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http://www.cirad.fr/en/innovation-expertise/products-and-services/veterinary-products/rinderpest-and-ppr-diagnosis-by-immunocapture
NOTE:

With each individual kit, FACT SHEETS and PACKING LISTS are included.

The FACT SHEETS contain the KIT IDENTIFICATION. With respect to problems with the kit, please include this KIT IDENTIFICATION (e.g. ICE/2011/12). 

The FACT SHEETS also contain information on dilution factors of biological reagents, quality assurance (QA) data and other relevant information for use with this ELISA kit. This information may differ from batch to batch.

The PACKING LISTS identify the reagents and quantities of each supplied in the kit.

The FACT SHEETS and PACKING LIST should be kept with the protocol (Appendix II) for easy access to the appropriate information.
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1.  INTRODUCTION
This ELISA assay has been developed to aid in the detection of peste des petits ruminants (PPR) viral antigens. It is a solid-phase immunocapture ELISA (ICE) based on the technique of Libeau et al. (1994). A mouse monoclonal antibody (anti-PPR), which is attached to the microplate, captures the virus present in supernatant of infected cells or from prepared tissue samples of sick animals. A second mouse monoclonal antibody (anti-PPR), which is biotinylated and is directed against the nucleocapsid (N) protein of the respective virus, is used in conjunction with a streptavidin-horsradish-peroxidase conjugate to detect captured antigen. The assay is designed such that it can be performed in one hour on pre-coated plates.

The kit has been specifically designed for use in the conditions prevailing in the majority of laboratories in countries where PPR is endemic.

The kit made to test 100 samples ,is complete with control reagents and a protocol, which contains a list of essential equipment required to conduct the assay. This protocol also describes reagent preparation, handling and use in the assay, as well as details of data acceptance and interpretation. A guide to problem solving has been included, also.

As this is a solid phase assay, wash steps are required between each step to ensure the removal of unreacted reagents. The bench protocol should be strictly followed in order to ensure a standard level of assay performance within and between laboratories.

IMPORTANT: The kit, derived from the previous RP PPR Immunoacapture kit, does not contain anymore the reagents for rinderpest virus detection in order to adapt to the new environment being created by global eradication of rinderpest. Therefore the software program (EDI 2.3) is no more adapted to the new format.

2.  EQUIPMENT REQUIRED
2.1
Photometer
Flow Laboratories, Multiskan MK II microplate reader (or equivalent) with an interference filter of 492 nm.

2.2
Orbital Shaker
Flow Laboratories, Microplate Shaker (or equivalent).

2.3
Washer 

Flow Laboratories, Handiwash microplate washer (or equivalent). Alternatively, plastic wash bottles or a wash fluid container connected to suitable tubing may be used.

2.4
Pipettes 

Flow laboratories, Multichannel Pipettes (or equivalent), variable range from 5-50 µl and 50-300 µl, quality tips and reagent troughs.

Gilson Pipetteman (or equivalent), single channel pipettes, variable ranges from 1-20 µl, 20-200 µl and 200-1000 µl and quality tips.

2.5
Water Purification System
Minimum: glass-distilled or deionized water,

Optimum; Millipore, Milli-Q (or equivalent), Type I, 18 megohm, pyrogen-free water.

2.6
Microplates
NUNC Immuno I - Maxisorp  (cat.# 439454), flat bottom, 96 well microplates, (substitution may alter diagnostic performance). According to manufacturer's recommendation, plates should be stored at temperatures between + 4(C and +15(C.

2.7
Refrigerator
Any type in the range of +2 (C to +6(C.

2.8
Freezer
Any type in the range of -15 (C to -20(C.

2.9
Incubator
Any type of radiant, warm wall incubator or hot room in the range of +35(C to +39(C.

2.10
pH Meter
Any type with an accuracy of 0.01 pH units. Not essential, but may be of assistance if problems arise (pH strips are included with every kit).

2.11
Glassware/Plasticware
A selection of beakers (20-4000 ml), flasks (50-1000 ml), graduated cylinders (10-2000 ml), graduated pipettes (1-20 ml) with suitable safety bulbs, storage bottles with closures (1-100 ml), dilution tubes (2-4 ml) and suitable racks, wash fluid container with tap (5-10 L) and tubing for connection of this reservoir to plate washer or alternatively, wash bottles (250 ml).

