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Rat Total Endothelin (ET) Elisa Kit
96 Tests
Catalogue Number: EO2E0121

Store all reagents at 2-8°C
Valid Period:six months

FOR LABORATORY RESEARCH USE ONLY.
NOT FOR THERAPEUTIC OR DIAGNOSTIC APPLICATIONS!
PLEASE READ THROUGH ENTIRE PROCEDURE BEFORE BEGINNING!

INTENDED USE

This B.G ET ELISA kit is intended Laboratory for eesch use only and is not for use in diagnostiherapeutic procedures.The
Stop Solution changes the color from blue to yellamd the intensity of the color is measured at 40 using a
spectrophotometer. In order to measure the coraténirof ET in the sample, this ET ELISA Kit inclesl a set of calibration
standards. The calibration standards are assay#d aame time as the samples and allow the opdmfmroduce a standard
curve of Optical Density versus ET concentratione Toncentration of ET in the samples is then detexd by comparing the

0.D. of the samples to the standard curve.

PRINCIPLE OF THE ASSAY

This ET enzyme linked immunosorbent assay applieschnique called a quantitative sandwich immurenas$he microtiter
plate provided in this kit has been pre-coated withonoclonal antibody specific for ET. Standandsamples are then added to
the microtiter plate wells and ET if present, viilhd to the antibody pre-coated wells. In ordegt@ntitatively determine the
amount of ET present in the sample, a standargizeiiaration of horseradish peroxidase (HRP)-confubpolyclonal antibody,
specific for ET are added to each well to “sandWitie ET immobilized on the plate. The microtitdate undergoes incubation,
and then the wells are thoroughly washed to renadivenbound components. Next, A and B substratetisolis added to each
well. The enzyme (HRP) and substrate are allowesdot over a short incubation period.Only thosdsatblat contain ET and
enzyme-conjugated antibody will exhibit a changecatour. The enzyme-substrate reaction is terméhate the addition of a

sulphuric acid solution and the colour change iasne=d spectrophotometrically at a wavelength 6f@4.
REAGENTS PROVIDED

All reagents provided are stored at 2-8° C. Reféh¢oexpiration date on the label.

1 MICROTITER PLATE 96 wells
2 ENZYME CONJUGATE 10.0 mL 1 vial




3 STANDARD.1 0 pg/mL 1 vial
4 STANDARD.2 25pg/mL 1 vial
5 STANDARD.3 50pg/mL 1 vial
6 STANDARD.4 100pg/mL | 1 vial
7 STANDARD.5 250pg/mL | 1 vial
8 STANDARD.6 500pg/mL | 1 vial
9 SUBSTRATE A 6.0 mL 1 vial
10 | SUBSTRATEB 6.0 mL 1 vial
11 | STOP SOLUTION 6.0 mL 1 vial
12 WASH SOLUTION x100 10 mL 1 vial
13 | INSTRUCTION 1

14. | LYSIS BUFFER SOLUTION ~ 10.0ml 1 vial

NOTE: The LYSIS BUFFER SOLUTION is used only when the saniplcell culture fluid & body fluid & tissue homegate ;
If the sample is serum or blood plasma, then th8ISYBUFFER SOLUTION is a superfluous reagent.

The kinds of sample:

samplel : serum or blood plasma

sampldl : cell culture fluid & body fluid & tissue homogetea

SAMPLE COLLECTION AND STORAGE

Serum-Use a serum separator tube(SST) and allow samplegot for 30minutes before centrifugation for 1botes at
approximately 1000 x g.Remove serum and assay inatedgior aliquot and store samples at -20 °C orG80°

PlasmaCollect plasma using EDTA or heparin as an antiatzad. Centrifuge samples for 15 minutes at 1000 at §-8°C
within 30minutes of collection. Store samples &°@ or -80°C.Avoid repeated freeze-thaw cycles.

Cell culture fluid and other biological fluids-Remove particulates by centrifugation and assagediately or aliquot and store
samples at -20°C or -80°C.Avoid repeated freeze-thales.

