CD 19 monoclonal antibody and 3. CAUTION: Do not use lithium heparin as an
suspended in BSA/PBS with NaN; as a preservative. anticoagulant for your blood sample.
The monoclonal antibody is of murine origin. The 4. Refer to the Material Safety Data Sheet for
PBS/Citrate reagent contains citric acid, Na; citrate, detailed information.

PBS, and other proprietary ingredients.
C. Instructions for Use
B. Warning or Caution See DIRECTIONS FOR USE on page 3.
1. WARNING: All blood products should be /H/
treated as potentially infectious. Source material D. Storage Instructions
from which this product was derived was found Store reagents at temperature indicated on package.
negative when tested in accordance with current Use before printed expiration date.

FDA required tests. No known test method can . . .
offer assurance that products derived from %y, Pweiientinneor T pentment Required for-tUse

human blood will not transmit infectious agents. Resuspend FhasrBeads "-B.thofoughly beforeaise by

2. WARNING: This reagent contains 0.01% vortexing approximately 10 seconds.
sodium azide, which under acidic conditions F
yields hydrazonic acid, an extremely toxic )
compound. Reagents containing sodium azide
should be diluted in running water prior to being
discarded. These conditions are recommended to

Instability Indications

Do not use if the beads arc clumped. Severe
clumping of beads may indicate deterioration of the
product,

SPECIMEN COLLECTION AND PREPARATION

Approximately 10 ml of whole bloed should be drawn. The preferred anticoagulant is ACD or CPDA. Do not use lithium
heparin! B cells should be isolated within 24 hours to achieve the highest yield. However, blood up to 3-days-old can be
used. Store blood specimen horizontally at room temperature (20 to 25° C) until beginning the isolation procedure.

PROCEDURE

A. Materials Provided Materials Required, But Not Provided
1. FluoroBeads®-B 1. Class II tissue typing trays (One Lambda or
2. Instructions for cell isolation and testing equivalent)
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2.

-
I

i

e

5 ml and 1.5 ml plastic or glass centrifuge tubes

with caps

Phosphate Buffered Saline (PBS) without Ca*™"

and Mg"" salts (i.e., Irvine Scientific Cat,

#9249)

MecCoy’s medium or equivalent with 5%

HIFCS

Magnetic Separator (One Lambda or equivalent)

Aspirator or disposable pipettes

PBS/Citrate Reagent

a. OLI Cat. #PC1-500

b. PBS/Citrate Reagent

1) Stock Solution (10X Citrate): Dissolve
7 gm Trisodium Citrate Dihydrate and
2.5 gm Citric Acid in 90 ml distilled
water. Bring final volume to 100 ml.
Filter, sterilize, and store at 2° to 5° C.
2) Working Solution (1X PBS/Citrate):

Add 10 ml of 10X Citrate to 90 ml of
PBS. Filter, sterilize, and store at 2° to
SME

8) Heat-Inactivated Fetal Calf Serum (HIFCS)

a. Stock solution: Heat FCS al 56° C for 30
minutes to inactivate complement. Store at
2°to 5° C or aliquot and freeze at-20° C,

b.  Working solution: Add 5 ml HIFCS stock
solution to 95 ml of McCoy’s medium or
equivalent.

B. Optional Materials, Not Provided

1.
2

3.

Ficoll-Hypaque

Percoll

a. Stock solution (Percoll-X): Combine 1 part
of 10X PBS and 9 parts of Percoll [Density
(D)= 1.077].

b. Working solution (50% Percoll): Combine
equal parts of Percoll-X and PBS.

Stain/Quench Reagents

a. Acridine Orange/Ethidium Bromide
FluoroQuench™ (OLI Cat. #FQAES500), or

DIRECTIONS FOR USE

b. Ethidium Bromide FluoroQuench™ (OLI
Cat. #FQEB500), or

¢. Add 1 ml EB stock solution to 9 ml
hemoglobin or 1% ink (See Materials #12-
16)

CAUTION: Sodium Azide is toxic. Always wear

protective equipment when handling Sodium Azide.

4, Hemoglobin: Dissolve 10 gm lyophilized
hemoglobin in 90 ml 5% EDTA/PBS. Bring
volume to 99 ml. Add 1 ml of 1% Sodium Azide.
Centrifuge at 1000 g for 45 minutes. Store
supernatant at -20° C.

5. [Ink: Dissolve 1 gm bovine serum albumin (BSA)
in 10 ml 5% EDTA/PBS. Add 0.1 ml 1% Sodium
Azide and 0.1 ml Higgins Black Calligraphy Ink.

6. 1% Sodium Azide: Dissolve 1 gm sodium azide
in 100 ml PBS.

7. 5% Disodium Ethylenediamine-Tetraacetic Acid
(EDTA)/PBS: Add 5 gm EDTA to 90 ml PBS,
Adjust pH to 7.2 with 10 M NaOH to dissolve
EDTA. Bring volume to 100 m] with PBS.

8. Ethidium Bromide (stock solution): Dissolve 50
mg in 1 ml distilled water. Add 49 ml PBS. Heat
in water bath to 56° C for 30 minutes. Aliquot
and freeze at =20° C.

9. Carboxyfluorescein Diacetate {CFDA)

a. Stock CFDA solution: In a glass tube,
dissolve 10 mg CFDA in 1 ml acetone. Store
at -20° C. Store in the dark.

b. Working solution. Use either of the
following:

*  Prepared in PBS at pll 7.2: Add 30 pl
stock CFDA solution to 5 ml PBS (pH
7.2). Store at 2 to 5° C for up to one
week.

e  Prepared in PBS at pH 5.5: Add 30 pl
stock CFDA solution to 5 ml PBS (pH
5.5). Store at 2 to 5° C for up to one
week.

Step-by-step procedure.
See DIRECTIONS FOR USE below.

TSOLATION TECHNIQUES

A. Isolation from Buffy Coat

1.

2:

n

Centrifuge whole blood at 400 to 900 g for 10
minutes.

Transfer approximately 1 ml of buffy coat to a 3
ml tube.

Add 4 ml PBS/Citrate.

Resuspend FluoroBeads®-B thoroughly before
use. Vortex approximately 10 seconds.

Add 100 pl FluoroBeads®-B to blood sample.
Immediately cap tube and invert 2 to 3 times to
disperse magnetic beads.

Rotate tube once per second for 3 minutes at 20°
to 25° C to allow the beads to bind B cells. Do

FB-BPBS-PI-EN-00, Rev. 11

not exceed 4 minutes. Use an end-over-end
rotating device or hand mix.

7. Uncap and place tube in magnetic separator for 2
minutes. Do not exceed 3 minutes.

8. Remove and discard supernatant with a
disposable pipette. Remove tube from magnet,

9. Resuspend cells (beads) with 1 to 2 ml
PBS/citrate. Gently tlick tube to disperse beads.
Replace tube in magnetic separator for | minute.
Remove and discard supernatant. Repeat twice
using PBS only.

10. Proceed to the “Labeling and cell Concentrations
Procedures™ (below). or resuspend cells (beads)
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in 0.5 ml of McCoy’s medium or equivalent
medium with 5% HIFCS.

B. Isolation from Ficoll Interface

L.

LN

9.

10.

11,

12,

1.

o (%]

o

Centrifuge citrated or heparinized blood for 10
minutes at 400 to 900 g.

Collect buffy coat and dilute with an equal
volume of PBS, Mix well.

Layer a maximum of 2 ml buffy coat/PBS
mixture over 1.5 ml of Ficoll-Hypaque [Density
(D)= 1.077] in 5 ml tubes and centrifuge for 10
minutes at 1,000 g.

Collect approximately 1 m! of interface from
cach tube and transfer into centrifuge tubes.
Centrifuge for 1.5 minutes at 3,000 g or 10
minutes at 1,000 g.

Discard the supernatant and resuspend pellet in
PBS. Centrifuge for 5 minutes at 1000 g
(removes the majority of platelets).

Discard supernatant with disposable pipette.
Resuspend pellet in 1 ml of 20% HIFCS/PBS.
Dispense 100 pul FluoroBeads®-B to sample tube
and cap the tube.

Rotate sample once per second for 3 minutes at
20° 10 25° C.

Uncap and place tube in magnetic separator for 1
minute.

Remove and save supernatant in another tube for

T lymphocyte isclation with FluoroBeads™-T.
Resuspend beads/cells in | ml 20% HIFCS/PBS.
Gently flick tube to resuspend beads. Place in
magnetic separator for 30 seconds. Discard
supernatant with a disposable pipette. Repeat
two times.

Proceed to “Labeling and Cell Concentration
Procedures™ below or resuspend cells (beads) in
0.5 ml McCoy’s medium or equivalent with 5%
HIFCS.

Isolation from Frozen Ficoll Interface

Thaw whole cells at 56° C (DMSO removal is
not required).

Layer 0.5 ml of cell suspension over 0.5 ml 50%
Percoll in a 1.5 ml centrifuge tube.

Centrifuge at 2000 g for 2 minutes or a 400 g for
10 minutes

Discard supernatant with disposable pipette,
Resuspend cells in 1 ml 20% HIFCS/PBS.
Dispense 100 pl FluoroBeads®-B into sample
tube and cap tube.

Rotate sample once per second for 3 minutes at
20° to 25° C.

Uncap and place tube in magnetic separator for 1
minutes.

Transfer supernatant to another centrifuge tube

for T lymphocyte isolation with FluoroBeads®-T.
. Resuspend remaining beads/cells in 1 ml 20%

HIFCS/PBS. Gently flick tube to resuspend
beads and place on magnetic separator for 30

FR=BPBS=PI-EN-00, Rev. 11

11.

12:
L.

2.
3.

6.

seconds. Discard supernatant using disposable
pipette. Repeat twice.

Proceed to the “Labeling and cell Concentration
Procedures™ below, or resuspend cells (beads) in
0.5 ml McCoy’s medium or equivalent with 5%
HIFCS.

Isolation from Whole Blood

Transfer 5 ml whole blood to a 15 ml tube.

Add 5 ml 1X PBS/Citrate and mix by inversion.
Dispense 100 pl FluoroBeads®-B into the sample
and rotate once per second for 5 minutes do not
rotate more than 5 minutes) with either an end-
over-end rotator or by hand at 20° to 25° C,
Uncap and place tube in magnet for 5 minutes.
Remove and discard supernatant. Remove tube
from magnet.

Add 2 to 3 ml of 1’ X PBS/Citrate lo sample.
Gently flick to resuspend beads. Place tube in
magnet for 1 minute. Repeat twice using PBS
only.

Proceed to “Labeling and Cell Concentration
Procedures™ below, or resuspend cells (beads) in
0.5 ml McCoy’s medium or equivalent with 5%
HIFCS.

LABELING AND CELL CONCENTRATION
PROCEDURES

A. CFDA Method

L. Uncap and place tube in magnetic separator for 1
minute. Remove supernatant. Resuspend cells
(beads) with PBS. Repeat twice.

2. Add 0.5 ml of CFDA (working solution, pH 5.5)
and mix.

3. Incubate tube horizontally in the dark for 10
minutes at 20° to 25° C.

4. Repeat Step 1 above.

5. Resuspend cells in 0.5 ml McCoy's medium or
equivalent with 3% HIFCS.

6. Add 1 pl cell suspension to a blank well of a
Terasaki tray. Check cell count with a
fluorescent microscope. Adjust the concentration
to 2 x 10°/ml (2,000 cells per well).

7. Samples can be transferred to 1.5 ml tubes and
stored horizontally at 2° to 5° C up to 2 days
before testing.

B. FQAE Method

1. Add 1 pl cells (beads) to a blank well of a
Terasaki tray.

2. Add 5 pl FQAE (OLI Cat. #FQAE-500) to well.

3. Check cell count with a fluorescent microscope.
Adjust cell concentration to 2 x 10%ml (2000
cells per well).

4.  Samples can be transferred to 1.5 ml tubes and
stored horizontally at 2° to 5° C up to 2 days
before testing.

DR TYPING PROCEDURES
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Note: The following are recommended protocols. a. FluoroQuench™ Ehtidium Bromide (OLI
Incubation times may vary depending on the strength of Cat. #FQEBS500), or

typing reagenis and'or complement used. (Thirty minutes b. EB/hemoglobin working solution, or

with antibody and sixty minutes with complement is ¢. EB/1% ink working solution.

suggested for One Lambda tissue typing reagents. 6. Trays can be read immediately, or may be stored

in the dark at 20° to 25° C for up te 2 days.
A. CFDA Method

1. Mix cell preparation by tapping pellet and B. FQAE Method
inverting tube. Do not mix with a syringe. Add 1 1. Mix cell preparation by tapping pellet and
pl CFDA labeled cells (beads) to each well of an inverting tube. Do not mix with a syringe. Add 1
HLA Class II typing tray. u cells (beads) to each well of an HLA Class 11
2. Incubate in the dark for 30 minutes at 20° to 25° typing tray.
C. (For monoclonal DR trays, incubate for 60 2. Incubate for 30 minutes at 20° to 25° C. (For
minutes at monoclonal DR trays, incubate for y60 minutes
20° to 25° C and proceed to Step 5 below.) at 20° to 25° C and proceed to Step 5 below.