2.12
Bottles 

Recommended; Bijoux bottles of 7 ml, and universal bottles of 30 ml. 

2.13
Vortex mixer
Any type with variable speed.

2.14
Timer
Any type, preferably countdown-type with an audible alarm.

2.15
Absorbent towels
Disposable or cloth, lint-free and non-abrasive.

2.16
Marker pens (water proof) and adhesive labels.

3.  REAGENTS SUPPLIED
3.1
Coating buffer

Phosphate buffered saline (PBS, 0.01M, pH 7.4, see appendix III).

3.2
Wash and Diluent Buffer Base

Phosphate buffered saline (PBS, 0.01M, pH 7.4, see appendix III).

3.3
Blocking Agents

Tween 20 and Serum.

3.4
Capture antibody

Anti-PPRV purified monoclonal antibody.

Supplied freeze dried in 0.5 ml vials; store at +4 (C.

3.5
PPRV detection antibody stocks
Anti-PPRV biotinylated monoclonal antibodies in glycerol

- stock solutions supplied in 0.5 ml vials; store at -20 (C.

3.6
Conjugate stock

Streptavidin HRPO conjugate (Boehringer Mannheim) in glycerol.

- liquid, store at -20 (C.

3.7
PPRV reference antigens

Culture supernatant from cells infected with PPRV vaccine strain.

- freeze dried, store at +4 (C. 

3.8
Negative sample (negative antigen)
Culture supernatant from non-infected cells.

- freeze dried, store at +4 (C. 

3.9
Negative serum
Negative lamb serum

- freeze dried, store at +4 (C. 

3.10
Chromogen stock

OPD tablets.

- store at +4(C in the dark.

3.11
Substrate stock

Perhydrit tablets 3% (w/v) H2O2 (882 mM);

- store at +4(C.

3.12
Stopping solution (not supplied)
Sulfuric acid (1M)

4.  REAGENT AND SAMPLE PREPARATION
4.1
Coating buffer

Phosphate buffered saline (PBS, 0.01M, pH 7.4, see appendix III).

For 10X PBS stock solution:

Dissolve one PBS sachet in 1 L of locally produced distilled/deionized water. Label and store at +4 (C. 

- Working Dilution 1:10.

4.2
Blocking buffer

1X PBS + 0.05% (v/v) Tween 20 + 0.5% (v/v) negative lamb serum.

- store at +4(C. Use fresh buffer each day.

4.3
Wash buffer

Dilute 1X PBS 1:5 in distilled/deionized water, add 0.05% (v/v) Tween 20.

4.4
Capture antibody

Anti-PPRV purified monoclonal antibody, freeze dried.

Reconstitute the freeze dried contents of a vial with precisely 0.5 ml of sterile water (reconstitution diluent) supplied with the kit and mix gently until completely dissolved. The stock may be stored in its original vial at 

-20(C as it can be thawed and refrozen several times without a significant loss of activity. 

4.5
PPRV detection antibody stocks
Anti-PPRV biotinylated monoclonal antibodies in glycerol

- stock solutions supplied in 0.5 ml vials; store at -20(C

The stock may be stored in its original vial at -20(C as it can be thawed and refrozen several times without a significant loss of activity. 

4.6
Conjugate stock

Streptavidin HRPO conjugate (Boehringer Mannheim).

- liquid, store at -20 (C.

NOTE:

The bound detecting mouse monoclonal antibody cannot be detected with an anti-mouse conjugate as this would react also with the coating antibody.

4.7
PPRV reference antigens

Culture supernatant from cells infected PPRV vaccine strain.

Reconstitute the freeze dried contents of a vial with precisely 1 ml of sterile water (reconstitution diluent) supplied with the kit and mix gently until completely dissolved. Store at +4(C for short term and at -20(C for long term storage. 

4.8
Negative sample

Culture supernatant from non-infected cells.

