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Intended Use %Q'
x Human LOXL2 ELISA Kit is used for the quantitative

The CyclLex Research ProduCtr
measurement of human LOXL2 | Il culture supemiaand other biological media.

This assay kit is for researcK@e only and not fause in diagnostic or therapeutic procedures.

Storage NS

L 4
» Uponreceipt stor omponents at 4°C
» Don't expose re S to excessive light.
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Introduction _5,0

Lysyl oxidase-like 2 (LOXL2) is a member of theyysxidase (LOX) protein family | consists
of five members (1). All the members of the faniigntain a highly conserved cardexy-terminal
copper-binding domain and a lysyl-tyrosyl quinoregactor, which are necessarygoor the amine
oxidase activity of these extracellular matrix eneg (1, 2), and the N-terminglymore divergent
scavenger receptor cysteine-rich domain, whichh@ught to determine the gRffividual role and
tissue distribution of each isoenzyme (3). In ddditto its biological role i oper elastic fiber
homeostasis and cardiovascular system developmes,(the LOX familygroteins has recently
been implicated in tumorigenesis and metastasis)(6,

Up-regulation of LOXL2 has been reported in breaston (8), es eal (8), head- and-neck
(9), and oral squamous cell carcinomas (10) andcrpatic cer (11), although its
down-regulation of LOXL2 mRNA has been reportechéad and k squamous cell carcinomas
(12). It was also reported that LOXL2 overexpresgpoomotes thgMnvasiveness of tumor cells in
vivo and in vitro (13, 14). In addition, LOXL2 peih was dete in the serum of 83% of patients
with chronic HCV infection, but was not detectedsarum frognhormal healthy donors. This result
indicates that LOXL2 is a promising candidate bidkea fo&e non-invasive assessment of liver
fibrosis. Q

/)
Principle of the Assay §

(4
The CycLex Research ProduCirculLex HU@LOXLZ ELISA Kit employs the quantitative

sandwich enzyme immunoassay technique. An antibpdgific for human LOXL2 is pre-coated onto a
microplate. Standards and samples are pi@dheﬂwells and the immobilized antibody binds any
human LOXL2 present. After washing away any unbosmldstances, an HRP conjugated monoclonal
antibody specific for human LOXL2 i d to thella: Following a wash to remove any unbound
antibody HRP conjugate, the remajdmg conjugatealiswed to react with the substratex(d-
tetramethylbenzidine. The reaction topped bdlitexh of acidic solution and absorbance of the
resulting yellow product is measurgd at 450 nm. absorbance is proportional to the concentration of
human LOXL2. A standard curvggi constructed byttiplg absorbance values versus human LOXL2
concentrations of calibrators, a@concentratidnmknown samples are determined using this standar

curve. \Q
3
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Summary of Procedure

Add 100 pL of diluted samples to the wells ’\"Q
¢ Incubate for 1 hour at room temp. s\
Wash the wells Q

Add 100 pL of HRP conjugated anti-human LOXL2 @
¢ Incubate for 1 hour at room ten}#

Wash the wells
&
' >
Add 100 pL of Substrate Reagent N

* &
Add 100 pL of Stop Solution &
* &

Measure absorbance at 450 n@

N3
<
Materials Provided is'

All samples and standards should be as%yed inceltepl The following components are supplied and
are sufficient for the one 96-well micropl%kit.

Microplate: One microplate supplied jJ@ady to use, with 96 w@Bsstrips of 8-wells) in a foil, zip-lock
bag with a desiccant pack. Wells are'®oated withtaiman LOXL2 antibody as a capture antibody.

10X Wash Buffer: One bottle cq@ning 100 mL of 10X buffer contamn1.3%Tweef-20

Dilution Buffer: One bottwaining 50 mL of 1X buffer; use feconstitution of Human LOXL2
Standard and sample dilulf8§. Ready to use.

L4
Human LOXL2 Standa&One vial containing 100 ng of lyophilized recombihhuman LOXL2.

HRP conjugated I:@ction Antibody: One bottle containing 12 mL of HRP (horseradistopigase)
conjugated anti-fwnan LOXL2 monoclonal antibody (RA7). Ready to use.

Substrate Re@gent:One bottle containing 20 mL of the chromogenicssitte, tetra-methylbenzidine
(TMB). Re to use.

Stop @on: One bottle containing 20 mL of 1 NeSIOv. Ready to use.
<@
&
<
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Materials Required but not Provided _\
* Pipettors: 2-20 pL, 20-200 pL and 200-1000 pL precision gigrstwith disposable tips.\?
* Precision repeating pipettor s\
* Orbital microplate shaker &Q’
* Microcentrifuge and tubesfor sample preparation o‘b
* Vortex mixer (g’

"y

 Microplate washer: optional (Manual washing is possible but not p@)

* Plate reader: capable of measuring absorbance in 96-well p | wavelengths of 450/540 nm.
Dual wavelengths of 450/550 or 450/595 nm can hésoised. @ plate can also be read at a single
wavelength of 450 nm, which will give a somewhajhar readm.

