S100A14 ELISA Kit

s ™
CircuLlex User’s Manual \

For Research Use Only, Not for use in diagnostic pcedures

ELISA Kit for Measuring Human S100A14

CircuLex S100A14 ELISAIt

Cat# CY-8064 0 :

Intended USe.......coooiiiiiiiii e, 1
StOrage... oo e 1
INtrOdUCHION. ...ceeeeeiiic e 2
Principle of the Assay.............ccuvvieiiiiinnnes 3
Materials Provided...........ccccooeiiieiiviininnnnnn. 4
Materials Required but not Provided........... 5
Precautions and Recommendatians...... 6 o
Sample Collection and Storage..................... 7
Detailed Protocol................ceeeeeeeee s 8-9
CalculationS........cooeeeeeeiiei e, 10
Measurement Range.........cecueereeevennnnnn 10
Troubleshooting.........cceveiveiiiiiiiiiiiiiene 10
Reagent Stability...............cmeevceiieeevennnnn. 11

Assay CharacteristiCS.......c.uvveeeieeeeeeennnns
Example of Test Results..............cceeeeee.
ReferenCes......ceceee e,
Related Products.........cccoooeevvviiiinnns e 14-

Intended Use
The Cyclex Research Produ@irc 0Al1l4 ELISA Kit is used for the quantitative
measurement of human S100A14 in lysate, citice medium and other biological media.

This assay kit is for research use ot fause in diagnostic or therapeutic procedures.

Storage
» Uponreceipt store all cq @ ents at 4°C
» Don't expose reagentsyt :A ssive light.
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Introduction

S100 proteins form a growing subfamily of proteietated by C%i'—binding motifs to the E
C&*-binding protein superfamily. By analyzing a huniang cancer cell line subtractive cD i
Pietas et al. identified and characterized S100Adliich encodes a deduced 104-amjneps rotein
with 2 EF-hand C4-binding domains, a myristoylation motif, a glyctaion site, and
protein kinase phosphorylation sites (1). It ensode mRNA that is ubiquitously expre normal
human tissues of epithelial origin. It has been alestrated that S100A14 transcript is dov
many immortalized and tumour cell lines from diffet tissues. In contrast, studies on
tumors, including lung and breast, revealed predantly up-regulation of the g at the mRNA and

protein level. S100A14 shows heterogenic expressictumors, demonstratin erexpression in
ovary, breast, and uterus tumors and under-expressikidney, rectum, and mors, a pattern
suggesting distinct regulation with potentially ionfant functions in malignanftran ation.

Using a proteomics approach to identify genes upedgd in breast c llowed by database

analysis and PCR of a breast carcinoma cell lindanA et al. cloned , Which they called
BCMP84. BCMP84 expression in normal tissue wagiotstl to stratified squamous epithelium of skin,
cervix, and tonsil. Weak staining was seen in notone@ast ductal tiss % strong immunoreactivity

was detected in 10 of 58 (17%) breast cancer ss®E€MP84 wa sed in the plasma membrane

of transiently transfected breast carcinoma c@lis (
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Principle of the Assay

The CircuLex S100A14 ELISA Kit employs the quaritita sandwich enzyme immu S
technique. An antibody specific for human S100A%4 been pre-coated onto a microplategStandards

and samples are pipetted into the wells and theoipilimed antibody binds any human esent
After washing away any unbound substances, an HiRRigated antibody specific for 100A14
is added to the wells. Following a wash to remawg enbound antibody HRP conjug:z maining
conjugate is allowed to react with the substra@Hetramethylbenzidine. The reactic pped by

addition of acidic solution and absorbance of #msulting yellow product is measured a 0 nm. The
absorbance is proportional to the concentratiohushan S100A14. A standard c is constructed by
plotting absorbance values versus human S100Aldectrations of calibrators ncentrations of
unknown samples are determined using this staralawe.

The CircuLex S100A14 ELISA Kit is designed to meastihhe concentrati f h
cell Lysate, conditioned medium and other biologiadia.

Summary of Procedure 0

Add 100 pL of diluted sample to the w
* Incubate for 1 hourfat emp.

n S100A14 from

Wash the wells

v

Add 100 pL of HRP conj i*£5100A14 antibody
* Incu 1 hour at room temp.
Wash the wells

Add 100 pL of Sul@ieagent

Add 100 uL o olution

MeasQQance at 450 nm

Cat#: CY-8064 3 Version#: 120710
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Materials Provided

All samples and standards should be assayed iicdtgl The following components are sup
are sufficient for the one 96-well microplate Kkit.