Reconstitute the freeze dried contents of a vial with precisely 1 ml of sterile water (reconstitution diluent) supplied with the kit and mix gently until completely dissolved. Store at +4(C for short term and at -20(C for long term storage. Can be  thawed and refrozen several times without significant loss of activity. 

4.9
Negative serum
Freeze dried, store at +4(C. Reconstitute the freeze dried content of a vial with precisely 1.0 ml distilled/deionized water. Store at -20 (C.

4.10
Chromogen stock

OPD tablets; store at +4 (C in the dark.

- Dissolve one tablet in 75 ml locally produced distilled/deionized water (0.04%, 3.7mM) just before the substrate/ chromogen incubation step and store in the dark at +4(C. If the whole volume is not required for a days' test, prepare aliquots of 12 ml and store at - 20(C in the dark until use.
4.11
Substrate stock

Perhydrit tablets 3% (w/v) H2O2 (882 mM); store at +4(C.

- Dissolve one hydrogen peroxide tablet in 10 ml distilled/deionized water. This will give a 3% solution. Store at +4(C until depleted at which point a fresh stock should be prepared in the same manner. Immediately before use add 50 µl of this solution to every 12 ml of OPD solution.
4.12
Stopping solution (not supplied)
Sulfuric acid (1M)

WARNING

ADD CONCENTRATED SULPHURIC ACID TO WATER - NEVER ADD WATER TO CONCENTRATED SULPHURIC ACID.
- Slowly add 55 ml of concentrated sulfuric acid to 945 ml of distilled/deionized water. Store at room temperature.

5.  ASSAY PROCEDURE
NOTE:

It is good laboratory practice to plan your tests in advance. Check that all equipment is available and working, and that all the reagents and control sera and/or test sera are prepared and thawed if necessary.

For optimal performance, those buffers which will be used at temperatures greater than + 4 °C should be equilibrated to room temperature before use. This reduces the effect of thermal gradient formation as microplates tend to warm from the outer edges towards the centre. Thermal gradients may become even more apparent if microplates are stacked in the incubator.

Biological reactivity is temperature dependent. If thermal gradient formation occurs, warmer wells around the outer edges of the microplate will tend to develop higher background and/or specific colour than the cooler wells towards the inner areas of the plate.

Prepare work sheets showing the position of the Controls and test sera according to the proposed plate layout (Appendix I). 

When using a single or multichannel pipette, it is important to ensure that all the pipette tips are seated tightly and functioning properly (i.e. tips should fill equally with no air bubbles).

For each pipetting operation, new and clean disposable tips must be used.

Only Nunc Immuno I - Maxisorp ELISA microplates (cat.# 439454) may be used for the test, and they are not reusable. Any change of plate type may alter the diagnostic performance

5.1
Coating of Microplates
Gently mix an aliquot of reconstituted capture antibody stock to ensure uniform dispersion.

NOTE:

Please consult the Fact Sheet: dilution of capture antibody may vary with the batch.

Immediately prepare a working dilution of capture antibody in coating buffer; e.g., 1/600 in 1X PBS.

Dispense 100 µl volumes of the working dilution of capture antibody into all 96 wells of the microplates. Tap the sides of the microplates to ensure that the antigen is evenly distributed over the bottom of each well. 

Cover or seal the microplates and incubate overnight at +4(C. 

Alternatively, the microplates can be placed on an orbital plate shaker in a +37(C warm air incubator or hot room and incubated for 45 minutes with continuous shaking.

NOTE:

The agitation of the plate shaker should be sufficient to cause thorough mixing without spillage of the contents.

In the absence of an orbital shaker, tap each side of the microplates every 10 minutes to obtain uniform dispersion of the reagents.

If microplates must be stacked on the shaker in the incubator, seal or cover only the top plate. Bear in mind the effect of thermal gradients and evaporation in this situation.

THIS APPLIES TO ALL THE STAGES OF MICROPLATE INCUBATION, EXCEPT FOR THE SUBSTRATE/CHROMOGEN INCUBATION STEP.

Return the remainder of the reconstituted capture antibody stock to +4(C for short term and to -20(C for long term storage.

5.2
Preparation of Blocking Buffer

1X PBS + 0.05% (v/v) Tween 20 + 0.5% (v/v) negative lamb serum. Store at +4(C. Use fresh buffer each day.