« Software package facilitating data generation and rmlys'{%onal

* 500 or 1000 mL graduated cylinder 0@0
» Reagent reservoirs Q
_ . NS
* Deionized water of the highest quality
0

* Disposable paper towels &

\0

<o

)
<
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Precautions and Recommendations _\0
* Allow all the components to come to room tempai@before use. ‘\?
NS
« All microplate strips that are not immediatelgu&ed should be returned to the zip-Io&pouch‘pWh
must be carefully resealed to avoid moisture aligorp Q
Do not use kit components beyond the indicateeéXpiration date. ’D&
¢é)

 Use only the microtiter wells provided with thie k
* Rinse all detergent residues from glassware.

» Do not mix reagents from different kits.

X
o
&
 Use deionized water of the highest quality. 0{?
o

» The buffers and reagents used in this kit cont&ihk as pre@atives. Care should be taken to avoid
direct contact with these reagents. &
/)

« Do not mouth pipette or ingest any of the reagent &)

* Do not smoke, eat, or drink when performing @a‘y or in areas where samples or reagents are
handled. N
'

* Dispose of tetra-methylbenzidine (TMB) c@inmgutions in compliance with local regulations.
* Avoid contact with the acidic Stop Solu@ angbStrate Solution, which contains hydrogen peraxide
» Wear gloves and eye protection \@1 handling impdiagnostic materials and samples of human

origin, and these reagents. In case of contact thihStop Solution and the Substrate Solution, wash
skin thoroughly with water and ;‘K medical attamtivhen necessary.

* Biological samples may e&taminated with infeltius agents. Do not ingest, expose to open
wounds or breathe aero »Wear protective glovesid dispose of biological samples properly.

handli p Solution.

O

« CAUTION: Sulfuric A\dél is a strong acid. Wear disposable gloves and eye protection when

K
QQQ
S
&
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Sample Collection and Storage _\0

Cell culture supernatant: Remove any particulates by centrifugation and a'ema}ediate.li'g aliquot
and store samples at below -70°C. Avoid repeatsalf-thaw cycles. s\

Other biological samples:Remove any particulates by centrifugation and assayed@gely or aliquot
and store samples at below -70°C. Avoid repeatsizé-thaw cycles.

&
ol
Serum: Use a serum separator tube and allow samples tdfarld60 ;’ﬁ? minutes. Centrifuge the
samples at 4°C for 10 minutes at 1,000 x g. Rensevem and assaywmmediately or store samples on

ice for up to 6 hours before assaying. Aliguotsefum may also be st@red at below -70°C for exi@dnde
periods of time. Avoid repeated freeze-thaw cycles.

For reference

mixture of EDTA-Na and Futhan (FUT175) to stabilize sample agaspsntaneousn vitro
complement activation. Immediately centrifuge saapht&°C for 15 minutes at 1,000 x g. Assay
immediately or store samples on ice for up to 6rédefo@assaying. Aliquots of plasma may also be
stored at below -70°C for extended periods of tiMmiS@Jeated freeze-thaw cycles.

Plasma: Collect plasma using EDTA-Naas the anticoagulagv possible, collect thespla into a

Note: Citrate plasma has not been validated for @geisnetssay.
\:

NOTE: Although we suggest to conduct@eriments as rmdtliabove, the optimal experimental
conditions will vary depending o the parameteisdévestigated, and must be determined
by the individual userNO é’(ANTY OR GUARANTEE OF PERFORMANCE
USING THESE PROCEDUR S MADE OR IMPLIED.

@O
4o
£
R
&
@)
@Qo
O
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Q
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Detailed Protocol _\0

strips of wells so the assay can be carried ouseparate occasions using only the er of strips
required for the particular determination. Sincgparikmental conditions may vary, liquot of the
Human LOXL2 Standard within the kit should be im#d in each assay as a calffprator. Disposable
pipette tips and reagent troughs should be usedlfdiquid transfers to avoid cr@contaminat'm‘n
reagents or samples. >

&)

Preparation of Working Solutions X
All reagents need to be brought to room tempergtu@ to the assay. ay reagents are supplied
ready-to-use, with the exception@X Wash BufferandHuman LOXL2 ndard.

The CyclLex Research ProduCircuLex Human LOXL2 ELISA Kit is provided wova\ble

1. Prepare a working solution of Wash Buffer byiagd.00 mL of th Wash Bufferto 900 mL of
deionized (distilled) water. Mix well. Store at 4f@ two weeks 0°C for long-term storage.