Microplate: One microplate supplied ready to use, with 96 w@lBsstrips of 8-wells) i
bag with a desiccant pack. Wells are coated with®tD0A14 antibody as a capture anti

10X Wash Buffer: One bottle containing 100 mL of 10X buffer contam2 %Tweefi-20

Dilution Buffer: One bottle containing 40 mL of 1X buffer; use $ample dilutio y to use.
Human S100A14 Standard:One vial containing 54.4g of lyophilized reco man S100A14
HRP conjugated Detection Antibody: One bottle containing 12 mL o rseradistopielase)

conjugated anti-S100A14 antibody. Ready to use.

Substrate Reagent:One bottle containing 20 mL of the chrom i e, tetra-methylbenzidine
(TMB). Ready to use.

Stop Solution: One bottle containing 20 mL of 1 N8O, Re to

Cat#: CY-8064 4 Version#: 120710
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Materials Required but not Provided

* Pipettors: 2-20 pL, 20-200 pL and 200-1000 pL precision pigstwith disposable tips.

* Precision repeating pipettor

* Orbital microplate shaker 0
» Microcentrifuge and tubesfor sample preparation.

* Vortex mixer Q
* Microplate washer: optional (Manual washing is possible but not maiée

nm. Dual wavelengths of 450/550 or 450/595 nm daa ke used. e can also be read at a
single wavelength of 450 nm, which will give a savhat higher rea

* Plate reader capable of measuring absorbance in 96-well platem@ ths of 450 nm/540
a

« Software package facilitating data generation andrsalysis:opti @

* 500 or 1000 mL graduated cylinder

» Reagent reservoirs

* Deionized water of the highest quality

* Disposable paper towels

Cat#: CY-8064 5 Version#: 120710
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Precautions and Recommendations

* Allow all the components to come to room tempaabefore use.

« All microplate strips that are not immediatelguéed should be returned to the zip-lo Q
must be carefully resealed to avoid moisture aligorp

Do not use kit components beyond the indicateeXpiration date. 0

* Use only the microtiter wells provided with thie k

* Rinse all detergent residue from glassware. Q

* Use deionized water of the highest quality.

Do not mix reagents from different kits.

» The buffers and reagents used in this kit corntihk as preserv. . e should be taken to avoid
direct contact with these reagents.

» Do not mouth pipette or ingest any of the reagient

» Do not smoke, eat, or drink when performing tlse&eas where samples or reagents are

handled.
* Dispose of tetra-methylbenzidine (TMB) con ions in compliance with local regulations.
* Avoid contact with Substrate Solution which cd rogen peroxide.
* Avoid contact with Stop Solution which f8ric Acid.

and these reagents. In case of contactWith the Stdution and the Substrate Solution, wash skin
thoroughly with water and seek entiohgemwnecessary.
* Biological samples may be c@ted with infeaius agents. Do not ingest, expose to open

wounds or breathe aerosow rotective glovemd dispose of biological samples properly.

» Wear gloves and eye protection wrﬂ g impdiagnostic materials and samples of rat origin,

« CAUTION: Sulfuric Aci rong acid. Wear disposable gloves and eye protection when
handling Solution.

2
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Sample Preparation, Collection and Storage

Cell culture supernatant (conditioned media):
Remove any particulates by centrifugation and assemyediately or aliquot and store p t

below -70°C. Avoid repeated freeze-thaw cycles.

Cell lysates:

1. Harvest and pellet cells by centrifugation ustandard methods.

2. Resuspend the cell pellet with an appropriateaetion buffer (for example; HEPES-KOH,
pH 7.5, 250 mM NacCl, 0.1 % NP-40, 2 mM Cad mM EDTA, 0.2 mM PM /mL pepstatin,

0.5 pg/mL leupeptin, 0.5 mM DTT) and lyse the resumsled cellsfusing~either a Dounce
Homogenizer, sonication, or three cycles of fregznd thawing.