5.3
Addition of Test Samples, Control Samples, 
Detection  Monoclonal Antibody and Conjugate 

By inverting the microplate and using an abrupt downward hand motion, discharge the contents of all antigen coated microplates into a sink or other reservoir and slap the inverted microplates onto a lint-free absorbent to remove all residual contents. Using the Handiwash or equivalent, fill all 96 wells of all microplates with wash buffer. After filling, again discharge the contents of the microplates and slap the inverted microplates onto a lint-free absorbent to remove all residual contents. Repeat with two more wash cycles of filling and emptying. 

NOTE:

It is important not to let the wells of the microplate become dry.

NOTE:

It is important to prepare the working dilution of each reagent before starting the one step incubation You must add the samples and reagents in an order which is defined below.

One step incubation
Immediately prepare a working dilution of the detecting monoclonal antibody; e.g., 1/300 in blocking buffer for all the plates (3 ml of working dilution per plate). The monoclonal antibody stock and its working dilution should be handled with care, mixing should be gentle but thorough.

Prepare a working dilution of the conjugate; e.g. 1/100  in blocking buffer in a volume sufficient for all the microplates (3 ml of working dilution per microplate). Both the conjugate stock and its working dilution should be handled with care; agitation should be gentle but thorough.

According to the plate layout (Appendix I), add 50 µl volumes of test and control samples to the appropriate wells. 

i.e.:
- Add 50 µl of samples in duplicate to wells G1, G2, H1, H2, A3, A4, B3, B4 etc.

- Add 50 µl of PPR reference antigens in quadruple to wells C1, C2, D1, D2, 

- Add 50 µl of the negative control sample  in quadruple  to wells E1, E2, F1, F2,
- Add 50 µl of PBS, blocking buffer to the wells of the conjugate control to wells A1, A2, B1, B2.
Both the monoclonal antibody stock and its working dilution should be handled with care, mixing should be gentle but thorough.


Immediately add 25 (l of the working dilution of the detecting PPR antibody in blocking buffer to the appropriate wells (i.e., add 25 µl of working strength PPR detection antibody to columns 1 to 12).

NOTE:

Please consult the FACT SHEET which has accompanied the KIT to determine the appropriate working dilution of the monoclonal antibody. This is necessary because different batches of monoclonal antibody may vary in their optimal working dilution.
NOTE:

When dispensing the working dilution of the detecting monoclonal antibody and the conjugate, it is important to ensure that this reagent is dispensed into the centre portion of the well. To avoid cross-contamination, care must be taken not to allow the pipette tips to come into contact with the sample dilutions already in the wells.

Immediately add 25 µl of working strength conjugate to each well.

Cover or seal the microplates and place on an orbital plate shaker housed in a +37(C warm air incubator or hot room and incubate for 45 minutes with continuous shaking.

NOTE:

Do not discard the remainder of the conjugate working dilution or the substrate/chromogen solution as these may be useful to check

enzyme - substrate/chromogen solution activity, if problems occur.

5.4
Addition of Substrate/Chromogen and Stopping    Solutions

Immediately before the end of the sample/conjugate incubation, prepare a working dilution of the substrate/chromogen solution in a volume sufficient for the number of microplates [e.g. for 1 plate, dilute 50 µl of substrate stock (H2O2) in 12 ml of chromogen (OPD) solution. This represents 3.3 mM OPD and 4.4 mM H2O2]. 

A clean microplate (not coated) will be used as the 'blanking plate' for the photometric reading.

After 45 minutes of sample/conjugate incubation, remove the microplates from the incubator and wash the wells vigorously (using a pipette because samples are usually sticky) in PBS 1/5 + 0.05% Tween 20 and blott dry.

Immediately after washing, add 100 µl volumes of the substrate/chromogen solution to the wells of the microplates, starting with the first column of the 'blanking plate' followed by all 96 wells of the microplates in the test run. Immediately begin timing the substrate/chromogen development and incubate for 10 minutes at room temperature in the dark.