2. ReconstituttHuman LOXL2 Standard with 0.4 mL of Dilugd#® Buffer . The concentration of the
human LOXL2 in vial should b@50 ng/mL, which is refglred as Master Standard of human

LOXL2. &
/)
Prepare Standard Solutions as follows: 9
Use theMaster Standard to produce a dilution Qries (below). Mix eachetdboroughly before
the next transfer. The 25 ng/mdtandard ) serves as the highest standaedDiltition
Buffer serves as the zero standard (Blan
()
Volume of Standard&” Dilution Buffer Concentration
Std.] 60 pL of Master Standard ng/mL 540 puL 25 rig/m
Std.z 300 pL of Std. 1 (25 ng/pIk 300 pL 12.5 ng/mL
Std.c 300 pL of Std. 2 (12.5 L) 300 pL 6.250 ng/mL
Std.£ 300 uL of Std. 3 (6.289 ng/mL) 300 pL 3.125 ng/mL
Std.t 300 pL of Std. 4 &‘QS ng /mL) 300 pL 1.563 ng/mL
Std.¢ 300 pL of Std\?’ 63 ng/mL) 300 pL 0.781 ng/mL
Std.7 300 pL of S (0 781 ng /mL) 300 pL 0.391 ng /mL
Blank 300 pL 0 ng/mL
Note: Do not us epeating pipette. Change tips feryedilution. Unused portions of Master
Standard Id be aliquoted and stored at bel6dC-tmmediately. Avoid multiple freeze and
thaw cyc@.
Sample Di|L®?]

* Cell @re supernatant require 5- to 30-folldititbn.

Q

OQ'

~
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Standard Assay Procedure for Human LOXL2 £
1. Remove the appropriate number of microtiter svetbm the foil pouch and place themSQto the well

10.

11.

12.

holder. Return any unused wells to the foil powefold, seal with tape and store at 4

. Dilute samples witBilution Buffer . (See “Sample Dilution” above.) Q

. Pipettel00 pL of Standard Solutions(Std1-Std7, Blank) anddiluted sample’ﬁjuplicates, into

the appropriate wells. <)

. Incubate the platat room temperature (ca.25°C) for 1 hour shaking as&. 300 rpm on an orbital

microplate shaker. Q
LY

. Wash 4-times by filling each well with Wash Barff(350 pL) usi%a squirt bottle, multi-channel

pipette, manifold dispenser or microplate washer.

. Add100 pL of HRP conjugated Detection Antibodyinto eacl@l.

. Incubate the platat room temperature (ca.25°C) for 1&)§shakinq at ca. 300 rpm on an orbital

microplate shaker. 0

. Wash 4-times by filling each well with Wash 0 uL) using a squirt bottle, multi-channel

pipette, manifold dispenser or microplate wash%

. Add 100 pL of Substrate Reagent Avoid exp&g the microtiter plate to direct bgint. Covering

the plate with e.g. aluminum foil is recomr@]dedttﬁin Substrate Reagent to 4°C immediately after
the necessary volume is removed w5

Incubate the plai# room temperatur&@a.Z?C) for 10-20 minutesshaking at ca. 300 rpm on an
orbital microplate shaker. The in&@ation time nimy extended up to 30 minutes if the reaction
temperature is below 20°C.

Add 100 pL of Stop Solutio# each well in the same order as the previoudhjed Substrate
Reagent. Q

N
Measure absorbance in€ach well using a spdcttometric microplate reader at dual wavelengths o
450/540 nm. Dual wayelengths of 450/550 or 450/88bcan also be used. Read the microplate at
450 nm if only a si avelength can be used.I8\elist be read within 30 minutes of adding the
Stop Solution.

Note-1: Complﬁremoval of liquid at each step is esaktdigood performance. After the last wash,
ny remaining Wash Buffer by aspirating ecashting. Invert the plate and blot it

remo
aga?q' clean paper towels.
Note-2: R le standard curves are obtained when e@ier values do not exceed 0.25 units for the
(zero concentration), or 3.0 units for thgheist standard concentration. The plate
ould be monitored at 5-minute intervals for agpnately 30 minutes.
Note-3¢ If the microplate reader is not capable of readibgorbance greater than the absorbance of the
highest standard, perform a second reading at #05Anew standard curve, constructed

<
é) using the values measured at 405 nm, is used &ndigie human LOXL2 concentration of

<

off-scale samples. The readings at 405 nm shouldeptace the on-scale readings at 450 nm.

&
Q&
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Calculations A,O

standard optical density. Plot the optical densdy the standards versus the concémifation of the
standards and draw the best curve. The data cdimdzized by using log/log pape d regression
analysis may be applied to the log transformatibm.determine the human LOXL@oncentration of
each sample, first find the absorbance value orytheis and extend a horizont e to the stathdar
curve. At the point of intersection, extend a \attiline to the x-axis and read th rrespondungdm
LOXL2 concentration. If the samples have been diduthe concentration rea m the standard curve
must be multiplied by the dilution factor. w,

Average the duplicate readings for each standamira, and sample and subtract thg@erage zero

1. The dose-response curve of this assay fits toeat sigmoidal 4—pa§ter logistic equation. The
results of unknown samples can be calculated with @mputerprofram having a 4-parameter
logistic function. It is important to make an apptiate mathematicghadjustment to accommodate for
the dilution factor.

