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SUMMARY 

In addition to normal immunoglobulins free immunoglobulin light chains (k, λ – chains) should be present in serum, cerebrospinal fluid and urine of healthy individuals. A small amount of free k, λ – chains is produced by B-cells and proteolysis of normal immunoglobulins. Free k, λ – chains have proteolitic and antiangiogenic activity, and can specifically bind to mast cells receptors to take part in hypersensitivity reactions. Extremely high level of free immunoglobulin light chains in biological fluids recognize during multiple sclerosis, lymphoproliferative disorders, rheumatoid arthritis, SLE, acute nephritis. Free k, λ – chains have short half-life time in comparison with normal immunoglobulins that’s why determination of their concentration is recommended as useful diagnostic tool for prognosis and control of treatment results.  
Material tested

This kit is designed for analysis of f λ chain in blood serum or plasma and other types of biological material (see table М). The kit contains the reagents sufficient for 96 determinations and allows to analyze 41 unknown samples in 2 parallels.
Assay principle

This test is based on two-site sandwich enzyme immunoassay principle. Tested specimen is placed into the microwells coated by specific anti-f λ-chain-antibodies. Antigen from the specimen is captured by  the antibodies coated onto the microwell surface. Unbound material is removed by washing procedure. Second antibodies directed towards  another epitope of f λ-chain, and labelled with peroxidase enzyme, are then added into the microwells. After subsequent washing procedure, the remaining enzymatic activity bound to the microwell surface is detected and quantified by addition of chromogen-substrate mixture, stop solution and photometry at 450 nm. Optical density in the microwell is directly related to the quantity of  the measured analyte in the specimen.
Kit contents
	
	Code
	Description
	Qty
	Units
	Color code

	1
	P279L
	f λ-chain EIA strips, 8х12 wells
	1
	pcs
	0

	2
	N003
	Plate sealing tape
	1
	pcs
	

	3
	S011Z2
	Blue EIA buffer, 50 ml
	1
	pcs
	blue

	4
	C279LZ
	Calibrator and control set, 1,0 ml each *
	1
	pcs
	blue

	5
	S008Z
	Washing solution concentrate 21x, 22 ml
	1
	pcs
	0

	6
	S012Z
	Red EIA buffer, 11 ml
	1
	pcs
	red

	7
	T279LZ
	Conjugate, 11 ml
	1
	pcs
	blue

	8
	R055Z
	Substrate solution, 11 ml
	1
	pcs
	0

	9
	R050Z
	Stop solution, 11 ml
	1
	pcs
	0

	10
	K279LIR
	Instruction f λ chain EIA, Russian
	1
	pcs
	

	11
	K279LIE
	Instruction f λ chain EIA, English
	1
	pcs
	

	12
	K279LQ
	QC data sheet f L chain EIA
	1
	pcs
	

	*
	The set contains 6 calibrators: 0, 0,3, 1,5, 3, 6, 15 μg/ml; and 1 control sample


Materials required but not provided

- Distilled or deionized water;

HANDLING NOTES

1. INFECTION HAZARD: There is no available test methods that can absolutely assure that Hepatitis B and C viruses, HIV-1/2,  or other infectious agents are not present in the reagents of this kit. All human blood products,  including patient samples, should be considered potentially infectious. Handling and disposal of this material should comply with the rules defined by an appropriate local biohazard safety guidelines.

2. Avoid contact with 5% H2SO4. It may cause skin irritation and burns.

3. Do not use reagents after expiration date.

4. Do not mix or use components from kits with different lot numbers.

5. Replace caps on reagents immediately. Do not swap caps.

6. Do not pipette reagents by mouth.

STORAGE CONDITIONS.

1. Store the whole kit at 2 to 8(C upon receipt until  the expiration date.

2. For long term storage it is recommended to freeze the calibrators in aliquoted portions and store below -15C. ATTENTION: AVOID REPEATED FREEZE-THAW CYCLES

3. After opening the pouch keep unused microtiter wells TIGHTLY SEALED BY ADHESIVE TAPE (INCLUDED) to minimize exposure to moisture.

NECESSARY EQUIPMENT.

Dry thermostate for 37С

SPECIMEN COLLECTION, STORAGE AND PREPARATION

Table M
	Material type
	Notes on material collection, storage and handling
	Sample dilution example
	Blue EIA buffer into the well, ul
	Sample into the well, ul

	blood serum or plasma
	Grossly hemolytic, lipemic, or turbid samples should be avoided and should be treated by centrifugation before testing.
	10 ul of sample + 1000 ul of diluent
	80
	40

	urine
	Turbid samples should give incorrect measurement results and should be treated by centrifugation before testing.
	
	90
	10

	cerebrospinal fluid
	Turbid samples should give incorrect measurement results and should be treated by centrifugation before testing.
	
	80
	20


ASSAY RUN

Reagent Preparation

· All reagents (including unsealed microstrips) should be allowed to reach room temperature (20 to 25oC) before use.

· All reagents should be mixed by gentle inversion or vortexing prior to use. Avoid foam formation.

Assay flowchart: 

	*1
	Put the desired number of microstrips into the frame; allocate 14 wells for the calibrators and control samples and two wells for each unknown sample. NOTE: the calibrator/control and unknown sample wells are filled differently.

	*2
	Dilute all samples using buffer S011 (Blue EIA buffer) 100 fold.  See table M for dilution modes and factors for different types of analyzed material.  Do not dilute control sample and calibrators. 

	*3
	If suggested analyte concentration in the sample exceeds the highest calibrator, additionally dilute this sample accordingly, using reagent S011 (Blue EIA buffer). Use of other buffers or reagents for sample dilution may lead to incorrect measurement. 

	*4
	 For  testing of blood serum or plasma, pipet 80 ul of Blue EIA buffer into the unknown sample wells.  For other tested materials, see table M for the volume of Blue EIA buffer.

	*5
	Pipet 100 ul of calibrators and controls into allocated wells. For testing of  blood serum or plasma pipet 40 ul of the unknown sample into the allocated wells. See table M for the volumes of other materials. Pipetting should be made within 3 minutes, to ensure an uniform incubation time for all samples.  Carefully mix the contents of the wells by short horizontal rotating  of the plate for 5-7 seconds and cover the wells by plate adhesive tape (included into the kit).

	*6
	Incubate 30 minutes at 37C.

	*7
	Prepare Washing solution by 21x dilution of Washing solution concentrate (code S008Z) by distilled water. Diluted Washing solution is stable for 2 weeks at +2-8C. Wash strips 3 times

	*8
	Dispense 100 ul of Conjugate  into the wells.

	*9
	Incubate 30 minutes at 37C.

	*10
	Wash the strips 5 times. 

	*11
	Pipet 100 ul of Substrate into the wells

	*12
	Incubate 15 minutes at 20-25 C

	*13
	Pipet 100 ul of Stop solution into the wells.

	*14
	Measure OD (optical density) at 450 nm.

	*15
	Set photometer blank on first calibrator

	*16
	Apply point-by-point method for data reduction. Use Calculation factor listed in table M to calculate analyte concentration in different material types.


See the example of calibration curve in Quality Control insert.

Quality control

Control sample(s) should fit into the ranges shown in QC insert (see attached).

Expected values

Based on data obtained by XEMA, the following normal ranges are recommended  (see below). However, GLP rules recommend that each laboratory should establish its own reference range.

	Sex, age
	Units

	
	μg/ml

	
	Lower limit
	Upper limit

	Healthy donors
	0,2
	1,3