After 10 minutes of substrate/chromogen incubation, immediately add 100 µl volumes of the stopping solution to the wells of the microplates, starting with the first column of the 'blanking plate', followed by all 96 wells of the microplates in the test run. Briefly shake the microplates using the orbital shaker to ensure thorough mixing. All wells should now contain 100 µl of substrate/ chromogen solution plus 100 µl of stopping solution.

5.5
Measurement of Substrate Development
NOTE:

The microplate reader should be turned on and allowed to warm up for at least 15 minutes before reading the first microplate. This warm up period is necessary to ensure uniformity of reading for all microplates. Check to make sure that the appropriate interference filter is present. OPD should be read at 492 nm.

Before reading the microplates, ensure that there are no bubbles in any of the wells, as this will cause optical aberrations. Ensure that there is no condensation or that there are no smudges (e.g. fingerprints) on the bottom of the microplate. If necessary, rupture any bubbles using a clean pipette tip and wipe the bottom of the plate clean with a soft cloth.

Different models of microplate readers may have different blanking procedures. Please consult the reader manual for details.

Place the 'blanking plate' in the carriage of the microplate reader and initiate the blanking sequence.

Place the microplate in the carriage of the blanked reader and initiate reading sequence. Repeat for each microplate.

6.  ASSAY PERFORMANCE AND INTERPRETATION

6.1
Data Expression
Optical density readings are used in two types of data analysis in relation to this assay: 

A) Percent Positivity (PP) values which are used for Quality Assurance (QA) acceptance. These PP values are calculated as follows:
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B)
Percent Positivity (PP) values which are used for acceptance of replicate values for test samples and diagnostic interpretation. These PP values are calculated as follows:
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6.2
Calculation and Acceptance of Control Data

The data expressed in OD values and PP values for the PPR (Crppr) and the data expressed in PP values for the conjugate control (Cc) and the negative control (C-) are used to determine whether or not the test has performed within acceptable limits of variability and therefore, whether or not the test samples data may be accepted for any given microplate.
The Controls included with the kit have been repeatedly tested at the CIRAD. Given that the variation in OD values and PP values should be normally distributed, Upper Control Limits (UCL) and Lower Control Limits (LCL) for these Controls have been established.

NOTE:

The Upper Control Limits (UCL) and Lower Control Limits (LCL) for the Controls included with any individual kit may be found on the FACT SHEET on ‘Quality Assurance (QA) Information'  accompanying that kit.  

For those laboratories using FAO/IAEA ELISA Software, the UCL and LCL values should be updated by the user according to program instructions.

The Controls should be examined in the following order:

I.  First Level of Microplate Acceptance

Reference Antigen Control (Cr)
The first test for microplate acceptance is to compare the four replicate OD values of the reference antigen control to the Lower and Upper Control Limits for that reference antigen control as indicated on the QA Fact Sheet. At least three of the four OD values must fall within the control limits for each reference antigen. If not, the plate must be rejected. 

When three or four of the reference antigen OD values for each reference antigen are within their respective control limits, the first level of microplate acceptance has been achieved and the median OD value for each reference antigen control is calculated from the two intermediate values and used in subsequent PP calculations.

II. Second Level of Microplate Acceptance
Reference Antigen Control (Cr), Conjugate Control (Cc), and Negative (C-) Control Samples 

For the reference antigen controls (Crppr), conjugate control (Cc) and the negative control (C-), the replicate PP values should be calculated and recorded on the ELISA DATA SHEET. 
NOTE:

Use the Tables 1 A. 1 B. and 1 C. only if the individual microplate is accepted according to the 'First Level of Microplate Acceptance', Section 6.2 (i.e. at least 3 out of 4 reference antigen OD values fall within the UCL and LCL for the reference antigen (Crppr, as indicated on the QA Fact Sheet).

i.
Reference Antigen Controls (Crppr)

Compare the Replicate PP values of the three or four accepted Cr controls to the UCL and LCL for the Cr and use the criteria in Table 1 A. to accept or reject each individual microplate. 

ii.
Conjugate Control (Cc)
The conjugate control (Cc) is run to determine whether or not the Streptavidin HRPO conjugate is reacting non specifically with components found in the antibody - coated wells. Compare the Replicate PP values to the UCL and LCL for the conjugate control (Cc) and use the criteria in 

Table 1 B. to accept or reject each individual microplate.

iii.
Negative Control Sample (C-)

Compare the Replicate PP values to the UCL and LCL for the negative control sample (C-) and use the criteria in Table 1 B. to accept or reject each individual microplate.