3. Add 5 pl rabbit complement to each well. 3. Add 5 ul DR complement to each well.

4. Incubate the tray in the dark for 1 hour at 20° to 4. TIncubate 1 hour in the dark at 20° to 25° C.
25200, 5. To each well, add 5 ul of FQAE.

5. To each well, add 5 pl of one of the following 6. Trays can be read immediately, or may be stored
ingredients. in the dark at 20° to 25° C for up 1o 2 days.

LIMITATIONS OF THE PROCEDURE

The cell yield will vary with each specimen, depending on the cell count and the time since blood collection. Various
diseases can cause a decrease in the lymphocyte yield. Some medications can cause a decrease in the lymphocyte yields, as
well, and may cause a decrease in HLA antigen expression. Cadaveric samples may have low lymphocyle yields with
elevated monocyte and granulocyte contamination.

Contamination with other cells can cause weak/false negative reactions. Monocytes have a variable amount of HLA Class [
and Class II antigens. Platelets have HLA Class [ antigens and can weaken antisera by absorbing the antibodies from the

antisera.

EXPECTED VALUES

FluoroBeads”™-B contain enough immunomagnetic beads to isolate more than 90% of the CD19" B cells in a buffy coat from
10 ml of whole blood.

SPECIFIC PERFORMANCE CHARACTERISTICS

The purity of the lymphocytes isolated should be over 90%. Cells should be reactive with anti-HLA sera and should be lysed
under standard lymphocytotoxicity assay conditions.

EUROPEAN AUTHORIZED REPRESENTATIVE

MDSS GmbH, Schiftgraben 41, D-30175, Hannover, Germany

TRADEMARKS AND DISCLAIMERS

® FluoroBeads is a registered trademark of One Lambda, Inc.
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REVISION HISTORY
i Date | Revision Description
10 2011/09 | Removed Cat ID FB2-40.
Removed designation (For General Laboratory Use); Replaced with (IVD) symbol and designation {For In Vitro
1" 2013/11

Diagnostic Use). Added second page header. Added a Trademark and Disclaimer Section. Modified heading to
match those underlined. Modified bulleted lists to double columns.

C€
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0

FLUOROBEADS®-B AND PHOSPHATE BUFFERED SALINE (PBS)/CITRATE REAGENT
(FLUOROBEADS®-B IR FOSFATINIO BUFERIO DRUSKOS TIRPALO (PBS)/CITRATO
REAGENTAS)

Katalogy Nr. FB2-25, FB2-100 ir PC1-500

Naudoti bendram laboratoriniam darbui.

SKIRTAS NAUDOTI

FluoroBeads -B pateikia paprastg procediira atskirti B limfocitus naudoti ZL A [T klasés tipavimo tyrimuose, naudojant
fluorescencinius dazus. PBS/citratas yra reagentas, naudojamas taikant FluoroBeads™-B izoliacijos metod'.

SANTRAUKA IR PAAISKINIMAS

FluoroBeads™-B yra imunomagnetinés granulés, kurios yra mazesnés nei 1 mikrono skersmens. Anti-CD19 monokloniniai
antikiinai yra prie granulés pavir§iaus. CD19 antikiinai konkre&iai jungiasi prie B limfocity. FluoroBeads™-B siilo greity
metoda atskirti B limfocitus i§ kraujo, naudojant surenkantiji magneta. FluoroBeads®-B metodas nereikalauja Salty
inkubavimuy, sukimy ar centrifugavimy. PBS/citratas pagerina granuliy savybes.

PRINCIPAS

Imunomagnetinés granulés yra superparamagnetinés dalelés su monokloniniais antikiinais, susiporavusiais prie jy pavir§iaus.
Granulés gali biiti surenkamos naudojant magnetinj lauka. Kai magnetinis laukas yra pasalinamas, granulés neislaiko jokio
liekamojo magnetizmo. Jos gali biiti pakartotinai magnetizuotos ir pakartotinai isklaidylos. Suporuoto monokloninio
antikiino specifiSkumas lemia renkamy lasteliy tipa.

REAGENTAI

A, Identifikacija
FluoroBeads -B superparamagnetinés dalelés suporuotos su anti-CD19 monokloniniais antikiinais ir suspenduotos
BSA/PBS su konservantu naudojamu NaN;. Monokloniniai antikiinai yra peliy kilmés. The PBS/citrato reagento sudétyje
yra citrinos riig§ties, PBS ir ki patentuoty sudedamujy daliy.

B. Perspéjimas arba atsargos priemonés

1. Naudoti bendram laboratoriniam darbui.

2. [SPEJIMAS: Visi kraujo produktai turi biti laikomi potencialiai uZkretiamais. Atlikus FDA (JAV Maisto ir vaisty
administracijos) dabartiniu metu reikalaujamus atlikti testus dél pirminés medZiagos, i8 kurios buvo gautas 3is
produktas, rezultatai buvo neigiami. Néra jokiy Zinomy testy metody, visiskai uZtikrinaniy, kad produktai. paruosti
naudejant Zmogaus krauja, neperned uZkretiamy agenty.

3. ISPEJIMAS: Siame reagente yra 0,01% natrio azido, kuris esant riigitinémis salygomis i§skiria hidrazoning riigitj,
ypat nuodingg junginj. Reagentai, kuriy sudétyje yra natrio azido, turi baiti atskiesti tekan¢iu vandeniu, pried juos
padalinant kaip nebetinkamus. Sios priemonés yra rekomenduojamos, siekiant isvengti nuosédy nutekamuosiuose
vamzdZiuose, kur gali susidaryti sprogima sukeliancios salygos.

4. ATSARGIAI: Nenaudokite li¢io heparino kaip koagulianto jiisy kraujo méginiui.

5. I3samesnés informacijos ieskokite MedZiagy saugos duomeny lape

C. Naudojimo taisyklés
Zr. NAUDOJIMO TAISYKLES* 3 psl.

D. Laikymo taisyklés
Laikykite reagentus ant pakuotés nurodytoje temperatiroje. Naudokite pries pasibaigiant atspausdintam galiojimo
terminui.

E. Gryninimas ar apdorojimas reikalingas paruofiant naudoti
Kruopséiai resuspenduokite FluoroBeads®-B pries intensyvy maisyma mazdaug 10 sekundziy.
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F. Nestabilumo indikacijos
Nenaudokite, jei granulés yra supuolusios gabalais. Itin supuolusios granulés gali rodyti produkto gedima,

MEGINIY EMIMAS IR PARUOSIMAS

Turi biiti paimta 10 ml gryno kraujo. Pageidautina naudoti koagulianta ACD ar CPDA. Nenaudokite licio heparino! B
lastelés turéty bati atskirtos per 24 valandas, kad biity gautas didZiausias ju kiekis. Tac¢iau kraujas gali biiti naudojamas iki 3
dieny senumo. Laikykite kraujo méginj horizontalioje padétyje kambario temperatiiroje (20 iki 25°C), kol bus pradéta
izoliavimo procedira.

PROCEDURA
A. Pridedamos medZiagos

1.
2z

FluoroBeads®™-B
Nurodymai del lasteliy izoliavimo ir testavimo

Reikalingos medZiagos, kuriy néra pakuotés sudétyje

R

[I klaseés audinio tipavimo plokstelés (“One Lambda™ ar tolygios)
5 mlir 1,5 ml plastikiniai ar stiklo centrifugavimo mégintuvéliai su dangteliais.
Fosfatinio buferio druskos tirpalo (PBS) be Ca™ ir Mg™" drusky (L.y., “Irvine Scientific” Kat. #9242)
Mak-Kojaus (McCoy’s) terpé ar jai lygiaverté su 5% HIFCS
Magnetinis separatorius (“One Lambda™ ar lygiavertis)
Aspiratorius ar vienkartinés pipetés
PBS/citrato reagentas
a) OLI Kat. Nr. PC1-500, ARBA
b) PBS/citrato reagentas
(1) Pradinis tirpalas (10X Citrato): Itirpdykite 7 gm trinatrio citrato ir 2,5 gm citrinos riigities 90 ml distiliuoto
vandens. Papildykite iki galutinio tirio 100 ml. Sterilizuokite filtruodami ir laikykite 2 iki 5°C
lemperaldroje.
(2) Darbinis tirpalas (1X PBS/citrato): [pilkite 10 ml 10X citrato { PBS 90 ml. Sterilizuokite filtruodami ir
laikykite 2 iki 53°C temperatiiroje.
Kari¢io inaktyvuotas fetalinis vereliy serumas (HIFCS)
a) Pradinis tirpalas: Pakaitinkite FCS 56°C temperatGruoje 30 minuéiy, kad inaktyvuotumeéte komplementa,
Laikykite 2 iki 5°C temperatiiroje ar padalinkite  alikvotas ir susaldykite -20°C temperatiroje.
b) Darbinis tirpalas: Ipilkite 5 ml HIFCS pradinio tirpalo { 95 ml mak-Kojaus (McCoy's) terpé ar jai lygiaverte.

B. Pasirenkamos medZiagos, nejtrauktos j paketo sudétj

1.
2

Ficoll-Hypaque

Perkolis (Percoll)

a) Pradinis tirpalas (Percoll-X): Sumai$ykite 1 dali 10X PBS ir 9 dalis Percoll’io (tankumas (D) = 1,077).
b) Darbinis tirpalas (50% Percoll’io): Sumaisykite Iygias dalis Percoll-X ir PBS.

Dazymo/gesinimo reagentai

a) Akridino oran ofetid io bromido FluoroQuench™ (OLI Kat. Nr. FQAES00), ar

b} Etidzio bromido FluoroQuench™ (OLI Kat. Nr. FQEB500), ar

¢) Ipilkite 1 ml EB pradinio tirpalo | 9 ml hemoglobino ar 1% rasalo (Zr. medZiagas Nr. 12-16).

ATSARGIALI: Natrio azidas yra nuodingas. Visada dévékite apsaugines priemones, kai dirbate naudodami natrio azidg.

4.

Hemoglobinas: T&tirpinkite 10 gm liofilizuoto hemoglobino | 90 ml 5% EDTA/PBS. Papildykite tirj iki 99 ml.
[pilkite 1 ml 1% natrio azido. Centrifuguokite 1000 g 45 minutes. Laikykite supernatanta -20° C temperatiiroje.
Da_ai: I8tirpdykite 1 gm jaucio serumo albumino (BSA) 10 ml 5% EDTA/PBS. [pilkite 0.1 ml 1% natrio azido ir 0,1
ml “Higgins™ juodojo kaligrafijos ragalo.
1% natrio azido: Tstirpdykite 1 gm natrio azido j 100 ml PBS.
5% Etilendiamintetraacetato riigstis (EDTA)/PBS: Ipilkite 5 gm EDTA j 90 ml PBS. Priderinkite pH iki 7.2 su M
NaOH ib tirpdyti EDTA. Papildykite galutini turi iki 100 ml su PBS.
EtidZio bromido (pradinis tirpalas): 1o tirpdykite 50 mg 1 ml distiliuoto vandens. Pridékite 49 ml PBS. Pakaitinkite
voneléje su vandeniu 36°C temperatiroje 30 min. Padalinkite { alikvotas ir suSaldykite -20°C temperataroje.
Karboksifluoresceino diacetatas (CFDA):
a) Pradinis CFDA tirpalas: Stikliniame mégintuvélyje istirpdykite 10 mg CFDA | 1 ml acetono. Laikyti -20° C
temperatiiroje. Laikyti tamsoje.
b) Darbinis tirpalas: Naudokite viena i3 $iy:
e Paruoiia PBS esant pH 7,2: [pilkite 30 pl pradinio CFDA tirpalo i 5 ml PBS (plI 7.2). Laikykite 2 iki 5° C
temperatiiroje ne ilgiau nei 1 savaite.
e Paruodtg PBS esant pH 3.,5: Ipilkite 30 pl pradinio CFDA tirpalo | 5 ml PBS (pH 5,5). Laikykite 2 iki 5° C
temperattroje ne ilgiau nei 1 savaite.
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C. Etapiné procedira.
Zr. 2emiau ,Nurodymus kaip naudoti*,

NURODYMAI KAIP NAUDOTI

IZOLIAVIMO METODALI:
A. Atskyrimas nuo leukocity plévelés

el e

% =

10.

Centrifuguokite pilno kraujo 400 — 900 g 10 minuéiy.

Perdékite mazdaug 1 ml leukocity plévelés j Sml mégintuveélj.

Ipilkite 4 ml PBS/citrato.

Prie§ naudodami kruopitiai resuspenduokite FluoroBeads®™-B. Pakratykite ma2daug 10 sekundziy.