NOTE: Serum, plasma, and cell culture fluid samples taded within 7 days may be stored at 2-8°C, othera@@nples must
stored at -20°G{2months) or -80°G{tmonths) to avoid loss of bioactivity and contartimra Avoid freeze-thaw cycles .When

performing the assay slowly bring samples to roemgterature.
DO NOT USE HEAT-TREATED SPECIMENS.
MATERIALS REQUIRED BUT NOT SUPPLIED

1. Microplate reader capable of measuring absoeand50 nm.

2. Precision pipettes to deliver 2 ml to 1 ml voasn

3. Adjustable 10ml -100ml pipettes for reagent prapon.

4. Adjustable 10ml -100ml pipettes for reagent prafion.

5. 100 ml and 1 liter graduated cylinders.

6. Calibrated adjustable precision pipettes, préfgravith disposable plastic tips. (A manifold mutthannel pipette is desirable
for large assays.)

7. Absorbent paper.

8. 37°C incubator.

9. Distilled or deionized water.

10. Data analysis and graphing software. Graphrpéipear (Cartesian), log-log or semi-log, or lagit as desired.



11. Tubes to prepare standard or sample dilutions.

SAMPLE PREPARATION

1. BLUEGENE(BG) is only responsible for the kit ifséut not for the samples consumed during thaysBhe user

should calculate the possible amount of the samysled in the whole test. Please reserve suffisi@mples in advance.

2. Please predict the concentration before assalfinglues for these are not within the rangehaf standard curve, users must
determine the optimal sample dilutions for theirtjgalar experiments.

3. If the samples are not indicated in the maraugkeliminary experiment to determine the validifythe kit is necessary.

4. Owing to the possibility of mismatching betwesettigen from other resource and antibody used iirkibs!

(e.g., antibody targets conformational epitope emtthan linear epitope), some native or recombirnaoteins from other
manufacturers may not be recognized by our products

5. Influenced by the factors including cell viatyilicell number and also sampling time, samplemfoell culture supernatant
may not be detected by the kit.

6. Fresh samples without long time storage is resended for the test. Otherwise, protein degradatimhdenaturalization may

occur in those samples and finally lead to wrorsyits.
REAGENT PREPARATION

1. Bring all kit components and samples to room tetpee (18-25 C) before use;

2. Dispense 10 of LYSIS BUFFER SOLUTION into 10 specimens, mix and stand for one hour (The ptapoof LYSIS
BUFFER and Specimens shall be no less than 1:IQTE: This step is required when the sample is cellucalfluid & body
fluid & tissue homogenate ; If the sample is senrrblood plasma, then this step should be skipped.)

3. Wash Solution - Dilute 10mL of Wash Solution comate (10x) with 990mL of deionized or distillechter to prepare 1000
mL of Wash Solution (1x).

ASSAY PROCEDURE

Prepare all Standards before starting assay proedeiease read Reagents Preparation)t is recommended that all Standards
and Samples be added in duplicate to the Micrdtate.

1. Secure the desired number of coated wells imtheéer then add 50L of Standards or Samplesto the appropriate well of
the antibody pre-coated Microtiter Plate.

2. Add 100uL of Conjugate to each well. Mix well. Complete mixing in this ptes important. Cover and incubate for 1 hour at
37°C.

3. Wash the Microtiter Plate using one of the dpegtimethods indicated below:

4. Manual Washing: Remove incubation mixture by msipig contents of the plate into a sink or propaste container. Using a
squirt bottle, fill each well completely with washblution, then aspirate contents of the plate éngink or proper waste container.
Repeat this procedure four more times for a tot&#lIWE washes. After final wash, invert plate, arotllry by hitting plate onto
absorbent paper or paper towels until no moistppears. Note: Hold the sides of the plate frammalfirhen washing the plate to
assure that all strips remain securely in frame.

5. Automated Washing: Aspirate all wells, and theash plate FIVE times using wash solution. Alwagfust your washer to
aspirate as much liquid as possible and set filime at 350uL/well/wash (range: 350-400L). After final wash, invert plate,
and blot dry by hitting plate onto absorbent papguaper towels until no moisture appears. It é@remended that the washer be
set for a soaking time of 10 seconds or shaking tifrb seconds between washes.

6. Add 50uL Substrate A to each well.

7.Add 50uL Substrate B to each wellover and incubate for 15 minutes at 20-25°C. (avoidight)l



8. Add 50uL of Stop Solution to each well. Mix well.
9. Read the Optical Density (0.D.) at 450 nm usimgjaotiter plate reader immediately.

