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SPECIFICITY

TIA-1 is a 17 kDa cytoplasmic granule-associated protein, expres-sed
in cells possessing cytoiytic potential (1, 2), and recentty designated as
GMP-17, for granule mambrane protein of 17 kDa (3). The GMP-
17/ TIA-1 molecule coukd be involved in the molecutar cascada of
signaling Fas (CD95)~-mediated apoptosis (2 — 4).

Within hematopatetic cell lines, the “TIA-1" monocional antibody (clone
2G8) reacts with about 90% of CD16", 50-60% of CD8’, and less than
10% of CD4” normal peripheral biood lymphocytes (5). It reacts with
almost all monocytes and granulocytes (3). This antibody also reacts
with CD4" activated T-cell clones, activated NK cell clones, and Con A-
activated thymocytes, but not with B tymphocytes or B-cell lines (1, 5).
The 2GS monoclonal antibody (mAb) is a useful reagent for detecting
cytolytic effector cells in tissue infitrates (3, 8, 7). In research studies
uslngmengnd\bwimmermrkersoracﬂvatedcytdmdcceﬂs
(such as granzyme B), a high percentage of activated CTLs was
detected In biopsy material of Hodgkin's disease patients,
dernonstrating that GMP-17 / TIA-1 represents a strong indicator for an
unfavorable clinical outcome (8). This antibody was also used In
research studles of lymphocyte subsets undergoing apoptosis In ymph
nodes of HIV-1" patients (9- 11). .

The 2G9 mAb was evaluated during the 5th Intemational Workshop on
Human Leucocyte Differentiation Antigens, In the' section of monocional
amibodies reactive with intracellutar antigens (6.

REAGENT ) .

Clone 2G9 (2G9A10F5 or TIA-1)

Isotype IgG1, « .

tmmunogen  Digitonin-permeabilized human peripheral biood T
lymphocytes

Hybridoma  NS/-Agd x Balbic

Species Mouss

Source Ascites fluid

Purification  lon exchange or affinity chromatography

Conjugation  R-phycoerythrin (PE) is conjugated at 0.5 - 1.5 maoles

of PE per moie of Ig.
Excitation wavelength: 488 nm
Maximum emission wavelength: S75 nm
Main emission color: Orange-red
Buffer 2 mg/mL bovine serum albumin in phosphate-buffered saline
containing 0.1% sodium azide.
APPLICATION

Flow cytomatry.

STATEMENT OF WARNINGS

1. This reagent contains 0.1% sodium azide. Sodium azide under
acid condiions yieids hydrazoic acid, an extremely todc
compound. Azide compounds should be flushed with running
water while being discarded. These pracautions are recommended
to avoid deposits in metal piping in which expiosive conditions can
develop. If skin or eye contact occurs, wash excessively with
m:

2. Specimens, samples and all material coming in contact with them
should" be handled es if capable of transmitting infection and
disposed of with proper precautions.

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

4. Do nat use antibody beyond the expiration date on the label,

5. Do not expose reagents to strong light during storage or
incubation.

6. Avoid micrablal contamination of reagents or incorrect results
might oceur.
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STORAGE CONDITIONS AND STABILITY
Each reagenl is stable up to the expiration date when stored at 2 - 8°C.
Do not freeze. Minimize expasure to light,
REAGENT PREPARATION
No reconstitution is necessary. This monoclonal antibody may be used
directly from the vial. Bring reagent to 20 - 25*C pricr to use.
PROCEDURE
Flow Cytometry.
Permeabilization procedure using IntraPrep™ Permeabilization
Reagent (PN IM2388, PN IM2389).
Described s the procecure for combined membrane / cytoptasmic
staining using a membrane-spacific conjugated monocional antibody,
followed by intracytopiasmic staining with conjugated antibodles:
1. Dispense S0 L of whole blood (or 5 x 10° white blood cells) into 2
tubes for each sample:
¢ One membrane and cytoplasmic steining test tube = assay
fube
¢ One membrane and cytoplasmic isclypic control tube =
contred tube .
2. Add 20 pL of membrane-specific conjugated monocional antibody
tottnasaayb;baamzomolappmpriatemmmamlsuwplc
control to the control tubes, T e

3. Vigorously vortex tube by tube and Incubate for 15 mimdes ai . © -

room temperature (18 - 25°C) inthe daric.  ~.
Add 100 uL of IntraPrep Reagent 7 to each tube,
vortex tube by tube an incutiate for 15 minutes at
temperature in the dark,
6. Add 4mL of PBS, centrifuge for 5Sminutes at 300xg at room
temperature and discard supematant (by aspiration).

Add 100 pL of intraPrep Reagernt 2 to each tubo.
Let mbdng occur WITHOUT VORTEXING.

Incutate for 5§ minutes at oom temperature WITHOUT

VORTEXING.

Gently agitete (manually), for 1 to 2 seconds.

0 Add 20puL (or 10pL, depending on the manufacturer
recommendations) of intracelhdar conjugated specific antibody to
the assay tubes, and 20l (or 10yl, depending on the
manufacturer recommendations) of the appropriate intracedtular
control reagent (e.g. conjugated isatypic control or conjugated
specific antibody used for control) to the control tubes,

11. Repest step 6 (washing).

12. Resuspend cells in 500 pl. of PBS containing 0.5% formaldehyde

and proceed to flow cytometry analysis.

2. The specimen shouid be analyzed within two hours after IntraPrep
treatment when stored at room temperature. Otherwise, fixed
preparations shouid be stored at 2 — 8°C In the dark and analyzed
within 24 hours.

EXAMPLE DATA

The graphs next page are biparametric representations (Fluor-escence

Intensity versus Fluorescence Intensity) of normal human whole biocod

sample. .

Membrane staining is with I0Test CD8-FITC (PN {M0452). Intracellutar

staning .is with TIA-1-PE (PN IM3283). The gating Is on the

tymphocytes. Permeabllization s with IntraPrep Permeabil-zation

Reagent (PN IM2388}.

Figure 1:

Acquisition with @ COULTER® EPICS® XL™ flow cytometer, Analysis

with the XL SYSTEM Ii™ software.
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Figure 2: , ST
Acquisition with a Becton Dickinson FACScan™ flow

Cylometer
equipped with LYSYS II™ software. Analysis with EXPO™ (v. 2)

Cytometer software (Coufter PN 8605334),
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