Ipilkite 100 pl FluoroBeads®™-B j kraujo méginj. Nedelsiant uZdenkite dangteliu ir invertuokite 2-3 kartus, kad
issklaidytuméte magnetines granules.

Sukite meégintuvelj kartg per sekundg 3 minutes 20 iki 25°C temperatiiroje, kad leistumeéte granuléms susijungti su B
Iastelémis. Nevirdykite 4 minuéiy. Naudokite i§ rotacinj prietaisa (,.galas pervir§ galg™) arba maiSykite pasukdami
ranka.

Atidenkite dangtelj ir patalpinkite mégintuvelj | magnetinj separatoriu 2 minutes. Nevir§ykite 3 minugiy.

I8imkite ir nusiurbkite supernatanta, naudodami vienkarting pipetg. Nuimkite mégintuvélj nuo magneto.
Resuspenduokite lasteles (granules) su 1 iki 2 ml PBS/citrato. Lengvai stuktelkite { mégintuvelj, kad iSskirstylumete
granules. [dékite mégintuvéli { magnetinj separatoriy 1 minute. [Simkite ir pagalinkite supernatanta. Pakartokite
dukart, naudodami tik PBS.

Pereikite prie “Etikegiy Zymejimo ir lasteliy koncentracijy procediry” (Zemiau) arba resuspenduokite lasteles
(granules) 0.5 ml Mak-Kojaus (McCoy’s) terpéje ar jai tolygioje su 5% HIFCS.

B. Izoliavimas i§ Fikolio terpés sgveikos

1.
P
2

b

e W e

—_—

12,

Centrifuguokite citruotg ar heparinizuoty kraujg 10 minuéiy 400-900 g.

Surinkite leukocity plévelg ir atskieskite tolygiu PBS kiekiu. Gerai i§maisykite.

Uzdékite ne daugiau kaip 2 ml leukocity pleveles/PBS misinio sluoksnj vir§ 1,5 ml, Ficoll-Hypaque (Tankis (D) =
1,077) i 5 ml mégintuvélius ir centrifuguokite 10 minuciy 1000 g.

Surinkite maZzdaug 1 ml saly&io paviriaus i% kiekvieno mégintuvélio ir perdékite | centrifuginius mégintuvélius.
Centrifuguokite 1.5 minutés 3000 g. arba 10 minuéiy 1000 g.

Pa3alinkite supernatants ir resuspenduokite granulg PBS. Centrituguokite 5 minutes 1000 g (pasalinti dauguma
granuliy).

Naudodami vienkarting pipete, padalinkite supernatantg. Resuspenduokite granule 1 ml 20% HIFCS/PBS.
Ipilkite 100 ul FluoroBeads® -B j mégintuvél] ir uzdenkite dangteliu.

Sukite méginj karta per sekunde 3 minutes 20 iki 25°C temperatiiroje.

Atidenkite dangtelj ir patalpinkite mégintuvélj { magnetinj separatoriy 1 minute.

. I8imkite ir i§saugokite supernatantg kitame mégintuvélyje T limfocity atskyrimui, naudojant FluoroBeads®-T.
. Resuspenduokite granules/lasteles 1 ml 20% HIFCS/PBS. Lengvai stuktelkile | mégintuvelj, kad resuspenduotumete

granules. Patalpinkite magnetiniame separatoriuje 30 sekundZiy Naudodami vienkarting pipetg, padalinkite
supernatanty, Pakartokite du kartus.

Pereikite prie “Etikeéiu Zyméjimo ir lasteliy koncentraciju procediiry” (Zemiau) arba resuspenduokite lasteles
{granules) 0,5 ml Mak-Kojaus (McCoy's) terpgje ar jai tolygioje su 5% IHIFCS.

C. Tzoliavimas i§ Fikolio terpés saveikos

R R

11,

Atsildykite pilnas lasteles 56°C temperatiiroje (DMSO (dimetilsulfoksid) pasalinimas nereikalaujamas).
Uzdekite 0,5ml sluoksni lasteliu suspensijos vir§ 0,5 ml 50% Percoll*io 1,5 ml centrifuginiame mégintuvelyje.
Centrifuguokite 2.000 g 2 minutes ar 400 g 10 minuéiy.

Naudodami vienkartine pipete, pasalinkite supernatantg.

Resuspenduokite lasteles 1 ml 20% HIFCS/PBS.

[pilkite 100 pl FluoroBeads®-B | mégintuvél] ir uzdenkite dangteliu.

Sukite meginj karta per sekunde 3 minutes 20 iki 25°C temperatiiroje.

Nuimbkite dangtelj ir patalpinkite mégintuvélj | magnetinj separatoriy 1 minute.

Perdékite supernatanta i kita centrifugini meégintuvéli T limfocity atskyrimui, naudojant FluoroBeads™-T.

. Resuspenduokite likusias granules/lasteles 1 ml 20% HIFCS/PBS. Lengvai pakratykite mégintuveli, kad

resuspenduotuméte granules ir uZzdékite ant magnetinio separatoriaus 30 sekund?iy. Naudodami vienkarting pipete
padalinkite supernatantg. Pakartokite dukart.

Pereikite prie “Etikeciy Zyméjimo ir lasteliy koncentracijy procediiry" (Zemiau) arba resuspenduokite lasteles
(granules) 0,5 ml Mak-Kojaus (McCoy’s) terpéje ar jai tolygioje su 5% HIFCS.

D. I8skyrimas i pilno kraujo

1.
2.

Perpilkite 3 ml pilno kraujo | 15 ml mégintuvélj.
Pridekite 5 ml 1X PBS/citrato ir sumaisykite, taikydami inversij.
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[pilkite 100 pl FluoroBeads®-B i mégini ir sukite karta per sckunde 5 minutes (nesukite daugiau nei 5 minutes),
naudodami arba rotatoriy, veikiant “galas pervirs galo™ principu arba pakratydami ranka 20 iki 25°C temperatiiroje.
Nuimkite dangtelj ir patalpinkite mégintuvélj | magnets 5 minutes. [§imkite ir pagalinkite supernatanty. Nuimkite
meégintuvélj nuo magneto,

[pilkite { mégintuvelj 2 iki 3 ml 1X PBS/citrato. Lengvai stuktelkite, kad resuspenduotuméte granules. Jdékite
mégintuvélj | magnety 1 minutg. Pakartokite dukart, naudodami tik PBS.

Pereikite prie “Etike¢iy Zyméjimo ir lasteliy koncentracijy procediiry” (Zemiau) arba resuspenduokite lasteles
(granules) 0.5 ml Mak-Kojaus (McCoy’s) terpéje ar jai tolygioje su 5% HIFCS.

ZYMEJIMO IR LASTELIU KONCENTRAVIMO PROCEDUROS
A. CFDA metodas

1.

R

Nuimkite dangtelj ir patalpinkite mégintuvélj | magnetini separatoriy 1 minutg. PaSalinkite supernatanta.
Resuspenduokite lasteles (granules) su PBS. Pakartokite dukart.

[pilkite 0,5 ml CFDA (darbinio tirpalo, pH3,3) ir sumaisykite.

Inkubuokite mégintuvéli horizontalioje padétyje tamsoje 10 minugiy 20 iki 25°C temperatiiroje.

Pakartokite Zingsni Nr. 1,

Resuspenduokite lasteles 0,5 ml mak-Kojaus (McCoy’s) terpéje ar jai tolygioje su 5% HIFCS.

Ipilkite 1 pl lasteliy suspensijos | tu§¢iag Terasaki plokstelés Sulinglj. Fluorescentiniu mikroskopu patikrinkite lasteliy
skaiciy. Priderinkite koncentracijg 2 x 106/ml (2000 lgsteléms viename Sulinélyje).

Meginiai gali biiti perkelti { 1.5 ml mégintuvélius ir laikomi horizantalioje padétyje 2 iki 5°C temperatiroje ne ilgian
nei 2 dienas iki testavimo.

B. FQAE metodas

1. [Ipilkitel pl lasteliy (granuliy) suspensijos | tus¢ig Terasaki plokstelés Sulinélj.
2. Ipilkite 5ul FQAE (OLI Kat. Nr, FQAE-300) j 3ulinélj.
3. Fluorescentiniu mikroskopu patikrinkite lasteliy skaiéiy. Priderinkite koncentracija prie 2 x 10° lasteliu/ml (2000
lasteliy viename Sulinelyje).
4, Meéginiai gali buti perkelti 1,5 ml mégintuveélius ir laikomi horizantalioje padétyje 2 iki 5°C temperatiiroje ne ilgiau
nei 2 dienas iki testavimo.
DR TIPAVIMO PROCEDUROS

Pastaba: “emiau pateikiami rekomenduojami protokolai. Inkubavimo trukme gali jvairuoti, priklausomai nuo tipavimo
reagenly stiprumo ir (ar) naudoto komplemento. "' One Lambda’” audinio tipavimo reagentams siiloma trisdeSimt minuciy su
antikiinais ir SeSiasdesSimt minuciy su komplementu.

A. CFDA metodas

1.

2

o

MaiSykite lasteliy ruodinj kratydami granules ir invertuodami mégintuvelj. Nemaisykite $virk$tu. Pridékite 1 pl
CEDA Zymeétyjy I'steliy (granuliy) i kiekviena ZLA TI klasés tipavimo plokstelés sulinélj.

Inkubuokite tamsoje 30 minuéiy 20 iki 25°C temperatiiroje. (Monokloniniy DR ploksteles inkubuokite 60 min. at
20 —25°C temperaturoje ir pereikite prie Zingsnio Nr. 5)

Ipilkite i kiekvieng Sulineélj 5 pl DR triusio komplemento.

Inkubuokite plokstele tamsoje 1 valanda 20 iki 25°C temperatiiroje.

1 kiekvieng Sulinéli {pilkite 5 pl vieng i3 iy gridinanéiy reagenty:

a) FluoroQuench™ etidZio bromidg (OLI Kat. Nr. FQEB500), ar

b) EB/hemoglobino darbini tirpalg ar

c¢) EB/1% daZy darbinj tirpals.

Plok3teliy rodmenys gali biiti analizuojami nedelsiant arba jos gali bati laikomos tamsoje 2 iki 5°C temperatiiroje iki
2 dieny.

B. FQAE metodas

1.

A o

Maisykite lasteliy ruosinj kratydami granules ir invertuodami mégintuvélj. NemaiSykite SvirkStu. Pridéekite 1 pl
Iasteliy (granuliy) { kiekvieng ZLA 11 klasés tipavimo plokitelés Sulinélj.

Inkubuokite tamsoje 30 minuéiy 20 iki 25°C temperatiroje. (Monokloniniy DR ploksteles inkubuokite 60 min. 20 iki
25°C temperatiiroje ir pereikite prie Zingsnio Nr. 3)

Ipilkite | kiekviena 3ulinélj 5 pl DR komplemento.

Inkubuokite tamsoje 1 valanda 20 iki 25°C temperatiiroje.

[ kiekviena Sulinglj ipilkite 5 pl FQAE.

Ploksteliy rodmenys gali biiti analizuojami nedelsiant arba jos gali biiti laikomos tamsoje 2 iki 5°C temperatiiroje iki
2 dieny.

PROCEDUROS APRIBOJIMAI
Lasteliy kiekis gali jvairuoti lyginant kiekvieng mégini, priklausmai nuo lasteliy skaidiaus ir nuo laikotarpio, praéjusio nuo
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kraujo meginio paemimo. [vairios ligos gali salygoti limfocity kiekio sumaZejima. Kai kurie vaistai taip pat gali salygoli
leukocity kiekio sumaZéjima ir gali sukelti maZéjancia ZLA antigeny ekspresija. Lavoniniai méginiai gali turéti maza
limfocity kiekj su padidéjusiu monocity ir granulocity uzkrétimu.

Uztersimas kitomis lastelémis gali sukelti silpnas/ klaidingas neigiamas reakcijas. Monocitai turi {vairuojantj ZLA T ir IT klasés antigeny
kiekj. Trombocitai, turintys ZLA T klasés antigenu, gali susilpninti antiserumus absorbuodami antikiinus i§ antiserumy.

NUMATOMOS REIKSMES
FluoroBeads®-B sudétyje yra pakankamai imunomagnetiniy granuliy i§skirti daugiau nei 90% CD19+ B Igsteliy leukocity
plévelgje nuo 10 ml pilno kraujo.

SPECIFINES EKSPLOATACINES SAVYBES 5
I8skirty leukocity grynumas turéty biti daugiau nei 90%. Lastelés turéty reaguoti su anti ZLA serumais ir biiti lizuojamos
pagal normines limfocitotoksiniu tyrimy sglygas.