B.G CALCULATION OF RESULTS

1. This standard curve is used to determine theuatio an unknown sample. The standard curve iemgéed by plotting the
average O.D. (450 nm) obtained for each of thestaxdard concentrations on the vertical (Y) axiswe the corresponding
concentration on the horizontal (X) axis.
2. First, calculate the mean O.D. value for eaahdard and sample. All O.D. values, are subtrdoyetthie mean value of the zero
standard before result interpretation. Construetstandard curve using graph paper or statistifad/are.
3. To determine the amount in each sample, fitsdtiothe O.D. value on the Y-axis and extend azbotal line to the standard
curve. At the point of intersection, draw a vettigze to the X-axis and read the correspondingceotration.
4. Any variation in operator, pipetting and washtaghnique, incubation time or temperature, ané#é can cause variation in
result. Each user should obtain their own standarde.
5. The sensitivity by this assay is 0gimL
6. Standard curve
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Disposal Note Safety

1. This kit contains materials with small quanstie sodium azide. Sodium azide reacts with leatl@pper plumbing to form
explosive metal azides. Upon disposal, flush draiits a large volume of water to prevent azide awglation. Avoid ingestion

and contact with eyes, skin and mucous membranesade of contact, rinse affected area with plefitwater. Observe all
federal, state and local regulations for

disposal.

2. All blood components and biological materialedd be handled as potentially hazardous. Followarsal precautions as
established by the Centers for Disease Control aedeRtion and by the Occupational Safety and Hedtiministration when

handling and disposing of infectious agents.
Additional Materials Required Quality Control

1. When not in use, kit components should be refaged. All reagents should be warmed to room teatpes before use.



2. Microtiter plates should be allowed to come @om temperature before opening the foil bags. Qheedesired number of
strips has been removed, immediately reseal thebdgtore at 2 - 8°C to maintain plate integrity.

3. Samples should be collected in pyrogen/endotbigm tubes.

4. Samples should be frozen if not analyzed shartlyr collection. Avoid multiple freeze-thaw cyslef frozen samples. Thaw
completely and mix well prior to analysis.

5. When possible, avoid use of badly hemolyzedpamhic sera. If large amounts of particulate madrer present, centrifuge or
filter prior to analysis.

6. It is recommended that all standards, contmetssamples be run in duplicate.

7. When pipetting reagents, maintain a consistederoof addition from well-to-well. This ensuresuadjincubation times for all
wells.

8. Cover or cap all reagents when not in use.

9. Do not mix or interchange different reagent foten various kit lots.

10. Do not use reagents after the kit expiratice.da

11. Read absorbances within 2 hours of assay complet

12. The provided controls should be run with evasgay. If control values fall outside pre-estalgishanges,the accuracy of the
assay is suspect.

13. All residual wash liquid must be drained frdm tvells by efficient aspiration or by decantatioiowed by tapping the plate
forcefully on absorbent paper. Never insert absurpaper directly into the wells.

14. Because Stabilized Chromogen is light sensidvejd prolonged exposure to light. Also avoid cohtaetween Stabilized
Chromogen and metal, or color may develop.

15. Incomplete washing will adversely affect thet utcome. All washing must be performed with WBslffer provided.

16. Washing can be performed manually as followsmetely aspirate the liquid from all wells by ¢growering anaspiration
tip (aspiration device) into the bottom of eachlwEake care not to scratch the inside of the well.

17. After aspiration, fill the wells with at lea@#4 mL of diluted wash solution. Let soak for 153@ seconds, then aspirate the
liquid. Repeat as directed under ASSAY METHOD. Aftee washing procedure, the plate is inverted ampead dry on
absorbent tissue.

18. Alternatively, the wash solution may be pubiat squirt bottle. If a squirt bottle is used, fiothe plate with wash buffer,
completely filling all wells. After the washing predure, the plate is inverted and tapped dry oarbbsttissue.

19. If using an automated washer, the operatintguasons for washing equipment should be careffdlipwed.

20. Assay Procedure Preliminary notes: Do not raegents from different lots.It is recommended dsstays be performed in

duplicate.Standards and samples must be assatlesl stme time.Avoid exposing the substrate to d#aclight.

Note: this protocol is only for reference, mainly sudijo the final package insert along with your orde



