Example report – Intracellular Cytokine Secretion Assay (MIATA compliant)

1. The Sample
The study protocol was approved by the IRB of Click to edit, and informed consent was obtained from all participating donors (n=enter donor number) prior to their inclusion in this study. The Patient/Donor characteristics are summarized in Table add table number . 
enter sample type and amount, e.g. 50 ml of whole blood was obtained by enter method, e.g. venipuncture using enter type of collection tube collection tubes at the time points indicated in enter point of reference, e.g. Table# or Figure#. In order to achieve processing within enter time frame hours, enter collection tube tubes were transported at enter temperature via enter transportation, e.g. Currier or Overnight shipment to enter final destination. enter cell type, e.g. pbmc were isolated via enter method using enter details including manufacturer following the manufacturer’s instructions.
The median PBMC number obtained was enter number per unit, e.g. number of pbmc per ml blood.Cells were frozen in enter Freezing medium and manufacturer and type of cryovials  vials at enter number of cells per vial using enter cryopreservation method, e.g. Mr. Frosty, and manufacturer  following the manufacturer’s instructions. The freezing container was placed at enter temperature, and vials were transferred into the vapor phase of liquid nitrogen after enter time frame hours.  Vials were transported to enter final destination, e.g. core lab within enter time frame weeks of storage. Upon arrival, cells were stored in enter freezer/temperature, e.g. liquid nitrogen until further use (in average enter time frame months).
For intracellular cytokine secretion testing, enter number of vials vials per sample were thawed. The median cell recovery post-thaw was enter median recovery per vial (range enter range/vial) with a median viability of  enter percentage. The cut-off for acceptable viability was enter value (this info is optional)%. Cell counts and viability were obtained using enter method, and model and manufacturer, if applicable with enter kit name kit. The median degree of apoptosis as assessed with enter method, manufacturer was enter value% (optional).
2. The Assay
The assay was carried out in enter medium and serum, source. The serum lot enter was/was not pretested for performance. 
On day enter day PBMC were rested for enter duration, medium,  temperature, at which cell concentration. Medium cell recovery and viability post-resting were Enter values (Optional).
On day enter day, rested cells were washed, re-evaluated for fill in appropriately: cell count, viability and apoptosis degree and enter median values, if available), and added at enter amount cells per well in a enter receptacle e.g 96 well round bottomed plate, manufacturer.
The following stimulants were added in a volume of enter volume µL in enter medium and manufacturer per well:
Enter negative control, e.g. medium only (as negative control), enter antigen-specific positive control, e.g. CEF peptide pool, concentration, source as antigen-specific positive control, enter specific antigenic stimuli, concentration, source consisting of enter how many peptides  enter length of peptides, e.g. 15mers, and enter positive unspecific control, e.g. PHA-L, concentration, source as mitogenic positive control.
Enter type, source (this is optional) reference sample with known reactivity against specify reactivity was also tested, following the same setup. The reactivity of this sample during the study duration was recorded in a range of include range e.g. 1% of CD8+ t cells. The assay acceptance cut-off was defined as enter cut-off value, e.g. <2% of CD8+ t cells for this external PBMC control.
enter golgi inhibitor, concentration, source was added in a volume of enter volume enter medium and manufacturer after enter duration of incubation before golgi inhibitors were added.
PBMCs and stimulants were incubated at 37oC, 5% CO2 for at least enter hours but not more than enter hours hours.
Cells were cooled and washed with enter wash solution and centrifuged to pellet the cells. Staining was performed using the reagents listed in table x (show small table listing all antibodies, viability dies or other reagents, with clone number, dilution of use and fluorochrome. 
	Marker/Analyte
	Reagent/Analyte Detector
	[bookmark: _GoBack]Fluorochrome/ Reporter
	Source / Vendor
	Clone
	Dilution/Assay concentration

	CD4
	Anti-CD4
	PE
	BD
	#CT4-2
	1:50

	IL-2
	Anti-IL-2
	APC
	Daco
	#4Z_B5
	1:200

	DNA in compromised cells
	PI
	PI
	Company x
	n.a.
	1:100



The cells were stained with enter staining material, Source and concentration e.g. viability dye 1µg/ml, manufacturer in enter total staining volume and solution for enter staining duration and temperature.  Cells were again washed with enter wash solution and how many times and centrifuged. (When applicable for multiple sequences of subsequent staining reactions in defined order) the cells were then stained with enter staining material, Source and concentration e.g. CD3 fitc 1µg/ml, manufacturer in enter total staining volume and solution for enter staining duration and temperature.  After staining, cells were washed with enter wash solution and how many times . Cells were permeabilized using enter permeabilization solution, volume, concentration and Manufacturer for enter permeabilization duration at enter temperature. After permeabilization, the cells were washed with enter wash solution and how many times and centrifuged.  Cells were then stained with enter staining material, Source and concentration e.g. il-2 1µg/ml in in enter total staining volume and solution at enter total staining volume and solution. After staining, cells were washed with enter wash solution and how many times  and centrifuged. Finally, cells were resuspended in enter solution until acquisition.
3. Data acquisition
Samples were acquired using the enter flow cytometer, using software enter software name and version. Photo Multiplier Tube (PMT) voltages were set using enter how pmt voltages were set e.g. cs&t beads. Compensation was calculated using enter how compensation was calculated e.g. single stained samples . A representative data set demonstrating the gating strategy is shown in enter Figure #. Results were/were not audited.
4. Raw Data
The median background reactivity observed in this study was add %age of background reactivity for add cytokine or activation marker (e.g. IL-2, CD107a, TNF-alpha), with a range of enter % range in cd4 and cd8 t cells . Raw data is provided in..., can be provided upon request, cannot be provided due to….
Positive reactivity to an experimental antigen was predefined/defined? as describe. Responses were not considered positive if the antigen-specific reactivity level was below the Limit of Detection (LOD = enter limit of detection value, e.g. 0.05% of cd4/cd8 t cells) for this assay protocol. The enter test name test was used because enter reason, e.g. previously demonstrated suitability for ics/reference . A donor was defined as a responder to vaccination if enter response criteria.
The results of an assay were not accepted if enter exclusion criteria, and the experiment was scheduled for repeat pending sample availability. For the reported study, results from enter number of samples were excluded due to enter reason.
5. General Lab Operation
These studies were conducted in a laboratory that operates under exploratory research, GLP, GMP, other principles. The laboratory participates in external Elispot proficiency panels conducted by enter name(this information is optional). The study was performed using (investigative protocols, established laboratory protocols, standard operating protocols, other protocols. These studies were performed using a general research, investigative, qualified, validated, other assay.