	
Table 1.A   CrPPR, Control Data
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	Out**
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	4
	0
	
	Accept
	

	
	3
	1
	
	Accept
	

	
	2
	2
	
	Reject
	

	
	1
	3
	
	Reject
	

	
	0
	4
	
	Reject
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	Replicate PP

Values(3)*
	
	Status
	

	
	
	
	
	
	

	
	In*
	Out**
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	3
	0
	
	Accept
	

	
	2
	1
	
	Reject
	

	
	1
	2
	
	Reject
	

	
	0
	3
	
	Reject
	

	
	
	
	
	
	

	
	
	
	
	
	

	* :refers to the number of  Crppr replicate OD values within the UCL and

	LCL (see Section 6.2. - First Level of Microplate Acceptance).

	
	
	
	
	
	

	In*  ‑ Within UCL and LCL range

	Out** ‑ Outside UCL and LCL range

	
	
	
	
	
	


Microplate rejected if the Crppr controls fail to meet the above PP acceptance criteria.
	
Table 1.B   Cc, C- Control Data

	
	
	
	
	
	

	
	
	
	
	
	

	
	Replicate PP

Values
	
	Status
	

	
	
	
	
	
	

	
	In*
	Out**
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	4
	0
	
	Accept
	

	
	3
	1
	
	Accept
	

	
	2
	2
	
	Reject
	

	
	1
	3
	
	Reject
	

	
	0
	4
	
	Reject
	

	
	
	
	
	
	

	
	
	
	
	
	

	In*  ‑ Within UCL and LCL range

	Out** ‑ Outside UCL and LCL range

	
	
	
	
	
	


Microplate rejected if more than one of the Cc,  C-, controls fails to meet PP acceptance criteria.

Microplate rejected if more than one of the above controls fails to meet PP acceptance criteria.

6.3
Acceptance of Individual Test Sample Data
The diagnostic threshold for this assay has been set at 18 % positivity (18 PP) of the PPR reference antigen control (CrPPR).

To accept individual test sera, the duplicate PP values of a test sample must both be either greater than or equal to the appropriate threshold value (i.e., 18 PP for PPR) or both be below the threshold value.

Test samples should be retested if their duplicate PP values lie one on either side of the threshold. 

6.4
Diagnostic Interpretation of Test Sample Data

If accepted according to the Criteria in 6.3, the mean PP value for the two replicates should be calculated. Test samples demonstrating mean PP values equal to or greater than 18 (PPR) are considered to be positive. Test samples demonstrating mean PP values less than 18 (PPR) are considered to be negative.

7.  REFERENCES
-
Libeau G., Diallo A., Colas F., Guerre L., (1994).  Rapid differential diagnosis of rinderpest and peste des petits ruminants using an immunocapture ELISA.

Veterinary Record; 134: 300-304
APPENDIX I.
- PLATE LAYOUT

- WORK SHEET

- ELISA DATA SHEET
PPR, Immunocapture Assay - Plate Layout

	
	Controls/

Samples
	Samples (in duplicate)



	
	PPR Detecting Antibody



	
	1
	2
	3
	4
	5
	6
	7
	8
	9
	10
	11
	12

	A
	Cc
	Cc
	3
	3
	11
	11
	19
	19
	27
	27
	35
	35

	B
	Cc
	Cc
	4
	4
	12
	12
	20
	20
	28
	28
	36
	36

	C
	Crppr
	Crppr
	5
	5
	13
	13
	21
	21
	29
	29
	37
	37

	D
	Crppr
	Crppr
	6
	6
	14
	14
	22
	22
	30
	30
	38
	38

	E
	C-
	C-
	7
	7
	15
	15
	23
	23
	31
	31
	39
	39

	F
	C-
	C-
	8
	8
	16
	16
	24
	24
	32
	32
	40
	40

	G
	1
	1
	9
	9
	17
	17
	25
	25
	33
	33
	41
	41

	H
	2
	2
	10
	10
	18
	18
	26
	26
	34
	34
	42
	42

	
	