IGLIOTASIS ATSTOVAS EUROPOJE

MDSS GmbH, Schiffgraben 41 _.- D-30175 Hanoveris, Vokietija

CRONOLOGIA DELLE REVISIONI

9 2011/04 | PerZilrétas katalogo sarasas (katalogo identifikatoriaus numeris FB-25 pakeistas | FB2-25). NCR Nr. 1454,

10 2011/09 | Pasalintas kataloginis identifikatorius (ID) FB2-40

C€
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4>\ ONE LAMBDA, INC.
Canoga Park, CA 91303-2801 USA | Tel: (818) 702-0042 Fax:
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FLUOROBEADS®-T AND FLUOROBEADS®-T DEVELOPER
Catalog #s FB1-25, FB1-100, and FB1-DEV

818) 702-6904 | www.onelambda.com

For In Vitro Diagnostic Use.

1]

A\

INTENDED USE

FluoroBeads®=T provide a simple procedure for the isolation of T lymphocytes for use in microcytotoxicity assays using
fluorescent dyes. FluoroBeads®™-T Developer is specifically designed to be used in the FluoroBeads®-T isolation method,

SUMMARY AND EXPLANATION

FluoroBeads"-T are immunomagnetic beads which are less than 1 micron in diameter. The anti-CD2 monoclonal antibodies
coupled to the bead surface specifically bind to the E-rosette receptor on T lymphocytes. FluoroBeads®-T offer the user a quick
method of separating T lymphocyte/FluoroBeads®-T complexes from blood with the use of a collector magnet. The
FluoroBeads™-T method requires no cold incubations, rotations, or centrifugations. FluoroBeads®-T Developer is a reagent
specifically designed to enhance the performance of FluoroBeads®-T immunomagnetic beads.

PRINCIPLE

Immunomagnetic beads are superparamagnetic particles with monoclonal antibodies coupled to their surface. The beads can be
collected using a magnetic field. When the magnetic field is removed, the beads do not retain any residual magnetism. They can
be repeatedly magnetized and redispersed. The specificity of the coupled monoclonal antibody determines the type of cell
collected.

REAGENTS

A. Identification 4. Refer to Material Safety Data Sheet for detailed
FluoroBeads® are superparamagnetic particles coupled information.
to monoclonal antibodies, and suspended in PBS with
stabilizers and sodium azide as a preservative. The C. Instructions for Use

monoclonal antibodies are of murine origin. The

See DIRECTIONS FOR USE on page 3.
FluoroBeads Developer contains non-toxic proprietary /ﬂ/
D

ingredients. Storage Instructions

Store reagents at temperature indicated on package.

B. Warning or Caution Use before printed expiration date.

1. WARNING: All blood products should be treated
as potentially infectious. Source material from E. Purification or Treatment Required for Use
which this product was derived was found FluoroBead®s-T: Resuspend betore use by vortexing
negative when tested in accordance with current for 10 seconds.
FDA required tests. No known test method can Developer: Dilute one part { 10X) stock solution to
offer assurance that products derived from human nine parts 1X PBS without Ca™ and Mg™ salts. Store
blood will not transmil infectious agents. at 2 - 5°C.

2. WARNING: This reagent contains 0.01% sedium
azide which under acidic conditions yields F. Instability Indications
hydrazonic acid, an extremely toxic compound. FluoroBeads®-T: Do not use if the beads are clumped.
Reagents containing sodium azide should be Severe clumping of the beads may indicate
diluted in running water prior to being discarded. deterioration of the product.
These conditions are recommended Lo avoid Developer: 10X Developer should be a slightly
deposits in plumbing where explosive conditions colored clear solution. Formation of precipitates may
may develop. indicate instability or bacterial contamination.

3. CAUTION: Do not use lithium heparin or EDTA
as an anticoagulant for your blood sample.

SPECIMEN COLLECTION AND PREPARATION

Draw approximately 10 ml of whole blood. The preferred anticoagulant is ACD or CPDA. Do not use lithium heparin! T cells
should be isolated within 24 hours to achieve the highest yield. However, blood up to 3 days old can be used. Store blood
specimen horizontally at room temperature (20 — 25°C).

FB-TDEV-PI-EN-10, Rev 8 Page 1 of 4
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PROCEDURE

A. Materials Provided

1.
25
3.

FluoroBeads™-T

Instructions for cell isolation and lesting
FluoroBeads*-T Developer (10X). See
“Purification or Treatment Required for Use™ for
1X instructions.

B. Materials Required, But Not Provided

1.

2,

T

Class 1 tissue typing trays (One Lambda or

equivalent)

5 ml and 1.5 ml plastic or glass centrifuge tubes

with caps

Phosphate Buffered Saline (PBS) without Ca™ and

Mg salts (i.e., Irvine Scientific Cat. #9242)

McCoy’s medium or equivalent with 5% HIFCS

Magnetic separator (One Lambda or equivalent)

Aspirator or disposable pipettes

Heat-Inactivated Fetal Calf Serum (HIFCS)

a) Stock solution: heat FCS at 56°C for 30
minutes to inactivate complement. Store al 2 —
5°C or aliquot and freeze at -20°C.

b) Working solution: add 5 ml HIFCS stock
solution to 95 ml of McCoy’s medium or
equivalent.

C. Optional Materials Not Provided

Ficoll-Hypaque

¢)  Add 1 ml EB stock solution to 9 ml
hemoglobin or 1% ink (See Materials#s 11 -
14).
Hemoglobin: Dissolve 10 gm Iyophilized
hemoglobin in 90 ml 5% EDTA/PBS. Bring
volume to 99 ml. Add 1 ml of 1% sodium azide.
Centrifuge at 1000 g for 45 minutes. Store
supernatant at -20°C.,
Ink: Dissolve 1 gm bovine serum albumin (BSA)
in 10 ml 3% EDTA/PBS add 0.1 ml 1% sodium
azide and 0.1 ml Higgins Black Calligraphy Ink.
1% Sodium Azide: Dissolve 1 gm sodium azide in
100 ml PBS,
Caution: Sodium Azide is toxic. Always wear
protective equipment when handling.
5% Disodium Ethylenediamine-tetraacetic Acid
(EDTA)PBS: Add 5 gm EDTA to 90 ml PBS.
Adjust pH to 7.2 with 10 M NaOH to dissolve
EDTA. Bring volume to 100 ml with PBS.
Ethidium Bromide (stock solution): dissolve 50
mg in | ml distilled water. Add 49 m| PBS. Heat
in water bath at 56°C for 30 min. Aliquot and
freeze at -20°C.
Carboxyfluorescein Diacetate (CFDA):
a) Stock CFDA solution: In a glass tube,
dissolve 10 mg CFDA in | ml acetone. Store
at -20°C. Store in dark.

2. Percoll b) Working solution: Use either of the following:

a) Stock solution (Percoll-X): combine 1 part of e Prepared in PBS at pH 7.2: Add 30 pl

10X PBS and 9 parts of Percoll. stock CFDA solution to 5 ml PBS (pH
b) WO[’kil’lg solution (50% Percoll): combine 7.2). Store at 2 - 5°C for up to 1 week.
. Bqual peria.of Percoll-Xand RS s Prepared in PBS at pH 5.5: Add 30 pl

3. Stain/Quench Reagents: _ stock CFDA solution to 5 ml PBS (pH

a) Acridine Orangfe;’Ethldlum Bromide 5.5). Store at 2 - 5°C for up to 1 week.
Elui?rfJQuench'” (OLI Cat. #FQAES500), or D. Step-by-step procedure.
b) Ethidium Bromide FluoroQuench™ (OLI See DIRECTIONS FOR USE on page 3.
Cat. #FQEB500), or
DIRECTIONS FOR USE
ISOLATION TECHNIQUES Uncap and place tube in magnetic separator fora
A. Isolation from Whole Blood full 3 minutes.

1. Dispense 2 ml of blood into a 5 ml tube. Remove and discard supernatant with a disposable

2. Resuspend FluoroBeads®-T thoroughly before use. pipette. Remove tube from magnet.

Vortex approximately 10 seconds Resuspend cells (beads) with 1 — 2 ml PBS.

3. Add 100 pl FluoroBeads®™-T to blood sample. Gently flick tube to disperse beads. Replace tube
Immediately cap tube and invert 2 —3 times to in magnetic separator for 1 minute. Remove and
disperse magnetic beads. discard supernatant. Repeat two times.

4. Rotate tube once per second for 3 minutes at 20 — Proceed to the “Labeling and Cell Concentration
25°C to allow binding of beads to T cells. Do not Procedures™ (below), or resuspend cells (beads) in
exceed 4 minutes. Use an end-over-end rotating 0.5 ml of McCoy’s medium or equivalent with 5%
device or hand-mix. HIFCS.

5. Add 2 mlof 1X developer (see “Treatment

B. Isolation from Ficoll Interface

Required for Use™ instructions above). Cap tube
and invert 2 — 3 times to mix. This is an essential
step!

FB-TDEV-PI-EN-00, Rev 8

Centrifuge citrated or heparinized blood for 10
minutes at 400 - 900 g.
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12.

Collect bufty coat and dilute with an equal volume
of PBS. Mix well.

Layer a maximum of 2 ml buffy coat/PBS mixture
over 1.5 ml of Ficoll-Hypaque (Density (D) =
1.077) in 5 ml tbes and centrifuge for 10 minutes
at 1000 g.

Collect approximately 1 ml of interface from each
tube and transfer into a centrifuge tube. Centrifuge
for 1.5 minutes at 3000 g or 10 minutes at 1000 g.
Discard supernatant, resuspend pellet in PBS.
Centrifuge for 5 minutes at 1000 g (removes the
majority of platelets).

Discard supernatant with disposable pipette.
Resuspend pellet in 1 ml of 20% HIFCS/PBS.
Dispense 100 ul of FluoroBeads®-T into sample
tube and cap.

Rotate sample for 3 minutes at 20 - 25°C.

Uncap and place in magnetic separator for 1
minute.

Remove and save supernatant in another tube for
B lymphocyte isolation with FluoroBeads®-B.
Resuspend beads/cells in 1 ml 20% HIFCS/PBS.
Gently flick tube to resuspend beads. Place in
magnetic separator for 30 seconds. Discard
supernatant with a disposable pipette. Repeat 2
times.

Proceed to the “Labeling and Cell Concentration
Procedures™ (below), or resuspend cells (beads) in
0.5 ml McCoy’s medium or equivalent with 5%
HIFCS.

C. Isolation from Frozen Ficoll Interface

1.

2

9.

10.

11.

Thaw whole cells at 56°C (DMSO removal is not
required).
Layer 0.5 ml of cell suspension over 0.5 ml of
50% Percoll in a 1.5 ml centrituge tube.
Centrifuge at 2000 g for 2 minutes, or at 400 g (or
10 minutes.
Discard supernatant with disposable pipette.
Resuspend cells in 1 ml of 20% HIFCS/PBS.
Dispense 100 ul of FluoroBeads®-T into sample
tube and cap tube.
Rotate sample for 3 minutes at 20 - 23°C.
Uncap and place tube in magnetic separator for 1
minute.
Transfer supernatant to another centrifuge tube for
B lymphocyte isolation with FluoroBeads®™-B.
Resuspend remaining beads/cells in 1 ml of 20%
HIFCS/PBS. Gently flick tube to resuspend beads
and place on magnetic separator for 30 seconds.
Discard supernatant using disposable pipette.
Repeat twice,
Proceed to the “Labeling and Cell Concentration
Procedures™ (below), or resuspend cells (beads) in
0.5 ml of McCoy’s medium or equivalent with 5%
HIFCS.

FB-TDEV-PI-EN-00, Rev 8

LABELING AND CELL CONCENTRATION
PROCEDURES
A. CFDA Method

1.

Uncap and place tube in magnetic separator for |
minute. Remove supernatant. Wash cells (beads)
twice with PBS.

Add 0.5 ml of CFDA (working solution pH 5.3)
and mix.

Incubate tube horizontally in the dark for 10
minutes at 20 - 25°C.

Magnetically separate (as described above) and
wash cells twice with PBS.

Resuspend cells in 0.5 ml of McCoy’s medium or
equivalent with 5% HIFCS.

Add 1 pl of cell suspension to a blank well of'a
Terasaki tray. Check cell count with a fluorescent
microscope. Adjust the concentration to 2 x
10%cells/ml (2,000 cells per well).

Samples can be transferred to 1.5 ml tubes and
stored horizontally at 2 - 5°C up to 2 days before
testing.

B. FQAE Method

L.

2
3.

Add 1 pl of cells (beads) to a well of a Terasaki
tray.

Add 5 pl of FQAE (OLI Cat. #FQAE-500) to well.
Check cell count with a fluorescent microscope.
Adjust cell concentration to 2 x 106cells/ml (2.000
cells per well).

Samples can be transferred to 1.5 ml tubes and
stored horizontally at 2 - 5°C up to 2 days before
testing.

ABC TYPING
A. CFDA Method

1.

T

Mix cell preparation by tapping pellet and

inverting tube. Do not mix with a syringe, Add 1

ul of CFDA labeled cells (beads) to each well of

an HLA Class | typing tray.

Incubate in the dark for 30 minutes at 20 - 25°C.

{(For OLI LMT™, incubate for 60 minutes at 20

- 25°C and proceed to Step #5).

