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ELISpot for
Human Granzyme B

Producr Code: 3485-2H

CONTENTS, kit sufficient for 2 4 plates:

a Vial 1 (zed top)
Monoclonal antibody GB10 (600 wl)
Concentration: 1 mg/ml

a Vial 2 (gzeen top)
Biotinyiated monoclonal antibody GB11 (50 W)
Conceatration: 1 mg/ml

a Vial 3 (white top)
Streptavidin-Horseradish Peroxidase (300 ul)

STORAGE:

All reagents should be stored refngerated at 4-5°C. Antbodies are
supplied in sterile filtered (0.2 pm) PBS with 0.02% sedum azide.
Streptavidn-HRP is supplied in PBS with 0.15% Kathon CG”.

To enzure total recovery of stated quanticy, vial: have been ererfilled.
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Guidelines for Human Granzyme B ELISpot

Preparation of ELISpot plate (renle condinions)

Dilute the coating antibody (GB10) to 15 ug/ml in sterile PBS, pH 7.4.

Remove the ELISpot plate from the package and if using a PVDF plate, prewet the
membrane by adding ethanol. PVDF-plates from Millipore Corp., type ELIIP, should
be activated with 50 ul 70% ethanol per well for 2 mmutes. PVDF plates, type MSIP,
should be activated with 15 ul 35% ethanol per well for maximum 1 minute.

Wash plate 5 times with sterile water, 200 ul/well

Add 100 pl/well of the antubody solution and mcubate ovemight at 4-8°C.

Incubation of cells in plate (rrenls condinions)

Remove excess anubody and wash plate 5 tumes with stezile PBES, 200 ul/well.

Add 200 ul/well of medium containing 10% of the same serum as used for the cell
suspensions. Incubate for 230 minutes at room temperature.

Remorve the medium and add the cell suspension including possible sumulatory agents
such as anugen (final volume 100-150 pl/well).

Pur the plate in 2 37°C humidified incubator with 5% CO3 and incubate for 12-48
hours. Do not move the plate duning this time and take measures to avoid evaporation
(e.g. by wrapping the plate in aluminmum foil).

Detection of cpotc
Remore the cells by emptying the plate and wash 5 times with PBS, 200 ul/well.

Dilute the detection antibedy (GE11-biotin) to 1 ug/ml in PBS contaming 0.5% fetal
calf serum (PBS-0.5% PCS). Add 100 ul/well and mncubate for 2 hours at room
temperature.

Wash as above (step C1).

4. Dilute the Streptavidm-HRP* in PBS-0.5% FCS and add 100 ul/well. Incubate for 1

hour at room temperature.

“Please, more rhar rbe peroxidase compupare may reguire Gifferens giluvions depending on rbe choice of
substraze in the final seep. Thus, for AEC g dilunion of 1 in 100 is usnally suitable whereas a bigher
diluzion (1 in 500-1000) may be required if nsing ovher sudsrvases (eg TMB). Pieaze, alro wore rhar
HRP-congugares should mor be wied vt buffers comtaining sodcum ayde ar this compownd will inbiher enyyee
aenvidy.

Wash as above (step C1).

6. Add 100 pl/well of substrate solution and develop unul distinet spots emerge.

Stop colour development by washing extensively i tap water. On ELIIP plates,
remove the plate tzay and on MSIP plates the underdran (the plastic under the plate),
and nnse the back of the membranes.

Leave the plate to dry. Inspect and count spots in a dissection microscope (x40) or in
an ELISpot reader.

Store plate in the dark at room temperature.

Hints and comments
These suggestions are based on the detection of antigen-specific immune responses using buman
PBMC. If using T-cell clones, mixtures of separated cell fractions etc., other protocols may have
to be considered.

Important
Important in all steps: Avoid getting liquid on the backside of the membrane or in the underdrain
as this may cause leakage due to capillary drainage.

Plates

Several types of plates can be used in the ELISpot. However, for optimal results we recommend
hmd“twmpmwﬂmmmmm&rp) To
obtain muximal antbody bindng capacity these plates need to first be acuvated by 2 boef
treatment with ethanol or methanol. It is essental that the membrane is not allowed to dry after
the acuvation. If this occurs the activation step (A2-3) needs to be repeated before adding the
coatng anubody.

Plate washing
mﬂmmmymmmmmmmmmpmwm«
can be done using 2 muit-channel micropipette. In washing steps
W(cxca:mmmmmmumwmmmm
head is adapted to the ELISpot plates.
Cells
Both freshiy prepared and cryopreserved cells may be used in the assay with good results.
Toplicates or duplicates of 250,000 cells per well are often used to assess antigen-specific
responses. For polyclonal activators, the cell number may have to be reduced n order to avoid
confluent spot formation. A serum that is good for cell culture and gives low background staming
should be chosen; fetal calf serum is normully recommended.

Cell incubation tme

Antigen-specific stimulation of cells can result in detectable spots after 12 hours of incubation If
desired, the incubation time can be extended up to 43 hours. Protocols with shorter incubation
times have to be developed and evalnated by the user.

Ascay controls

The number of cells responding to antigen stimmulation is often compared to the number of celis
spomncouﬁypmdun‘nghc;whm.&poumm production is determined by mncubating the
same number of cells in the absence of antigen. A polyclonal activator such as phytohemagglutinin
(1- IOugfmI}quuudasammdhuﬂwahﬂuymﬂfnmmhyoﬂhemmm

Buffers
PES for washing and diluton should be fltered (0.2 um) for optimal results. Although possible to
use, we do not recommend the inclusion of Tween or other detergents m the washing and
incubation buffers.
Subsirate

is made unul distinet spots are seen in positve wells 20-40 minutes). A
general dakenng of the membrane may occur durnng development but disappears after drying.
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