	
	
	
	
	
	
	
	
	
	
	

	Note:
	Cc:
	Conjugate Control (no sample)

	
	Crppr
	PPR reference antigen

	
	C-
	Negative Sample Control

	
	
	


PPR, Immunocapture Assay - Work Sheet
	
	Plate no.:__________
	Date:__________
	Run ID:__________
	Operator:__________


	
	Controls/

Samples
	Samples (in duplicate)



	
	PPR Detecting Antibody



	
	1
	2
	3
	4
	5
	6
	7
	8
	9
	10
	11
	12

	A
	Cc
	Cc
	
	
	
	
	
	
	
	
	
	

	B
	Cc
	Cc
	
	
	
	
	
	
	
	
	
	

	C
	Crppr
	Crppr
	
	
	
	
	
	
	
	
	
	

	D
	Crppr
	Crppr
	
	
	
	
	
	
	
	
	
	

	E
	C-
	C-
	
	
	
	
	
	
	
	
	
	

	F
	C-
	C-
	
	
	
	
	
	
	
	
	
	

	G
	
	
	
	
	
	
	
	
	
	
	
	

	H
	
	
	
	
	
	
	
	
	
	
	
	

	Note:
	
	

	ELISA DATA SHEET - PPR, Immunocapture Assay

	
	
	
	
	
	

	Disease:
	Plate No.:
	Date:

	Run ID.:
	Operator:
	Filter:

	
	
	
	
	
	

	Plate Reader Blank Value:
	Comment:

	
	
	
	
	
	

	IQC Data
	OD1
	OD2
	OD3
	OD4
	Median OD

	CrPPR
	
	
	
	
	

	
	
	
	
	
	

	IQC Data
	PP1
	PP2
	PP3
	PP4
	

	CrPPR 
	
	
	
	
	

	Cc
	
	
	
	
	

	C-
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	


	PP(PPR) threshold = 18
	
	

	
	
	
	
	
	

	PP - Value PPR Detecting Antibody



	ID
	OD1
	OD2
	Avg.OD
	Avg.PP
	
	OD1
	OD2
	Avg.OD
	Avg.PP

	1
	
	
	
	
	22
	
	
	
	

	2
	
	
	
	
	23
	
	
	
	

	3
	
	
	
	
	24
	
	
	
	

	4
	
	
	
	
	25
	
	
	
	

	5
	
	
	
	
	26
	
	
	
	

	6
	
	
	
	
	27
	
	
	
	

	7
	
	
	
	
	28
	
	
	
	

	8
	
	
	
	
	29
	
	
	
	

	9
	
	
	
	
	30
	
	
	
	

	10
	
	
	
	
	31
	
	
	
	

	11
	
	
	
	
	32
	
	
	
	

	12
	
	
	
	
	33
	
	
	
	

	13
	
	
	
	
	34
	
	
	
	

	14
	
	
	
	
	35
	
	
	
	

	15
	
	
	
	
	36
	
	
	
	

	16
	
	
	
	
	37
	
	
	
	

	17
	
	
	
	
	38
	
	
	
	

	18
	
	
	
	
	39
	
	
	
	

	19
	
	
	
	
	40
	
	
	
	

	20
	
	
	
	
	41
	
	
	
	

	21
	
	
	
	
	42
	
	
	
	

	
	
	
	
	
	

	The sample is negative if PP (OD mean test sample/OD median ref. Ag) is below threshold 

	
	
	
	
	
	

	Cc:
	Conjugate Control

	CrPPR:
	PPR reference antigen

	C-:
	Negative antigen

	
	


APPENDIX II.