Add 5 pl of ABC rabbit complement to each well,

Incubate the tray in the dark for 1 hour at 20 -

25%C.

To each well, add 5 pl of one of the following

quenching reagents:

a) FluoroQuench™ Ethidium Bromide (OLI Cat.
#FQLEB500), or

b) EB/hemoglobin working solution, or

¢} EB/1% ink working solution.

Trays can be read immediately or stored in the

dark at 2 -5°C for up to 2 days.

B. FQAE Method

1.

Mix cell preparation by tapping pellet and
inverting tube. Do not mix with a syringe. Add 1

Page 3 of 4
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ul cells (beads) to each well of an HLA Class [ 3. Add 3 ul ABC complement to each well,
typing tray. 4.  Incubate for 1 hour in the dark at 20 - 25°C.
2. Incubate for 30 minutes at 20 - 25°C. (For OLI 5. To cach well. add 5 pl of FQAE.,
LMT™, incubate for 60 minutes at 20 - 25°C and 6.  Trays can be read immediately or stored in the
proceed to Step #5) dark at 2 - 5°C for up to 2 days.

LIMITATIONS OF THE PROCEDURE

The cell yield will vary with each specimen depending on the cell count and the time since blood collection. Various diseases
can cause a decrease in the lymphocyte yield. Some medications can cause a decrease in the lymphocyte yield as well, and may
cause a decrease in HLA antigen expression. Cadaveric samples may have low lymphocyte yields with elevated monocyte and
granulocyte contamination,

Contamination with other cells can cause weak/false negative reactions. Monocytes have a variable amount of HLA Class [ and
Class II antigens. Platelets have HLA Class I antigens and can weaken antisera by absorbing the antibodies from the antisera.

EXPECTED VALUES
FluoroBeads®-T contain enough immunomagnetic beads to isolate more than 90% of the CD2+ T cells in 1 ml of whole blood.

SPECIFIC PERFORMANCE CHARACTERISTICS

The purity of the lymphocytes isolated should be over 90%. Cells should be reactive with anti-HLA sera, and be lysed under
standard lymphocytotoxicity assay conditions.

EUROPEAN AUTHORIZED REPRESENTATIVE
MDSS GmbH, Schiffgraben 41, D-30175, Hannover, Germany

TRADEMARKS AND DISCLAIMERS
® FluoroBeads is a registered trademark of One Lambda, Inc,

REVISION HISTORY

Revision | Date | Revision Description

7 2011/08 | Remove Cat ID FB1-40.

Removed designation (For General Laboratory Use); Replaced with (IVD) symbol and designation {For In Vitro
8 2013/11 | Diagnostic Use). Added second page header. Added a Trademark and Disclaimer section. Formatted all headings to

match. Made bulleted sections double columns.

C€
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~ Inova
Diagnostics

A Werfen Company

DECLARATION OF CONFORMITY

Inova Diagnostics, Incorporated, 9900 Old Grove Road, San Diego, California 921311638, USA declares that the
product identified as

QUANTA Lite* Calprotectin ELISA
Part Number 704770

EDMA Code: 12 10 90 90 00 — Other Other Auto-lmmune Disease Tests
GMDN Code: 53624 — Calprotectin IVD, kit, enzyme immuncassay (EIA}

and the associated part numbers to which this declaration relates, is in conformity to  Annex III provisions
of the Council Directive 98/79/EC for in vitre diagnostic medical devices. All supporting documentation is
retained under the premises of the manufacturer.

Statutory and Regulatory Standard Applied: 1SO 13485, 180 14971, iSO 15223-1, ISO 18113-1, [SO 18113-2,
180 23640

Product Classification: Non-List A'Non-List B of Annex If and not for self testing.

Qur authorized representative in the EU is Medical Technology Promedt Consulting GmbH, Altenhofstrasse 80,
D-66386 St. Ingbert, Germany. P

. W

1=20-301b
Roxanné L. Wilson Date Issued
On behalf pf Ronda Ellion
Vice President, Quality and Regulatory Affairs
Year CE Mark attached 14
last 2 digits
Associated product part numbers;
504770 Calprotectin antibody coated plate
504771 Washing Sohution (20X)
504772 Extraction Solution (2.5X)
504773 Dilution Solation {10X)
504714 Control 1
504775A Calibrator A
5047758 Calibrator B
504775C Calibrator C
504775D Calibrator D
504775E Calibrator E
504775F Calibrator F
504776 Enzyme conjugate antibody (IgG)
504778 Substrate
504779 Control 2
794770 QUANTA Lite® Calprotectin ELISA
inova Diagnostics | Ino Q&80 Oid Grove Road
AWeden Company San Dego, CA 821311838 Tel +1 858 886 080D www inovadi com
T-003
ECO: 448081

Rev. No.: 1
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‘% ONE LAMBDA, INC.

21001Klttnetreet Canoga Park, CA 91303-2801 USA Tel: +1 818 702 0042 Fa)( il 818 702 6904

WWW, onelambda com

FLUOROBEADS®-T AND FLUOROBEADS®-T DEVELOPER

(FLUOROBEADS®-T IR FLUOROBEADS®-T RYSKALAS)
Katalogy Nr.: FB1-25, FB1-100 ir FB1-DEV

Diagnostikai in vitro.

PASKIRTIS

FluoroBeads®-T patcikja paprasta procedurg atskirti T limfocitus naudoti mikrocitotoksiS$kumeo tyrimams su fluorescenciniais
dazais. FluoroBeads®-T ryskalai specialiai sukurti naudoti FluoroBeads®-T atskyrimo metodu.

SANTRAUKA IR PAAISKINIMAS

FluoroBeads®-T yra imunomdgnctinés granulés, kurios yra maZesnés nei 1 mikrono skersmens. Anti-CD2 monokloniniai antikiinai,
kloniniai antikiinai poruojasi prie granulés pavir§iaus biitent _]ungdcumc.sl prie Erozetés formos lasteliu receptoriy ant T limfociw.
FluoroBeads®-T sitilo greita metoda atskirti T limfocitus/FluoroBeads®-T kompleksus i§ kraujo, naudojant surenkantjjj magneta.
FluoroBeads®-T metodas nereikalauja bdltq inkubavimy, sukimy ar centrifugavimy. FluoroBeads®-T Ry3kalas yra reagentas,
skirtas specialiai pagerinti FluoroBeads®-T imunomagnetiniy granuliy veikima.

PRINCIPAS

Imunomagnetinés granulés yra superparamagnetinés dalelés su monokloniniais antiktinais, susiporavusiais prie jy pavirSiaus.
Granulés gali buiti surenkamos naudojant magnetinj lauka. Kai magnetinis laukas yra pasalinamas, granulés neiglaiko jokio
lickamojo magnetizmo. Jos gali biiti pakartotinai magnetizuotos ir pakartotinai i¥sklaidytos. Suporuoto monokloninio antikiino
specitiSkumas lemia renkamy lasteliy tipa.

REAGENTAI

I8samesnés informacijos ieskokite MedZiagy saugos
duomeny lape.

C. Naudojimo taisyklés
Zr. NAUDOJIMO TAISYKLES* 3 psl.
D. Laikymo taisyklés
Laikykite reagentus ant pakuotés nurodytoje

temperatliroje. Naudokite prie$ pasibaigiant
atspausdintam galiojimo terminui,

A. Identifikacija 3.
FluoroBeads® yra superparamagnetinés dalelés poromis
prisijungusios prie monokloniniy antikainy ir
suspenduotos PBS su stabilizatoriais ir natrio azido
B. Perspéjimas arba atsargos priemonés
1. Ispeéjimas: Visi kraujo produktai turi bati laikomi

potencialiai uzkreciamais. Atlikus FDA (JAV

Maisto ir vaisty administracijos) dabartiniu metu E. Gryninimas ar apdorejimas reikalingas paruoSiant
reikalaujamus atlikti testus dél pirminés medZiagos, naudoti

konservantu. Monokloniniai antikinai yra peliy kilmés.

The FluoroBeads Ryskalo sudétyje yra nenuodingy

patentuoty sudedamuyjy daliy.

i§ kurios buvo gautas §is produktas, rezultatai buvo
neigiami. Néra jokiy Zinomy testy metody, visiskai
uZtikrinanéiy, kad produktai, paruosti naudojant
Zmogaus krauja, nepernes§ uzkreciamy agenty.

2. Jspéjimas: Siame reagente yra 0,01% natrio azido,
kuris esant riigstinémis sglygomis isskiria
hidrazoning riigétj, ypa¢ nuodinga jungini.
Reagentai, kuriy sudétyje yra natrio azido, turi biiti
atskiesti tekanciu vandeniu, prie§ juos pasalinant
kaip nebetinkamus. Sios priemonés yra
rekomenduojamos, siekiant i§vengti nuosédy
nutekamuosiuose vamzdZiuose, kur gali susidaryti
sprogimg sukelianéios salygos.

1.  ATSARGIAI: Nenaudokite licio heparino ar
EDTA kaip koagulianto jusy kraujo méginiui,

FB-TDEV-PI-LT-00, Rev 8

FluoroBead”s-T: Resuspenduokite prie3 pakratydamil0
sekundziy.

Ry kalas: Atskieskite vieng dalj (10X) pradinio tirpalo
su devyniomis dalimis 1X PBS be Ca™ ir Mg™ drusky.
Laikykite 2- 5° C temperatiiroje.

Nestabilumo indikacijos

FluoroBeads®-T: Nenaudokite, jei granulés yra
supuolusios gabalais. Ttin supuolusios granulés gali
rodyti produkto gedima.

Ry Kkalas: 10X rySkalas turéty biiti spalvotas skaidrus
lirpalas. Nuosedy susiformavimas gali rodyti
nestabilumg ar uZter§ima bakterijomis.

1 pslis3
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MEGINI| EMIMAS IR PARUOSIMAS

Paimkite ma_ dil'ug 10 ml pilno kraujo. Pageidautina naudoti koaguliantg ACD ar CPDA. Nenaudokite licio hepaﬁno! T lasteles
turéty biiti atskirtos per 24 valandas, kad biity gautas did#iausias jy kiekis. Tatiau kraujas gali biti naudojamas iki 3 dienu senumo.
Naudokite kraujoméginj horizontalioje padétyje kambario temperatiiroje (20 — 25°C).

PROCEDURA

A. Pridedamos med iagos

15

(PR S ]

FluoroBeads™-T

Nurodymai deél Iasteliy izoliavimo ir testavimo
FluoroBeads®-T Rysklas (10X). Zr.“Gryninimas ir
apdorojimas, reikalingas paruosiant naudoti” dél 1X
instrukcijy.

B. Reikalingos medZiagos, kuriy néra pakuotés sudétyje

4,

5.

6.

[ klasés audinio tipavimo plokstelés (“One Lambda™
ar tolygios)

5 mlir 1,5 ml plastikiniai ar stiklo centrifugavimo
mégintuvelial su dangteliais.

Fosfatinio buferio druskos tirpalo (PBS) be Ca” ir
Mg drusky (t.y., “Trvine Scientific™ Kal. #9242)
Mak-Kojaus (McCoy’s) terpé ar jai lygiaverté su
5% HIFCS

Magnetinis separatorius (“One Lambda™ ar
Iygiavertis)

Aspiratorius ar vienkartineés pipetés

. Karséio inaktyvuotas fetalinis ver§eliy serumas

(HIFCS)

a) Pradinis tirpalas: Pakaitinkite FCS 56°C
temperatliroje 30 minudiy, kad inaktyvuotuméte
komplementa. Laikykite 2 — 5°C temperaturoje
ar padalinkite j alikvotas ir susaldykite -20°C
temperatlroje.

b) Darbinis tirpalas: [pilkite 5 ml HIFCS pradinio
tirpalo | 95 ml Mak-Kojaus (McCoy’s) terpe ar
jai lygiaverte,

C. Pasirenkamos medZiagos, nejtrauktos j paketo sudétj

1.
2.

Ficoll-Hypaque

Perkolis (Percoll)

a) Pradinis tirpalas (Percoll-X): Sumaisykite 1 dalj
10X PBS ir 9 dalis Percoll’io.

b) Darbinis tirpalas (50% Percoll’io): sumaisykite
lygias dalis Percoll-X ir PBS,

DaZymo/griidinimo reagentai

a) Akridino oranZo/etidZio bromido
FluoroQuench™ (OLI Kat. Nr. FQAES500) ar

b) EtidZio bromido FluoroQuench™ (OLI Kat, Nr.
FQEBS500), ar

NURODYMAI KAIP NAUDOTI

¢) Ipilkite 1 ml EB pradinio tirpalo j 9 ml
hemoglobino ar 1% radalo (zr. medZiagas Nr.,
11-14).

Hemoglobinas: Istirpinkite 10 g liofilizuoto

hemoglobine j 90 ml 5% EDTA/PBS. Papildykite

tarj iki 99 ml. Jpilkite 1 ml 1% natrio azido.

