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- 20 yL (or 10 pL, see IOTest labehng procedure) of approprate
membrane 1sotypic control {or conjugated specific antibody used for
the control tube} to each control tube

3. Vigorously vortex tube by tube

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

5. Add 100 ub of IntraPrep Reagent 1 to each tube,

6. Vigorously vortex tube by tube

7. Incubate for 15 minutes at room temperature (18 — 25° C) n the
dark.

8. Add 4 mL of PBS

9. Centnfuge for 5 minutes at 300 x g at room temperature (18 — 25°
C).

10. Discard supernatant (by aspiration)

11. Add 100 pi of IntraPrep Reagent 2 to each tube.

Let mixing occurs WITHOUT VORTEXING.

12.Incubate for 5 mnutes at room temperature (18 — 25° C)
WITHOUT VORTEXING.

13 Gently agitate {manually), for 1 to 2 seconds

14, Add 20 pL (or 10 pl, see IQTest labeling procedure) of
intraceliular conjugated specific antibody to each assay tube

and 20 yb (or 10 pl, see IOTest labeling procedure) of the
appropnate ntracellular control reagent (e g¢. conjugated isotypic
control or conjugated specific antibody used for the control tube) to
each control tube

15. Gently vortex tube by tube.

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

17 Add 4 mL of PBS.

18. Centrifuge for 5 minutes at 300 x g at room temperature (18 —
25° C)

19. Discard supernatant (by asprration).

20. Resuspend cells m 500 pL of PBS, contaming 05%
formaldehyde and proceed to flow cytometry analysis.

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

If the membrane staining is not required, start the permeabilizaton
procedure at the step 5 by adding 100 pL of IntraPrep Reagent 1 to
50 pL of whole blood (or 5 x 105 cellsftest) and continue as
described

EXAMPLE DATA

The graphs below are biparametrnic representations (Fluorescence
Intensity versus Fluorescence intensity) of activated (graphs 1 - 2)
and non-activated (graphs 3 - 4) normal human whole blaod sample
“in witre® activation 1s with PMA and lonomycin in the presence of
Brefeldin A and Monensin. Hepannized whole blood sample (e. g
§0 pb) 1s achvated (or non-activated) during 4 hours with an
equivalent (e g 50 ub) volume of a 2X "achivaton-solution™ (or
“non-activation solution" **)

Membrane staining 1s with [OTest CD4-FITC and CD3-PCs
(respectevely PN IM0448 and PN IM2635). Intracellutar staining i1s
with IL-2-PE (PN IM2718) gated on CD3+ Iymphocytes
Permeabiization 1s with IntraPrep Permeabilization Reagent (PN
IM2388)

* Composition of the 2X “activation soluton” RPMI 1640 Medium without L-
Glutamine Boehnnger Ingelhetm Bioproducts Ref 12-167 F, FCS 10%

Solutten 1 mM Sigma-Atdnch Ref $8636, PMA 40 ng/ml Calbicchem
Novabiochem Ref 524400, lonomycin 4 pg/mL Sigma Ref [-0634, Brefeldin A
40 pyg/mt. Sigma Ref B-7651 and Monensin 2uM Calbiochem Novabiochem
Ref 475896

* Composition of the 2X "Non-activation solution” RPMI 1640 Medium without
L-Glutamine  Boehringer Ingetheim Bioproducts Ref 12-167 F, FCS 10%
HyClone Ref SH30080, L-Glutamine 2mM Sigma Ref (7513, Non-Essential
Amine Acid Soluten 01 mM Sigma-Aldnich Ref M7145, Sodium Pyruvate
Solutien 1 mM Sigma-Aldnch Ref S8636, Brefeldin A 40 ugiml. Sigma Ref
B-7651 and Monensin 2puM Calbrochem Novabiochem Ref 475896

Activated blood sample

-Upper left quadrant (1) contains CD4 negative / iL-2 positive
events representing CD4 negative lymphocytes producing 1L-2
under appropriate "t vitro" activation

-Upper nght quadrant (2} defines double positive CD4+/1L-2+ T
lymphocytes representing T "helper’ lymphocytes producing IL-2
under appropriate "in vitro®  activation,

-Lower left quadrant (3) contains double negative CD4-/ IL-2- events
among CD3 positive lymphocytes

-Lower night quadrant (4) contans CD4 positive / IL-2 negative T
lymphaocytes and represents T "helper” lymphocytes which do not
produce IL-2 after "in vitro® activation

Graph1
Acquistion is with a COULTER R EPICS R XL flow cytometer

Analysis 1s with the XL SYSTEM 1l TM software.
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Graph2
Acquisition 1s with a Becton Dickinson TM flow cytometer Analysis
Is with the LYSYS || TM software.
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Conjugated Antibodies
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C., "Detection of intracellular cytokines by flow cytometry”, 1993, J
Immunol. Methods, 159, 197-207.

Non activated blood sample.

-Lower left quadrant (3) contans double negatve CD4- / IL-2-
events among CD3 positive lymphocytes

-Lower nght quadrant (4) contans CD4 positive / IL-2 negative T
lymphocytes and represents T "helper" lymphocytes which do not

produce IL-2 8-[2683] Sander, B., Anderson, J., Anderson, U , "Assessment of
cytokines by immunofluorescence and the paraformaldehyde-
Graph3 saponin procedure”, 1991, Immunol. Rev., 119, 65-93

Acquisition 15 with a COULTER R EPICS R XL flow cytometer,
Analysis 1s with the XL SYSTEM It TM software
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1995,d Cln Immunol , 3, 15, 121-129
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' Lane, A C, Farrant, J , "Intracellular cytokine production by human
Cb4+ and CD8+ T cells from normal and immunodeficient donors
using directly conjugated anh-cytokine antibodies and three-colour
flow cytometry”, 1996, Clin Exp. Immunol , 105, 517-522

12-[3071] Tartakoff, A M, "Perturbation of vesicular traffic with the
carboxylic lonophore monensin”, 1983, Cell, 32, 1026-1028
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"Brefeldin A : insights into the control of membrane traffic and
organelle structure®, 1992, J. Cell, Biol , 5, 116, 1671-1080
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