- FACT SHEETS


* Reagent Information


* Quality Assurance (QA) Information

- PACKING LIST

FACT SHEET - FACT SHEET - FACT SHEET

REAGENT INFORMATION
ASSAY:Immunocapture enzyme-linked immunosorbent assay (ICE) 100 tests
DISEASE: PPR

KIT IDENTIFICATION (CIRAD): ICE/2015/12

BENCH PROTOCOL VERSION: ICE 4, April, 2011
Reference antigen:

Batch no.: 15/12
Working dil.: neat

Capture antibody
Batch no.: 15/12
Working dil.: 1/600

Detection Antibody:
Batch no.: 15/12
Working dil.: 1/300

Streptavidin conjugate:
Batch no.: 15/12
Working dil.: 1/100

FACT SHEET - FACT SHEET - FACT SHEET

QUALITY ASSURANCE

(QA) INFORMATION
ASSAY:Immunocapture enzyme-linked immunosorbent assay (ICE)100 tests
DISEASE: PPR

KIT IDENTIFICATION (CIRAD): ICE/2015/12

BENCH PROTOCOL VERSION: ICE 4, April, 2011
	
	
	
	
	
	

	ACCEPTANCE CRITERIA FOR CONTROL DATA

UPPER (UCL) AND LOWER CONTROL LIMITS (LCL)

	
	
	
	
	
	

	
	
	UCL
	
	LCL


	

	
	CrPPR (OD values)
	2.8
	
	0.5
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	UCL
	
	LCL


	

	
	CrPPR (PP values)
	115
	
	85
	

	
	C- (PP values)
	8
	
	0
	

	
	Cc (PP values)
	15
	
	0
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
PACKING LIST  - PACKING LIST REAGENTS SUPPLIED by CIRAD, Montpellier




ASSAY:Immunocapture enzyme-linked immunosorbent assay (ICE) 100 tests
DISEASE: PPR

KIT IDENTIFICATION (CIRAD): ICE/2015/12
BENCH PROTOCOL VERSION: ICE 4, April, 2011
	 Reagents
	
	Batch no
	
	Amount
	
	P1
	
	 P2
	
	 R 

	
	
	
	
	
	
	
	
	
	
	

	Reference PPR Antigen
	
	2015/12
	
	5 ml
Reference 
	
	
	
	
	
	

	Reference Negative Antigen
	
	2015/12
	
	5 ml


	
	
	
	
	
	

	Capture antibodies
	
	2015/12
	
	1 x 0.5 ml
	
	
	
	
	
	

	Detection antibodies
	
	2015/12
	
	0.5 ml
	
	
	
	
	
	

	Streptavidin conjugate
	
	2015/12
	
	1 x 0.5 ml
	
	
	
	
	
	

	Negative sera
	
	2015/12
	
	5  x 1 ml
	
	
	
	
	
	

	Wash/Block/Coat. Buff. (PBS)
	
	
	
	10 sachets
	
	
	
	
	
	

	Detergent Tween -20
	
	
	
	100 ml
	
	
	
	
	
	

	Substrate H2O2 (Tablets)
	
	
	
	2
	
	
	
	
	
	

	Chromogen OPD (Tablets)
	
	
	
	10
	
	
	
	
	
	

	Reconstitution Diluent 
	
	
	
	2 x 30 ml
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	

	Fact Sheet
	
	
	
	
	
	
	
	
	
	

	- Reagent Information (A+B)
	
	
	
	2
	
	
	
	
	
	

	- QA Information
	
	
	
	1
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	

	Packing List
	
	
	
	1
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	

	Miscellaneous
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	

	pH strips 4 - 7
	
	
	
	1
	
	
	
	
	
	

	pH strips 6.5 - 10
	
	
	
	1
	
	
	
	
	
	

	Brown bottle
	
	
	
	1
	
	
	
	
	
	

	Cryopreservation vials
	
	
	
	40
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	

	

	
	
	
	
	
	
	
	
	
	
	

	P1 = Packer #1
	
	
	
	
	
	
	
	
	
	

	P2 = Packer #2
	
	
	
	
	
	
	
	
	
	

	R =  Recipient
	
	
	
	
	
	
	
	
	
	


APPENDIX III

BUFFER COMPOSITION

PBS (1X) 


1 litre
NaCl 



8 g

KCl



0.2 g

Na2HPO4  anhydrous

1.44 g

KH2PO4



0.24 g

- in 800 ml distilled/deionized water

- adjust pH 7.2 and volume up to one litre.

_1362990966

_1362990987