Centrifuguokite 1000 g 45 minutes. Laikykite

supernatanty -20° C temperatiroje.

DaZai: [8tirpdykite 1 g jaudio serumo aldumino

(BSA) | 10 ml 5% EDTA/PBS jpilkite 0,1 ml 1%

natrio azido ir 0,1 ml *Higgins® juodo kaligrafinio

radalo.

1% natrio azido: [8tirpdykite 1 g natrio azido j 100

ml PBS.

Atsargiai: Nairio azidas yra nuodingas. Visada

biikite uZsidéje apsaugines priemones, komet

lieciate.

5% Etilendiamintetraacetato ragétis (EDTA)/PBS:

Ipilkite 5 g EDTA j 90 ml PBS. Priderinkite pH iki

7.2 su 10 M NaOH istirpdyti EDTA. Papildykite

galutinj turj iki 100 ml su PBS.

Ftid, io bromido (pradinis tirpalas): iStirpdykite 50

mg 1 ml distiliuoto vandens. Pridékite 49 ml PBS.

Pakaitinkite voneléje su vandeniu 56°C

temperatiiroje 30 min. Padalinkite j alikvotas ir

sudaldykite -20°C temperatiiroje.

Karboksifluoresceino diacetatas (CFDA):

a) Pradinis CFDA tirpalas: Stikliniame
megintuvélyje istirpdykite 10 mg CFDA j 1 ml
acelono. Laikyti -20° C temperataroje. Laikyti
tamsoje.

b) Darbinis tirpalas: Naudokite vieng i8 §iy:
®  Paruosta PBS esant pH 7,2: Ipilkite 30 pl

pradinio CFDA tirpalo j 5 ml PBS (pH
7.2). Laikykite 2 - 5° C temperatiroje ne
ilgiau nei 1 savaite,

» Paruosta PBS esant pH 5.5: [pilkite 30 pl
pradinio CFDA tirpalo j 5 ml PBS (pH
5.5). Laikykite 2 - 5° C temperataroje ne
ilgiau nei 1 savailg.

Etapiné procediira.
“r. NAUDOJIMO TAISYKLES* 3 psl.

IZOLIAVIMO METODAI:
A. [I3skyrimas i3 pilno kraujo

1.
2

Tpilkite 2 ml kraujo j 5 ml mégintuvelj.
Pric8 naudodami kruop3éiai resuspenduokite
FluoroBeads®-T, Pakratykite maZdaug 10
sekundziy.

FB-TDEV-FI-LT-00, Rev 8

Ipilkite 100 pl FluoroBeads™-T j kraujo méginj.
Nedelsiant uzdenkite dangteliu ir invertuokite 2-3
kartus, kad i3sklaidytumeéte magnetines granules,
Sukite mégintuvelj kartg per sekundg 3 minutes 20 —
25°C temperatiiroje, kad leistuméte granuléms
susijungti su T lastelémis. NevirSykite 4 minuéiy.

2psl g3
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n

Naudokite i§ sukamajj prietaisa ( ,.galas pervirs
galo™) arba maiSykite pasukdami ranka.

Ipilkite 2 ml 1X rygkalo (Zr “Apdorojimas,
reikalingas paruodiant naudoti” instrukcijas,
pateiktas anks&iau). UZdarykite meégintuvelj ir
invertuokite 2-3 kartus, kad sumaiSytuméte, Tai yra
svarbiausias Zingsnis!

Nuimkite dangtelj ir patalpinkite mégintuveélj i
magnetinj separatoriy visas 3 minutes.

I3imkite ir nusiurbkite supernatanty, naudodami
vienkarting pipetg. Nuimkite mégintuvélj nuo
magneto.

Resuspenduokite Iasteles (granules) su 1 —2 ml
PBS. Lengvai stuktelkite j mégintuvélj, kad
i§skirstytumeéte granules. ]dékite mégintuvél] j
magnetinj separatoriy 1 minute. I$imkite ir
pasalinkite supernatantg. Pakartokite du kartus.
Pereikite prie “Zyméjimo ir lasteliy koncentravimo
procediiry” (Zemiau) arba resuspenduokite lasteles
(granules) 0,5 ml Mak-Kojaus {McCoy’s) terpéje ar
jai tolygioje su 5% HIFCS.

B. [Izoliavimas if Fikolio terpés sgveikos

1.

2,

3.

e

10.

12.

Centrifuguokite citruota ar heparinizuoty kraujg 10
minuéiy 400 - 900 g.

Surinkite leukocity plévelg ir atskieskite tolygiu
PBS kiekiu. Gerai imaiykite.

Uzdékite ne daugiau kaip 2 ml leukocity
plévelés/PBS misinio sluoksnj virs 1,5 ml. Ficoll-
Hypaque (Tankis (D) = 1,077) | 5 ml mégintuvélius
ir centrifuguokite 10 minuciy 1000 g.

Surinkite maZzdaug 1 ml saly&io pavirdiaus i§
kiekvieno megintuvélio ir perdékite j centrifuginj
mégintuvélj. Centrifuguokite 1,5 minutés 3000 g.
arba 10 minugiy 1000 g.

Pasalinkite supernatanta, resuspenduokite granule
PBS. Centrifuguokite 5 minutes 1000 g (pasalina
daugumg granuliy).

Naudodami vienkarting pipete, pasalinkite
supernatantg. Resuspenduokite granule | ml 20%
HIFCS/PBS.

Ipilkite 100 pl FluoroBeads®-T j mégintuvelj ir
uzdenkite dangteliu.

Sukite méginj 3 minutes 20 - 25°C temperatliroje.
Atidenkite dangtelj ir patalpinkite mégintuvélj j
magnetinj separatoriy 1 minute.

13imkite ir iSsaugokite supernatantg kitame
meégintuvélyje B limfocity atskyrimui, naudojant
FluoroBeads®-B.

Resuspenduokite granules/lasteles 1 ml 20%
HIFCS/PBS. Lengvai stuktelkite j mégintuvélj, kad
resuspenduotumeéte granules, Patalpinkite
magnetiniame separatoriuje 30 sekundziy
Naudodami vienkarting pipete, pasalinkite
supernatantg. Pakartokite 2 kartus.

Pereikite prie “Zyméjimo ir 1asteliy koncentravimo
procediiry” (Zemiau) arba resuspenduokite lasteles
(granules) 0,5 ml Mak-Kojaus (McCoy’s) terpgje ar
jai tolygioje su 5% HIFCS.

FB-TDEV-PI-LT-00, Rev 8

C. Izoliavimas i§ Fikolio terpés saveikos

L.

Atsildykite pilnas Igsteles 56°C temperatiroje
(DMSO (dimetilsulfoksid) pasalinimas
nereikalaujamas).

Uzdékite 0,5ml sluoksnj lgsteliy suspensijos virg 0.5
ml 50% Percoll*io 1.5 ml centrifuginiame
mégintuvelyje.

Centrifuguokite 2000 g 2 minutes ar 400 g 10
minuéiy.

Naudodami vienkartine pipete, padalinkite
supernatanty.

Resuspenduokite 1asteles 1 ml 20% HIFCS/PBS.
Ipilkite 100 pl FluoroBeads® T j megintuvelj ir
uZdenkite dangteliu.

Sukite méginj 3 minutes 20 - 25°C temperatiiroje.
Nuimkite dangtelj ir patalpinkite mégintuveélj j
magnetinj separatoriy 1 minute.

Perkelkite supernatanta j kitg centrituginj
mégintuvel] B limfocity atskyrimui, naudojant
FluoroBeads®-B.

. Resuspenduokite likusias granules/lasteles 1 ml

20% HIFCS/PBS. Lengvai pakratykite mégintuvélj,
kad resuspenduotumeéte granules ir uzdékite ant
magnetinio separatoriaus 30 sekundZiy. Naudodami
vienkarting pipete pa3alinkite supernatant.
Pakartokite dukart.

. Pereikite prie “Zyméjimo ir lasteliy koncentravimo

procediry” (Zemiau) arba resuspenduokite lasteles
(granules) 0,5 ml Mak-Kojaus (McCoy’s) terpeje ar
jai tolygioje su 5% HIFCS.

ZYMEJIMO IR LASTELIU KONCENTRAVIMO
PROCEDUROS
A. CFDA metodas

Nuimkite dangtel]j ir patalpinkite mégintuvelj i
magnetinj separatoriy 1 minute. Paalinkite
supernatanta. Praplaukite lasteles (granules) dukart
su PBS.

Ipilkite 0.5 ml CFDA (darbinio tirpalo, pHS5,5) ir
sumaidykite.

Inkubuokite mégintuvélj horizontalioje padétyje
tamsoje 10 minuéiy 20 - 23°C temperatiiroje.
agnetiSkai atskirkite (kaip paaiSkinta ankséiau) ir
dukart praplaukite lasteles su PBS.
Resuspenduokite 'steles 0,5 ml mak-Kojaus
(McCoy’s) terpéje ar jai tolygioje su 5% HIFCS,
Ipilkitel pl lasteliy suspensijos j tuiéig Terasaki
plokstelés Sulinélj. Fluorescentiniu mikroskopu
patikrinkite lasteliy skai€iy. Priderinkite
koncentracija 2 x 106° Igsteliu/ml (2000 lasteliy
viename Sulinelyje).

Meéginiai gali biiti perkelti j 1,5 ml mégintuvélius ir
laikomi horizantalioje padetyje 2 - 5°C
temperatiiroje ne ilgiau nei 2 dienas iki testavimo.

3psligs
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5. | kiekviena sulinélj jpilkite 5 pl vien i3 $iy

B. FQAE metodas griidinanéiy reagenty:

1. Ipilkitel pl lasteliy (granuliy) j Terasaki plokstelés a) FluoroQuench™ etidZio bromida (OLI Kat. Nr.
Sulinélj. FQEB500), ar

2. Ipilkite 5ul FQAE (OLI Kat. Nr. FQAE-500) j b) EB/hemoglobino darbinj tirpalg ar
Sulinelj. ¢) EB/1% dazy darbinj tirpala.

3. Fluorescentiniu mikroskopu patikrinkite 1gsteliy 6. Ploksteliy rodmenys gali biiti analizuojami
skaidiy. Priderinkite koncentracija prie 2 x 10° nedelsiant arba jos gali biiti laikomos tamsoje 2 -
1asteliy/ml (2000 lasteliy viename Sulinelyje). 5°C temperatiroje iki 2 dieny.

4. Meéginiai gali biiti perkelti j 1,5 ml mégintuvélius ir
laikomi horizantalioje padétyje 2 - 5°C B. FQAE metodas
temperatiiroje ne ilgiau nei 2 dienas iki testavimo. 1. Maidykite Igsteliy ruodinj kratydami granules ir

3 invertuodami mégintuvélj. Nemaisykite Svirkstu.

ABC TIPAVIMAS Pridekite | pl lasteliy (granuliy) i kickvieng ZLA [
A. CFDA metodas klasés tipavimo plokstelés Sulinel].

1. Maidykite lgsteliy ruosinj kratydami granules ir 2. Inkubuokite tamsoje 30 minugiy 20 - 25°C
invertuodami mégintuvelj. Nemaisykite Svirkstu. temperatiiroje. (Dél OLT LMT™ inkubuokite 60 min.
Pridékite 1 ul CFDA Zymeétujy lasteliy (granuliy) | at 20 - 25°C temperatiroje ir percikite prie Zingsnio
kiekviena ZLA I klasés tipavimo plokstelés Sulinel;. Nr. 5).

2. Inkubuokite tamsoje 30 minuéiy 20 - 25°C 3. [pilkite j kiekvieng $ulinélj 5 ul ABC komplementa.
temperatiroje. (Dél OLT LMT™ inkubuokite 60 4. Inkubuokite tamsoje 1 valanda 20 - 25°C
min. at 20 - 25°C temperatiiroje ir pereikite prie temperatlroje.

Zingsnio Nr. 5) 5. [ kiekvieng Sulinelj jpilkite 5 pl FQAE.

3. Ipilkite j kiekvieng $ulinélj 5 pl ABC triuio 6. Ploksteliy rodmenys gali biiti analizuojami nedelsiant
komplemento. arba jos gali hiiti laikomos tamsoje 2 -5°C

4. Inkubuokite plokstel¢ tamsoje 1 valandg 20 - 25°C temperataroje iki 2 dieny.
temperatiroje.

PROGEDDROS APRIBOJIMAI R A A AN A0 A N A8 B S B e

Lasteliy kiekis gali jvairuoti lyginant kiekviena méginj. priklausmai nuo Igsteliy skaic¢iaus ir nuo laikotarpio, praéjusio nuo kraujo
meéginio paémimo. Jvairios ligos gali salygoti limfocity kiekio sumazéjima. Kai kurie vaistai taip pat gali salygoti leukocity kiekio
sumaz¢&jima ir gali sukelti mazejanéia ZLA antigeny ekspresija. Lavoniniai méginiai gali turéti maza limfocity kiekj su padidéjusiu
monocity ir granulocity uZkrétimu.