3. Transfer extracts to microcentrifuge tubes amrifuge at 15,000 rp minutes at 4°C.

4. Aliquot cleared lysate to a clean microfuge tullgese samples
to the instructions in “Assay Procedure” at p. 9.

eady for analysis acaprdin

NOTE: THE ABOVE PROCEDURES ARE INTENDE NL S A G UIDELINE. THE
OPTIMAL EXPERIMENTAL CONDITIONS W Y "DEPENDING ON THE
PARAMETERS BEING INVESTIGATED, AN BE DETERMIN ED BY THE
INDIVIDUAL USER. NO WARRANTY UARANTEE OF PERFOR MANCE
USING THESE PROCEDURES IS MA ED.

Other biological samples:

Remove any particulates by centrifugation an
below -70°C. Avoid repeated freeze-thaw cycles.

<
f
S
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Detailed Protocol

The CycLex Research ProduCircuLex S100A14 ELISA Kit is provided with removable s
wells so the assay can be carried out on sepacassions using only the number of strips rgqui

the particular determination. Since experimentaiditions may vary, an aliquot of the huma 0A14
Standard within the kit should be included in eassay as a calibrator. Disposablé pipe and
reagent troughs should be used for all liquid fierssto avoid cross-contaminatio eagents or

samples.

Preparation of Working Solutions
All reagents need to be brought to room temperatd@ to the assay. Ass nts are supplied
ready-to-use, with the exception¥X Wash BufferandHuman S100A14 Stan

1. Prepare a working solution of Wash Buffer byiaddl00 mL of thel0X fferto 900 mL of
deionized (distilled) water (ddi®). Mix well. Store at 4°C for two -20°6r flong-term
storage.

Prepare Standard Solutions as follows:

2. Reconstituteduman S100A14 Standardwith 0.85 mL of ddH ncentration of the human
S100A14 in vial should b&4 ng/mL, which is referred asMa dard of human S100A14.
Use theMaster Standard to produce a dilution series, (belew). Mix eachetuboroughly before
the next transfer. The 16 ng/mL standard (Stdsly s ‘the highest standard. Tiution

Buffer serves as the zero standard (Blank)

Volume of Standard ilution Buffer Concentration
Std.1 150 pL of Master Standard 450 pL 16 ng/mL
Std.2 300 pL of Std. 1 (16 ng/m 300 pL 8 ng/mL
Std.3 300 pL of Std. 2 (8 ng/mi) / 300 pL 4 ng/mL
Std.4 300 pL of Std. 3 (4 ng/mL 300 pL 2 ng/mL
Std.5 300 pL of Std. 4 (2 300 pL 1 ng/mL
Std.6 300 pL of Std. 5 300 pL 0.5 ng/mL
Std.7 300 pL of Std. 6 300 pL 0.25 ng/mL
Blank 300 pL 0 ng/mL

gf pipette. Change tips feryedilution. Wet tip with Dilution Buffer
d portions of Master Staisdshould be aliquoted and stored at below
Avoid multiple freeze and theyeles.

Note: Do not use a Repe
before dispensing
-70 °C immediate

Sample Diluti Q

* Cell culture atants may not require dilutio

* Othegbi samples require 1-10 fold orraympiate dilution.

Cat#: CY-8064 8 Version#: 120710
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Assay Procedure

1. Remove the appropriate number of microtiter svetbm the foil pouch and place them into
holder. Return any unused wells to the foil powepld, seal with tape and store at 4°C.

2. Dilute samples with Dilution Buffer. (See “Samptreparation” above.)
3. Pipettel00 pL of Standard Solutions (Std1-Std7, Blank)and appropriatehydilute % 8sin

duplicates, into the appropriate wells.

4. Incubate the platat room temperature (ca.25°C) for 1 hour shaking at ca. m on an orbital
microplate shaker

5. Wash 4-times by filling each well with Wash Barff(350 uL) using a ottle, multi-channel
pipette, manifold dispenser or microplate washer.

6. Add 100 pL of HRP conjugated Detection Antibodyinto each well.

1akKit
@

7. Incubate the platat room temperature (ca.25°C) for 1 hour s at ca. 300 rpm on an orbital

microplate shaker

8. Wash 4-times by filling each well with Wash Barff(3
pipette, manifold dispenser or microplate washer.

a squirt bottle, multi-channel

9. Add 100 pL of Substrate Reagent Avoid exp
Substrate Reagent to 4°C immediately after

t crotiter plate to direct bgint. Return
cg volume is removed.

or 10-20 minutesshaking at ca. 300 rpm on an
be extended up to 30 tamif the reaction

10. Incubate the plat room temperature (ca. 25°
orbital microplate shakefThe incubation_time ma
temperature is below than 20°C.

