PN IM2743

50 tests
20 pL / test

Myeloperoxidase-FITC
Lactoferrin-PE

10Test®

Conjugated Antibodies

For Research Use Only. Not for use in diagnostic procedures.

SPECIFICITY

Myeloperoxidase (MPO) 1s an heterodimeric glycoproten of 150 kDa with an
a2p2 struciure The two subunits (¢ and B) have molecular weights of 55 and
15 kDa, respectvely (1, 2)

MPO synthesis occurs in bone marrow at an early stage of myeloid lineage
differentiation MPO 1s specifically expressed duning promyelocytic formation,
the stage at which azurophilic granules (or pnmary granules) are formed (1, 3,
4) MPO s stll found in mature myelod cells, then consttuting the major
constituent of azurophiic granules of neutrophuls {4, 5, 2)

MPO acls as a potent mucrobicidal agent catalyzing the formation of
hypechlorous acid (HOCI) in the presence of active oxygen {(HoO2) (1, 4)

MPG 15 stored 10 polymorphonuclear neutrophilic granules and on macro-
phages, but is not expressed in lymphocytes, platelets and erythrocyles (2}

Lactofernn 15 a 76 kDa single chain polypeptide with iron-binding properties
This protein shows structural similanties to transfernn, the plasma ron-
transport proten (6, 7, 8)

Lactofernn  synthesis octurs at the myelocytic stage dunng the
pelymorphonuclear neutrophil (PMN) ontcgeny and constitutes a component of
secondary (or specific) granules located in the cyloplasm (4) Unhke
myeloperoxydase, lactoferrtn 1s absent from azurophilic granules and appears
at a later step of maturaton n the granulocytic differentiation (7, 3)
Consequently, among pernpheral whole blood leucocytes, lactofernin
expression 1s restrected to the neutrophil subset (7) The intracellutar location of
lactofernn within azurophilic granules 1s unique However, lactofernn is found in
some physiological fluids such as saliva, tears, semen, pancreatc secretion,
colostrum and serum (7)

In normal bone marrow samples, the majonty of cells are of myelod ontogeny
and, then express myeloperoxydase Among these myeloperoxydase-
expressing cells, lactofernn expression 13 reswicted to the more mature subset
of cells

Lactofernn 1s involved n varnious immunoregulatory functions asscciated to
anti-infective and inflammatory responses such as 1 wviiro antibody synthesis,
cytokines production, NK-cell cytotoxicity, complement actvation and
lymphocytes proliferation (6, 7)

CLB-MPO1 moneclonal  antibody recognizes the human  intracellular
myeloperoxidase and the precurser of MPO (proMPO) which is enzymatically
inactive CLB-13.17 monoclonal antibody recognizes infracellular lactoferrn A
cell permeabilization procedure 15 therefore required to address the
cytoplasmic compartment n flow cytometnc studies

REAGENTS
MPO-FITC Lactoferrin-PE
CLB-MPO1 CLB1317

lgGG2a (mouse)
SP2/0 x CAF spleen cells

fgG1 {mouse)
SP2/0 x CAF spleen cells

Conjugations « Fluorescein isothiocyanate (FITC) 1s conjugated at 3-5
metes of FITC per mole of Ig

Excitation wavelength 488 nm

Maxirmum emission wavelength 525 nm

Main emissien color Green

* R-phycoerythrin (PE) 1s conjugated at 0 7-1 mole of PE
per mole of Ig

Excitation wavelength 488 nm

Maximum emission wavelengtht 575 nm

Main emssion color Orange-red

2 mg/mL bovine serum albumin in phosphate-buffered saltne
containing 0 1% sodium azide

APPLICATIONS

*+ Flow cytometnic analysis of intracellular myeloperoxydase and lactoferrin

= |dentification and charactenzation of specific stages of maturation of myelod
Itneage

+ Research studies on polymorghonuclear granules charactenzation
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Buffer

The 1QTest dual color combination MPO-FITC / Lactofernn-PE 1s optimized to
detect ntracellular myeloperoxydase and  lactofernn  after  formal-
dehyde / saponin-based permeabilizing procedures on whole blood samples,
bano marrow sarples and density purdied ceflsuspersicns  IntraPrep™
Permeabihzation Reagent 1s recommended (PN IM2388, PN IM2389).