UZterSimas kitomis lgstelemis gali sukelti silpnas/ klaidingas neigiamas reakcijas. Monocilai turi jvairuojantj ZLA Lir Il klaseés
antigeny kiekj. Trombocitai, turintys ZL A | klasés antigeny, gali susilpninti antiserumus absorbuodami antiktinus i§ antiserumy.

FluoroBeads®-T sudétyje yra pakankamai imunomagnetiniy granuliy i§skirti daugiau nei 90% CD19+ T lasteliy leukocity pléveléje
nuo 1 ml pilno kraujo.

SPECIFINES EKSPLOATACINES SAVYBES

iéskirlq l_cukuci-l-l.-;- grynumasturctq biti daﬁgiau nei 90%. Lastelés tﬁ-r'éi'q"féé-gunti suanti ZLA serumais ir biti lizuojamos pagél-lm '
normines limfocitotoksiniy tyrimy salygas.

[gliotasis atstovas curopoje

MDSS GMBbH, Schiffgraben 41, 30175 Hanoveris, Vokietija

PREKES ZENKLAI IR ATSAKOMYBES APRIBOJIMAI
®FluoroBeads yra ,One Lambda, Inc.” registruotas prekes Zenklas.

FB-TDEV-PI-LT-00, Rev § 4 psl. i85
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PERZIOROS ISTORIJA
_ Data Zidros i
7 2011/08 | Pasalintas katalogo ID FB1-40.
Pagalintas Zymeéjimas (naudoti bendrajai laboratorijai}; pakeistas (IVD) simboliu ir Zyméjimu {naudoti diagnostikai in
8 2013/11 | vitro). Antrame puslapyje pridéta antraété, Pridétas prekes Zenklo ir garantijos apribojimy skyrius. Suformatuotos visos
antradtés, kas bity vienodos. Skyriai su punktais pakeisti j dvigubus stulpelius.

FB-TDEV-PI-LT-00, Rev 8 Spsligs
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” . dauginti draudZiam:
QUANTA Lite® Calprotectin ELISA inova :
For InVitro Diagnostic Use 704770 | RxOnly Diagnostics
CLIA Complexity: High A Werfen Company
Intended Use

QUANTA Lite Calprotectin is a quantitative ELISA for detecting concentration of fecal calprotectin.
QUANTA Lite Calprotectin can be used as an in vitro diagnostic to aid in the diagnosis of Inflammatory
Bowel Diseases (IBD, Crohn's disease and ulcerative colitis) and to differentiate IBD from Irritable Bowel
Syndrome (IBS) in conjunction with other clinical and laboratory findings.

Summary and Explanation of the Test

Calprotectin' is a calcium and zinc binding protein produced by PMNs, monocytes and squamous
epithelial cells except those in normal skin.%® After binding calcium it can resist degradation by leukocytic
and bacterial enzymes.>® By competing with different enzymes for limited local amounts of zinc,
calprotectin may inhibit many zinc dependent enzymes'® and thereby kill micraorganisms or animal and
human cells in culture."""?

Calprotectin can be detected even in small (less than one gram) random stool samples™ Furthermore,
organic diseases of the bowel give a strong fecal calprotectin signal, i.e. elevations are often five to

several thousand times the upper reference in healthy individuals™

inflam

5 %1% indicating intestinal

mation.

Patients with organic or functional abdominal disorders may have similar symptoms, and clinical
examination alone may not be sufficient to give a specific diagnosis. Additionally, the QUANTA Lite
Calprotectin assay has been demonstrated to be a marker of inflammatory bowel disease in both

children and adult patients.

16-20

Inflammatory bowel disease (IBD), i.e. ulcerative colitis and Crohn's disease, may appear from early
childhood to late adulthood, and the diagnosis is often delayed due to vague symptoms or reluctance to
perform endoscopy and biopsy.

Principles of the Procedure

QUANTA Lite Calprotectin is an enzyme-linked immunosorbent assay (ELISA) system with colorimetric
detection based on the use of polyclonal antibody against calprotectin. Calprotectin present in the dilute

sampl

e is bound by the antibody adsorbed to the surface of the plastic well. The enzyme conjugated

antibody binds to the captured antigen and subsequently the enzyme catalyzes the conversion of the
substrate to a colored product. The intensity of the color is proportional to the amount of conjugate
bound, and thus to the amount of captured calprotectin. Concentration of calprotectin in the samples is
calculated using the provided Calibrators.

Rea
1.

2.

10.

gents
Antibody coated plate: 12 strips, 8 well per strip, coated with polyclonal rabbit antibody against
calprotectin. The plate is stored in a sealed bag containing a desiccant.
Enzyme conjugate antibody (IgG): 1 vial containing 15 ml alkaline phosphatase-labelled 19G
antibodies (rabbit) against human calprotectin in a buffer solution with Proclin 300 as a
preservative. Ready-to-use.
Substrate: 1 vial containing 15 ml substrate reagent with Sodium-azide as a preservative. Ready
to use.
Washing solution (20x): 1 vial containing 50 ml concentrated washing solution (20x). To be
diluted with distilled water.
Dilution solution (10x): 1 vial containing 20 ml concentrated diluent solution (10x) to be diluted
with distilled water.
Extraction solution (2.5x): 2 vials containing 50 ml concentrated extraction solution (2.5x) to be
diluted with distilled water. This concentrated solution is irritating to eyes and skin.
Calibratars: 6 vials containing 1.0 ml Calprotectin at six known concentrations (6.25, 12.5, 25, 50,
100 and 200 ng/ml). The value of each Calibrator is printed on the vial label. Ready to use.
Control 1: 1 vial containing 1.0 ml. Ready to use. Do not dilute. The lot-specific range of values is
printed on the vial label and is expressed as ng/ml. Approximate range = 20 - 40 ng/ml or (50 -
100 mg/kg).
Control 2: 1 vial containing 1.0 ml. Ready to use. Do not dilute. The lot-specific range of values is
printed on the vial label and is expressed as ng/ml. Approximate range = 40 - 80 ng/ml or (100 -
200 mg/kg).
Microtiter plate cover, 1 piece.

Precautions and Warnings

1
2.

For In Vitro use only.

Follow universal precautions. Materials of human origin used in this kit have been tested and
confirmed negative for HBsAg and anti-HIV | and 1l and anti-HCV antibodies. They should be
treated as a potential biohazard, and handled and disposed of according to local laboratory
legislation.
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3. Reagents, samples and microtiter strips should be allowed to reach room temperature (20-25°C)
before starting the test.
4. Warning: do not interchange components from the different kit batches. Satisfactory performance

of the test is guaranteed only when componenis from the same batch of QUANTA Lite
Calprotectin are used.

5. The substrate reagent contains sodium azide as preservative at concentrations less than 0.1 %
(w/w). On disposal, flush with large volumes of water to prevent the build-up of potentially
explosive metal azides in lead and copper plumbing.

6. Substrate reagent should be pale yellow. Substrate is light sensitive, store in the dark and shake
before use.

7 Unused microtiter strips should be re-sealed airtight in the plastic bag with the enclosed desiccant
and stored at 2-8°C.

8. Insufficient washing of the ELISA plate can lead to erroneous values of Calprotectin due to
incomplete removal of reagents. Routine maintenance of aspiration/wash system is strongly
recommended.

9. When handling extraction buffer, wear suitable protective clothing. In case of contact with eyes

rinse immediately with plenty of water and seek medical advice.

10. All reagents, except to the substrate and the concentrated washing solution, contain Proclin 300
as a preservative agent below the allowed limits.

11. Adaptation of this assay for use with automated sample processors and other liquid handling
devices, in whole or in part, may yield differences in test results from those obtained using the
manual procedure.

Storage Conditions

1. All reagents and working solutions must be stored at 2-8°C.

2. The expiration date is printed on all component labels.

3. Avoid exposure to high temperature, direct sunlight or extreme humidity.

4 Unused microtiter strips should be resealed airtight in the plastic bag with the desiccant inside

and stored at 2-8°C.

Reagent stability (unsealed reagents)

Reagent Storage conditions | Storage time
Conjugate 2-8°C 30 days
Substrate 2-8°C 90 days
Calibrators 2-8°C 30 days
Controls 2-8°C 30 days

The Substrate reagent is light sensitive and should be pale yellow. Store in the dark and shake before
use.

Stability of working solutions

Reagent Storage conditions | Storage time
Washing salution 20-25°C 30 days
Extraction solution | 2-8 °C 90 days
Dilution solution 2-8°C 30 days

Specimen Collection

Random stool collection. Loose or liquid stool samples are acceptable as normalization to stool weight is

part of the calculation of the result. Submission of stool samples from diapers should be avoided unless

the sample submitted can be taken from a portion of the stool which is not in contact with the diaper
material.

Sample requirements:

1 1-5 g stool in a screw-top clean vial. No preservative is necessary or indicated.

2. Sample transport: Stool specimen should be received by the laboratory within 10 days of
collection. Temperature during shipment should not exceed 30°C. Sample must be extracted
within 10 days of collection.

3. Sample storage: Samples may be stored at 2-8°C for up to 4 days before testing. If samples will
not be tested within 4 days, freeze stored samples at -20°C.

Note: Individual laboratories may choose to perform their own studies or utilize references to determine
specimen sample stability criteria for their laboratory.

Procedure
Additional Materials Required But Not Provided

Feces sample collection
1. Sample collection tube
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2. Transport container Be ra&tidko UAB “Werfen” leidimo
dauginti draudZiama

Feces preparation

Disposable, breakable sterile inoculation loops or wooden stick

Disposable polystyrene screw cap tubes, 14 ml

Eppendorf tubes (1 + 1.5 ml)

Sensitive digital scale (40-150 mg)

Vortex mixer

Shaker

Microcentrifuge (10,000g)

Freezer (-20°C)

quipment for ELISA measurements
Multi-channel pipette, 50-200 pl
ELISA plate washer

ELISA plate reader (filter 405 nm)
Distilled water

Stop solution (NaOH 1M)

Method

Before you start

Bring all reagents and samples to room temperature (20 -25°C) and mix well.

1 Extraction buffer: Dilute concentrated Extraction solution by adding 1 part (50 ml) of it to 1.5 parts
(75 ml) of freshly distilled water to obtain 125 ml working solution. Mix well.

2. Diluent buffer: Dilute concentrated Dilution solution by adding 1 part (20 ml) of it to 9 parts (180
ml) of distilled water to obtain 200 ml working solution. Mix thoroughly.

3. Washing solution: Prepare the washing solution by diluting the content of the whole vial (50 ml)
with distilled water to a final volume of 1000 ml.

GhONAM ONOOLAWN =

Sample Preparation

1 Thaw frozen stool samples at room temperature and ensure that all reagents reach room
temperature (20-25°C).

2. Weigh (tare) the empty screw cap tube together with the inoculation loop or the wooden
applicator stick.

3. Take out approx. 100 mg (between 80 - 120 mg) feces by means of the inoculation loop or
wooden applicator stick, and place into a screw-cap-tube.

4, Weigh tube and loop with feces and calculate net feces weight (between 80 - 120 mg).

5. Break off the loop handle or the wooden applicator stick, leaving the loop or wooden stick with

feces and a 4-6 cm handle inside the screw cap tube.
6. Add pre-diluted extraction buffer (weight/volume ratio 1:50), e.g. 100 mg feces + 4.9 ml diluted
extraction solution as described in the table below. Close the tube.

Extraction
Bteels (mg) solution (ml)

120 59

115 56

110 54

105 52

100 49

95 47

90 4.4

85 4.2

80 3.9
7. Shake/mix vigorously for 30 seconds by means of a vortex.
8. Homogenise 25 + § minutes on a shaker or roller. The inoculation loop or the wooden stick inside

the tube will act as an agitator.

9. Transfer the homogenate (1 ml) to an Eppendorf tube and centrifuge for 20 min. at 10,000 at RT
using a bench-top centrifuge.

10. Transfer 0.5 ml of the clear extract supernatant to a new Eppendorf tube. Avoid contact with the
pellet as aggregates or particles can cause erroneous calprotectin values.

11. The extracts may be tested immediately or stored at —20°C (up to three months) for later
measurement.

Assay procedure

1. Ensure that all reagents reach room temperature (20-25°C).

2. Thaw frozen sample at room temperature.

3. Dilute samples 1:50 (20 pl sample + 980 pl dilution buffer). For further dilution of high
concentration samples, dilute the sample to a final 1:250 dilution (e.g. 200 pl of the 1:50 dilution +
800 pl dilution buffer).

4, Suggested plate layout in duplicates is shown below. Fit the strip holder with the required number

3
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of micro ELISA strips. Use uncoated strips to complete the strip holder if the washer redtiifgatigravdziama
full plate. Blank, Calibrators and cantrols must be included in each run.