11. Add 100 pL of Stop Solutionto e the same order as the previoudhjed Substrate
Reagent.

12. Measure absorbance in eac using a spdarometric microplate reader at dual wavelengths
of 450/540 nm. Dual wavel h 450/550 or 498/Bm can also be used. Read the microplate
at 450 nm if only a sing| gth can be u¥ddls must be read within 30 minutes of adding

the Stop Solution.

Note-1: Complete rem@val of'liquid at each step is esaktdigood performance. After the last wash,
ining Wash Buffer by aspirating ecasting. Invert the plate and blot it

: towels.

Note-2: Relia ndard curves are obtained when e@@ier values do not exceed 0.2 units for the
entration), or 2.5 units for thghieist standard concentration.

Note-3 If the ate reader is not capable of regdibsorbance greater than the absorbance of the
i andard, perform a second reading at #05Anew standard curve, constructed
values measured at 405 nm, is used ¢ondieée human S100A14 concentration of

Cat#: CY-8064 9 Version#: 120710
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Calculations

Average the duplicate readings for each standamira, and sample and subtract the av
standard optical density. Plot the optical densidy the standards versus the concentrati he
standards and draw the best curve. The data cdindaized by using log/log paper_an

analysis may be applied to the log transformatiam determine the human S100A14 n of
each sample, first find the absorbance value orytheis and extend a horizontal li stagidar
curve. At the point of intersection, extend a \ttiine to the x-axis and read the corre pam
S100A14 concentration. If the samples have beeredi) the concentration read from the standardecurv
must be multiplied by the dilution factor.
1.The dose-response curve of this assay fits bessigmoidal 5-parameter logis tion. Theailte
of unknown samples can be calculated with any caenpprogram having a rameter logistic
function. It is important to make an appropriatetmaatical adjustme commodate for the

dilution factor.

entration. The calibrat
2rsus log of the known
Alternatively, the logit log
arbance (Y) is plotted ver$ng

2. Most microtiter plate readers perform automesiiculations of anal
curve is constructed by plotting the absorbance ¢Y)calib
concentration (X) of calibrators, using the fouramaeter f
function can be used to linearize the calibratiorve (i.e. logi
of the known concentration (X) of calibrators).

3. Dilution factors need to be taken into consitiemain calc e human S100A14 concentration

Measurement Range

The measurement range is 0.25 ng/mL to 16 ly sample reading higher than the highest
standard should be diluted with Dilution B ilgher dilution and re-assayed. Dilution factorede
to be taken into consideration in calculati n S100A14 concentration.

Troubleshooting

1. The human S100A14 Stand hould be run inighip| using the protocol described in the
Detailed Protocol Incubatio e temperatures significantlffedent from those specified may

give erroneous results.

2. Poor duplicates, acco
washing. If all instructions
need for washer main nce.

y elevated vdtwasells containing no sample, indicate insuffitie
etailed Protocolwere followed accurately, such results indicate a

3. Overall low dicate that desiccatibrihe plate has occurred between the final wash a
addition of S r eagent. Do not allow théepla dry out Add Substrate Reagent immediately
after wash.

Cat#: CY-8064 10 Version#: 120710
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Reagent Stability

All of the reagents included in the CycLex ResedPehductCircuLex S100A14 ELISA Kit
been tested for stability. Reagents should notseel beyond the stated expiration date. Upo
reagents should be stored at 4°C, except the réeted human S100A14 Standard red at
below -70°C. Coated assay plates should be storéidei original foil bag sealed by ock’and
containing a desiccant pack.

Assay Characteristics

1. Typical standard curve

95 oo S100A14 Standard Curve

A450

0 5 10 15 20
S100A14 conc. (ng/ml)
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2. Precision
Intra-assay PrecisigfPrecision within an assay)

Three samples of known concentration were testedesi times on one plate to assess intra-a
precision.