STATEMENT OF WARNINGS

1 This reagent contans 0 1% sodium azide Sodium azide under acid
conditions yields hydrazoic acid, an extremely toxic compound Azide
compounds should be flushed with running water while being discarded
These precautions are recommended to avoid deposits in metal piping
which explosive condittons can develop If skin or eye contact occurs,
wash excessively with water

2 Specimens, samples and all matenal coming in contact with them should
be handled as if capable of transmitting infection and disposed of with
proper precautons

3 Never pipet by mouth and avoid contact of samples with skin and mucous
membranes

4 Do not use anhbedy beyond the expiration date on the label

5 Do not expose reagents to strong ight dunng storage or incubation

6 Avoid microbial contamination of reagents or incorrect results might ecour

STORAGE CONDITIONS AND STABILITY
Each reagent 15 stable up to the expiration date when stored at 2-8°C Do not
freeze Minimize exposure to light

REAGENT PREPARATION
No recenstiution 1s necessary This monoclonal antbedy may be used directly
from the vial Bnng reagent to 20-25°C prior fo use

PROCEDURE
This reagent 15 designed for flow cylomelnic studies after permeabilization of
the cells

The following 1s the recommended permeabihzation procedure using
IntraPrep™ Permeabilizabon Reagent (PN IM2388, PN IM2389), for combined
membrane and intracytoplasmic stamning with conjugated antibodies

1 Dispense 50 uL of whole blood {or 5 x 105 white blood cells) into two
tubes for each sample
* One membrane and cytoplasmic staning test tube = assay tube
= One membrane and gytoplasmic control tube (isotypic control or speciic

antibody used for control) = control tube

2 Add 20 pL {or 10 pL, depending on the manufacturer recommendations) of

membrane-specific conjugated monocional antibody to the assay tubes,

and 20 pl {or 10 pL, depending an the manufacturer recommendations) of

appropriate membrane isotypie control {or conjugated specific antibody

used for the control tube) to the control tubes

Vigorously vortex tube by tube

Incubate for 15 minutes at room temperature (18-25°C) in the dark

Add 100 pL of IntraPrep Reagent 1 to each tube

Vigorously vortex tube by tube.

Incubate for 15 minutes at rcom temperature in the dark

Add 4 mL of PBS

Centrifuge for 5 minutes at 300 x g at room temperature

Discard superratant (by aspiration)

Add 100 L of IntraPrep Reagent 2 to each tube

Let mpang cccurs WITHOUT VORTEXING

12 Incubate for 5 minutes at room temperature WITHOUT VORTEXING

13 Gently agitate (manualiy), for 1 to 2 secends

14 Add 20 pi (or 10 pL, depending on the manufacturer recommendations) of
intracellular conjugated specific antibody to the assay tubes,
and 20 L {or 10 pL, depending on the manufacturer recommendations) of
the appropnate intracetlular control reagent (eg conjugated I1sotypic
centrol or conjugated specific antibody used for control) to the control
tubes

15 Gently vortex tube by tube

16 ncubate for 15 menutes at rcom temperature in the dark

17 Add 4 mL of PBS.
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18 Centrifuge for S minutes at 300 x g at room temperature

18, Dhscard supernatant (by aspiration)

20 Resuspend cells 1n 500 pL of PBS, contaning 0 5% formaldehyde and
proceed to flow cytometry analysis

The specimen should be analyzed within two hours of IntraPrep treatment
when stored at 18-25°C Ctherwise, fixed preparations should be stored at 2
8°C n the dark and anaiyzed within 24 hours

If the membrane staining 1s not required, start the permeabilization procedure
at step 5 by adding 100 pL of IntraPrep Reagent 1 to a volume of 50 ul of
whole blood (or 5 x 105 cells / test) and continue as further described.

EXAMPLE DATA

‘fhe graphs below are biparametric representations (Fluorescence Intensity
versus Fluorescence Intensity) of a permeabilized normal whole blood sample
Staining 1s with MPO-FITC / Lactefernn-PE dual color reagent (PN IM2743)
Gate 1s on leucocyles Permeabilization 1s done using IntraPrep Permeabilizing
Reagent (PN IM2388 and IM2389).

« Upper nght quadrant (2} contains MPO- and Lactofernn-double positive
leucocytes corresponding to granuiocytes

« Lower left quadrant {3) contans MPO- and Lactofernn-double negative
leucocytes constituted of lympocytes and debns

« Lower nght quadrant (4) contans MPO-postive, Lactoferrn-negative
{eucocyles clustering monocytes

Figure 1
Acquisition 1s with a COULTER® EPICS® XL flow cytometer Analysis is with
the XL System Ii™ software
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Figure 2

Acquisiion 1s with @ Becton Dickinson FAGScan™ flow cylometer equipped
with LYSYS II™™ software Analysis 15 with EXPO2™ Cytometer software
(Coulter PN 6605434)
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