1 2 3 4 5 6
A Blank |Calibrator D| Control.2 | Sample 4 | Sample 8 | Sample 12
B Blank |Calibrator D| Control.2 | Sample 4 | Sample 8 | Sample 12
C |Calibrator A|Calibrator E| Sample 1 | Sample 5 | Sample 9 | Sample 13
D |Calibrator A|Calibrator E| Sample 1 | Sample 5 | Sample 9 | Sample 13
E |Calibrator B|Calibrator F| Sample 2 | Sample 6 | Sample 10
F |Calibrator B|Calibrator F| Sample 2 | Sample 6 | Sample 10
G |Calibrator C| Control.1 | Sample 3 | Sample 7 | Sample 11
H |Calibrator G| Control.1 | Sample 3 | Sample 7 | Sample 11

5. Add 100 pl of Dilution buffer to wells A1-B1 (blank).

6. Add 100 pl of each Calibrator in duplicate wells (C1-D1, E1-F1, G1-H1, A2-B2, C2-D2, E2-F2).

7. Add 100 pl of each control in duplicate wells (G2-H2, A3-B3).

8. Mix diluted sample well before application to the plate and add 100 pl of each sample in duplicate
wells (C3-D3, E3-F3...).

9. Cover plate with plate cover and incubate at room temperature for 45 + 5 min.

10. At the end of the incubation time, wash the plate by adding 0.4 ml of diluted washing solution to
each well. Repeat this step two more times up to a total of 3 washing steps. After the final
aspiration, invert plate and tap gently on absorbent tissue to ensure complete removal of washing
solution. Remove as much liquid as possible.

11.  Add 100 pl of conjugate to each well. Note: a multi-channel pipette is recommended in order to
avoid variation.

12. Cover plate with plate cover and incubate at room temperature for 45 + 5 min.

13. Repeat washing step as above (see 10).

14. Add 100 pl of substrate solution to each well.

15. Incubate the plate at room temperature for approx. 30 minutes in a dark place or wrap the plate
with an aluminium foil.

16. Read the OD values by means of an ELISA reader at 405 nm. When Calibrator F reaches an OD
value between 1.8-2.1, the reaction should be read with an automatic EIA reader or stopped by
adding 100 pl 1M NaOH stop solution. Plates stopped with 1M NaOH may be stored at 4°C for 24
hours. If the OD reading of Calibrator F is outside 1.8-2.1, the assay is considered valid if all the
criteria outlined in the Quality Control section are met.

Quality Control

1. A new calibration curve is used with each run.

2. The plate background should be < 0.2 OD

3. Control 1 and 2 are to be included in each run.

Calculation of Results

Calculate the mean optical densities (OD) for each sample duplicate. Subtract the mean Blank OD from
all values. Plot the Calibration curve with actual calprotectin concentration of Calibrators as ng/ml and
corresponding mean OD values on an x-y system using a linear/linear Cubic Spline or point-to-point line

fit.

The readings of the Samples from the Calibration curve is corrected for the dilution and converted to
mg/kg by multiplying 2.5 (e.g. a reading of 50 ng/ml becomes 125 mg/kg). If samples are further diluted
this must be compensated for during calculations. Concentrations can also be determined by use of a
computer linked to the ELISA reader.

The analytical sensitivity of QUANTA Lite Calprotectin is 6.25 ng/ml, which corresponds to 15.6 mg
calprotectin/kg feces at a sample dilution of 1:2500.

Interpretation of Results

A cut-off study was performed internally and provided the value reported in the table below:

Calprotectin

Coficantration Interpretation | Follow-Up
<15.6 - 50 mg/kg Normal None

50 - 120 mg/kg Borderline Re-evaluate at 4-6 weeks
>120 mg/kg Abnormal Repeat as clinically indicated

Further evaluations including asymptomatic patients, as well as patients with IBS (to differentiate from

IBD) and international studies *

#1922 confirmed the appropriateness of such values.
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Limitations of the Procedure
1. False-negative results could occur in patients who have granulocytopenia due to bone marrow
depression.
2. Some patients who are taking NSAIDs will have elevations in their fecal calprotectin levels."”
3. Patients with IBD fluctuate between active (inflammatory) and inactive stages of the disease. These
stages must be considered when using the QUANTA Lite Calprotectin assay.
4. The use of proton pump inhibitors (PPIs), microscopic colitis and diverticular disease may also lead
to elevated calprotectin level. Patients affected by untreated coeliac disease may occasionally show
elevated calprotectin value.?
5. Other intestinal impairments, including many gastrointestinal infections and colorectal cancer, can
result in elevated levels of calprotectin. These specimens will test positive with the QUANTA Lite
Calprotectin assay. Therefore, a diagnosis of active IBD cannot be established solely on the basis of
a positive result with the QUANTA Lite Calprotectin assay.
6. Fecal calprotectin is an indicator of neutrophilic presence in the stool and is not specific for 1BD.

Specific Performance Characteristics and Clinical Studies

Summary of Clinical Studies

For the QUANTA Lite Calprotectin assay, the clinical study included 138 samples, of which 98 patients
affected by Crohn disease, Ulcerative and Intermediate Colitis and 40 are negative samples from Irritable
Bowel Syndrome (IBS), Recurrent Abdominal Pain (RAP) and other disease patients. The positive
patient samples were diagnosed by means of clinical findings and/or confirmed with colonoscopy. Tables
1 and 2 below demonstrate the clinical performance of the QUANTA Lite Calprotectin assay.

Table 1: Clinical Performance of QUANTA Lite Calprotectin assay (with QUANTA Lite Calprotectin
borderline sample values considered positive with a cut-off of 50 mg/k

; Positive 95 6 101
QUANTA Lite 2
- | Negative 3 34 37
Calprotectin® [kl 98 40 138
Sensitivity 96.9% 95%C.IF. (91.3% - 99.4%)
Specificity 85.0% 95%C.1. (70.2% - 94.3%)
PPV 94.1% 95%C.|. (87.5% - 97.8%)
NPV** 91.9% 95%C.l. (78.1% - 98.3%)

Table 2: Clinical Performance of QUANTA Lite Calprotectin assay (with QUANTA Lite Calprotectin
borderline sample values considered negative with a cut-off of 120 mg/k

; Positive 78 3 81
g::g{:::;:g) | Negative 20 37 57
Total 98 40 138
Sensitivity 79.6% (95% Cl 70.3% - 87.1%)
Specificity 92.5% (95% Cl 79.6% - 98.4%)
PPV* 96.3% (95% CI 89.6% - 99.2%)
NPV** 64.9% (95% Cl 51.1% - 77.1%)

*  PPV: Positive Predicative Value
** NPV: Negative Predicative Value
§ C.l: Confidence Interval

Method Comparison

A comparison study was performed which compared the QUANTA Lite Calprotectin to a comparator test
using 131 clinical samples. These samples consist of clinically diagnosed IBD and IBS patients (clinical
history and/or biopsy) and negative samples. The negative samples were obtained from patients with IBS
or other diseases. All samples were tested with the QUANTA Lite Calprotectin (y) and the predicate
device (%) according to their corresponding package inserts. The results are summarized in Table 3, 4,
and 5.

Table 3: Deming Regression Analysis
Slope (95% CI) y-intercept (95% CI)
y = 0.98x-1.85 0.98 (0.961c 1.01) -1.85 (-3.96 to 0.96)
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Table 4: Method comparison (with calprotectin borderline sample values considered positive with a cut-

off of 50 mg/kg).
alue

QUANTA Lite Pos 74 1 75
Calprotectin Neg 4 52 56
78 53

Paositive Agreement  94.9% (95% C.l. 87.4% - 98.6%)
Negative Agreement 98.1% (95% C.I. 89.9% - 100.0%)
Qverall agreement 96.2% {95% C.l. 91.3% - 98.7%)

Table 5: Method comparison (with calprotectin borderline sample values considered negative with a cut-
off of 120 mg/kag).

PhiCal™
Pos Neg
QUANTA Lite Pos 43 2 45
Calprotectin Neg 4 82 86
47 84

Positive Agreement  91.5% (95% C.I. 79.6% - 97.6%)
Negative Agreement 97.6% (95% C.l. 91.7% - 99.7%)
Qverall agreement 95.4% (95% C.1. 90.3% - 98.3%)

Precision and Reproducibility
1. Extraction Reproducibility
In order to determine the extraction-to-extraction reproducibility, three samples (1 positive, 1 around cut-

off and 1 negative) were extracted 10 times each, and each extract tested in duplicate. The results are
reported below.

Extracted stool sample #
1 2 3
Mean (mg/kg) 284 411 79.4
sD 39 37 586
% CV 13.6 8.9 7.0
2. Intra-assay precision

The study has been carried out by extracting 8 different stool samples (6 positive, 1 around cut-off and 1
negative) and assaying each extract in 10 replicates during the same run.

Extracted stool sample # 1 2 3 4 5] 6 7 8

Mean (mg/kg) 438.7 | 3552 | 3529 | 311.7 | 199.9 | 1257 | 578 27.7

SD 337 43.0 437 38.8 6.6 9.8 29 1.0

CV% 7.7 12.1 12.4 12.4 33 7.8 50 3.7
3. Inter-assay precision

The study has been carried out by extracting 8 different stool samples (5 positive, 1 around cut-off and 2
negative) and assaying each extract in 5 replicates, using one lot of the test kit, in 6 different runs over 6
consecutive days (one run per day).

Extracted stool sample # 1 2 3 4 5 6 7 8

Mean (mg/kg) 3599 | 2098 | 1855 | 1170 | 704 48.8 40.9 20.6
SD 27.5 17.8 17.8 9.3 6.8 45 34 26
CV% 7.7 8.5 9.6 8.0 9.6 9.3 8.2 124
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4, Inter-lot test precision

The study has been carried out by extracting 6 different stool samples (3 positive, 2 around cut-off and 1
negative) and assaying each extract in 5 replicates, using 3 different lots of the test kit.

Extracted Lot # 5637 Lot # 5888 Lot # 5488 Overall
stool Mean Mean g Mean Mean

sample # | (mg/kg) oY (mg/kg Aoy (mg/kg) i (mg/kg) 20 | WeV
1 106.1 52 103.2 2.8 113.9 1.3 107.7 | 5.779 5.4
2 63.4 4.7 60.4 22 65.5 6.8 63.1 3.682 5.8
3 185.0 35 177.7 13.3 192.6 0.8 1851 | 14545 | 7.9
4 440 23 43.5 42 43.8 32 438 | 1.358 3.1
5 36.5 39 38.2 7.3 332 7.2 36.0 | 3.001 8.3
6 340.0 12 354.6 13.6 340.2 13.7 | 3449 | 42615| 124

5. Accuracy / Recovery

The study was carried out by testing 7 different stool samples. Each extracted stool sample was “spiked”
with an equal and constant quantity/volume of calprotectin (Calibrator C diluted 1:1) or with an equal
volume of sample diluent to compensate for volume adjustments. Each Calprotectin-spiked extract was
assayed in triplicate. Data are shown in table below.

Calprotectin Recovery Data

Sample # 1 2 3 4 5 6 7
Baseline (mg/kg) 18.3 47.5 59.4 66.5 | 115.2 | 2325 | 421.9
Spike Value (mg/kg) 31.2 31.2 31.2 31.2 31.2 31.2 31.2

Theoretical (Base +Spike) (mg/kg) 49.6 78.8 90.6 97.8 146.4 | 263.7 | 4521
Observed (Base + Spike)  (mg/kg) 49.8 81.1 100.1 | 108.7 | 166.0 | 271.3 | 475.0
Recovery (%) 1005 | 103.0 | 1105 | 1111 | 1134 | 1028 | 1126

Linear Range

3 high positive extracted stool samples, 3 low concentration extracted stool samples around the level of
LOD (6.85 mg/kg) or a calprotectin reference material for Calprotectin kit were used in the study. The 3
high positive extracted stool samples were pooled (H) and diluted with a pool of the three low
concentration extracted stool samples (L). The results of the assessment of the linearity ranges show
that QUANTA Lite Calprotectin has both acceptable linearity and accuracy from 20.4 - 492.8 mg/kg for
matrix and from 8.2 — 538.5 mg/kg for agueous linearity.

However, it was decided to limit the reportable range to the values of the lowest and highest calibrators
contained within the assay kit (6.25 — 200 ng/ml (15.6 — 500 mg/kg))
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Matrix Linearity
Test Range Slape Y-intercept R° % Recovery Rate
(ma/kg) (95% CI) (95% CI) (Obtained/Theoretical)
Pool #.1 20410 1.0126 -3.77769
4928 | (095t01.08) | (23851016.29) | 0-9946 | 87.0% to113.2%

Aqueous Linearity

Test Range Slope Y-intercept R* % Recovery Rate
(mg/kg) (95% CI) (95% CI) (Obtained/Theoretical)
0.9853 2714
Pool#2 |8.2 to538.5 {2904;9088;:0 (-5.813 to 11.241) 0.999 95.2% to 109.3%