* Intra-assay (Within-Run, n=16), CvV=3.7-6.9

Human S100A14 conc. (ng/mL)
Sample Sample Sample

1 1.62 0.95 0.47
2 1.51 0.90 0.46
3 1.5C 0.8¢ 0.5¢
4 1.43 0.93 0.54
5 1.55 0.89 0.57
6 1.59 0.94 0.55
7 1.54 0.89 0.47
8 1.5¢ 0.9t 0.57
9 1.62 0.90 0.4
10 1.5¢ 1.0 0.4€
11 1.56 0.96
12 1.51 0.9z
13 1.65 1.0¢
14 151 0.94
15 1.4¢ 0.9¢
16 1.5z 0.9¢

MAX. 1.65

MIN. 1.43

MEAN 1.54

s.D 0.0€

C.V. 3.7%

3. Linearity
To assess the linearity of the assay, s ingrgaand/or spiked with high concentrations of

human S100A14 were serially diluted wi efDiutiBuffer to produce samples with values within
the dynamic range of the assay. y_J

Linearity
25 [ m oo
—&— Sample 1

—@— Sample 2

20 —A Sampled 7

15 [

hu S100A14 conc. (ng/ml)
o

0 0.2 0.4 0.6 0.8 1 1.2
Dilution Ratio
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Example of Test Results

Fig.1 Human S100A14 concentration in several g tonditioned media

Concentration of S100A14 in several cell line Q
conditioned media
1.2

1.0
0.8
0.6
0.4
0.2
0.0

Lovo A431 KATOII

Cell line

Fig.2 Human S100A14 concentration in severQs (5 x 10cells/ml)

S100A14 conc. (ng/ml)

S100A14 concentration in several cell lysates

3.5
= 30 |
£
)
£ 2.5
¢ 2.0
o
o
« 15 |
S
S 1.0 |
(7]

0.5

0.0

Lovo A431 KATOII
Cell line
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Related Products

* CircuLex S100A13 ELISA Kit: Cat# CY-8057

* CircuLex S100A12 ELISA Kit: Cat# CY-8058

* CircuLex S100P ELISA Kit: Cat# CY-8060

* CircuLex S100A8-MRP8 ELISA Kit: Cat# CY-8061

* CircuLex S100A9-MRP14 ELISA Kit: Cat# CY-8062
* CircuLex S100A11 ELISA Kit: Cat# CY-8063

* CircuLex S100A14 ELISA Kit: Cat# CY-8064

* CircuLex S100A7/Psoriasin ELISA Kit: Cat# 3
* CircuLex S100A4 ELISA Kit Ver.2: Cat# CY-8

* Anti-Human S100A3 (Clone YK-3E3): C Y-M1039
* Anti-Human S100A4 (p9Ka): Cat# CY-P
* Anti-Human S100P: Cat# CY-P1028

* Anti-Human S100A10: Cat# CY-P1

* Anti-Human S100A16: Cat# CY-P1

* Anti-Human S100A3: Cat# CY-

* Anti-Human S100A2: Cat# CYAP1

* Human S100A1: Cat# C

* Human S100A2: Cat# %

* Human S100A3: Cat# R2253

* Human S100B: Cat# CY-

* Human S100AY:

* Human S1 CY-R2258

* Human S1 fCat# CY-R2259-G
* Hu at# CY-R2259-H
*H A10: Cat# CY-R2260
*Hu 12: Cat#t CY-R2262-G

* Huma 00A12: Cat# CY-R2262-H
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* Human S100A13: Cat# CY-R2263
* Human S100A14: Cat# CY-R2264
* Human S100A16: Cat# CY-R2266
* Human S100P: Cat# CY-R2267

* Human S100A11: Cat# CY-R2269

* Human S100A1 Low Endotoxin: Cat# CY-R2451 0

* Human S100A3 Low Endotoxin: Cat# CY-R2453

* Human S100A4 Low Endotoxin: Cat# CY-R2454

* Human S100A7 Low Endotoxin: Cat# CY-R2457

* Human S100A8 Low Endotoxin: Cat# CY-R2458

* Human S100A9 Low Endotoxin: Cat# CY-R2459-G

* Human S100A11 Low Endotoxin: Cat# CY-R2461

* Human S100A12 Low Endotoxin: Cat# CY-R2462-G

* Human S100A14 Low Endotoxin: Cat# CY-R2464

* Human S100P Low Endotoxin: Cat# CY-R2467 o

PRODUCED BY

CycLex Co., Ltd.
1063-103 Terasawaoka
Ina, Nagano 396-0002
Japan

Fax: +81-265-76-7618

e-mail: info@cyclex.co.jp
URL: http://www.cyclex.co.ip
CycLex/CircuLex products are supplied for res use only. CycLex/CircuLex products and

components thereof may not be resold, modified sale, or used to manufacture commercial
products without prior written approval fr cLex Co., Ltd.. To inquire about licensing for
such commercial use, please contact us il.
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