2. Most microtiter plate readers perform automasiiculations of‘hﬂalyte concentration. The calibrat
curve is constructed by plotting the absorbance ()Y@ibrators versus log of the known
concentration (X) of calibrators, using the 4-pagtan fuction. Alternatively, the logit log functio
can be used to linearize the calibration curve lpgit o&sorbance (Y) is plotted versus loghe
known concentration (X) of calibrators). 0

Measurement Range Qo

e

The measurement range is 0.391 ng/mL ?55 ng/mly sample reading higher than the highest

standard should be diluted with Dilution B ilgher dilution and re-assayed. Dilution factorgedhe
to be taken into consideration in caIcuIatirqt mhAn LOXL2 concentration.
/)

&

Troubleshooting &

1. The Human LOXL2 Standard s§Buld be run in dapéicusing the protocol described in Betailed
Protocol. Incubation times mperatures significantlifedent from those specified may give
erroneous results. lo)

2. Poor duplicates, accongnied by elevated vdtwesells containing no sample, indicate insuffitie
washing. If all instrucifeps in thBetailed Protocolwere followed accurately, such results indicate a
need for washer maifrf®@nance.

3. Overall low sig ay indicate that desiccatdrthe plate has occurred between the final wash a
addition of Su&trate Reagent. Do not allow théepla dry out. Add Substrate Reagent immediately
after wash. @

ReaggeStabilitv

All g reagents included in the CycLex ResedobductCircuLex Human LOXL2 ELISA Kit

have _been tested for stability. Reagents shouldbrotised beyond the stated expiration date. Upon

recghgf, kit reagents should be stored at 4°C, gbdtee reconstituted Human LOXL2 Standard must be

S at below -70°C. Coated assay plates sheuildoed in the original foil bag sealed by thelaik
containing a desiccant pack.

@at#: CY-8100 9 Version#: 150612
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Assay Characteristics _\0

1. Sensitivity R

The limit of detection (defined as such a concéiatnaof human LOXL2 giving absorba \ﬁigher than
mean absorbance of blank* plus three standard til@v&of the absorbance of blank=&"blank + 3SD
blank) is better than 0.286 ng/mL of sample. Q

* Dilution Buffer is pipetted into blank wells. ’D&

&)

Typical Standard Curve

Standard curve
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Intra-assay Precision (Precision within an assay) "\\'
Three samples* of known concentration were tesbedirmes on one plate to a§$s intra-assay
precision. QO

* Intra-assay (Within-Run, n=6) CV=3.2-5.2 %
*Sample: Ce&;m.llture supernatant

Human LOXL2 conc. (ng/ml) .
No.  Samplel Sample2 Sample3 v
1 117.8 107.8 261.7 $
2 112.1 087 238.0 &
3 108.5 109.7 264.6 R,
4 1173 108.0 262.9 ,§
5 1132 105.9 235.1 &
6 117.1 107.9 2524 {
max. 1178 109.7 264.6 00
min. 108.5 987 351 N
mean 1143 106.3 2524 @
SD 37 39 130 W
CV(%) 32 37 5.2
v_

Inter-assay Precision (Precision betwee says)
Three samples* of known conce ion were testedix separate assays to assess inter-assay

precision. (¢/)
{

* Inter-assay (Run-to-Run, n=§cv=2.8-8.6 %
P *Sample: Cell culture supernatant
Human L.OXT1.2 conc. (ng/ml)

Assay Sample 1 Sample 2 Sample 3
1 17.0 454 2582
2 21.7 576 2679
3 13.9 485 265.0
4 212 52.2 264.9
5 19.1 50.6 271.8
6 19.5 0.4 2511
max. 217 376 2718
i, 17.0 485 2511
mean 19.6 314 2632
5D 1.7 i3 74
‘CY[%} 8.6 6.4 2.8

<
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3. Linearity O
Three samples* were diluted with Dilution Bufferdaassayed after dilution. The neab@mple is set
to 1. The results are summarized in the figureveelo "\\'
*Sample: Cell culturedsupernatant
&
Linearity o@
300 ?
250 +
(]
E
E 200
o~
2 150 |
g
g 100 |
I
50 -
- —@
l]. 1 |_’-|_| T T [N NN SR S N |
0 0.25 0.5 0.75 1
1/Dilution Factor

<
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Example of Test Results fj\
Fig.1 Human LOXL2 concentration in cell culture supatants §'
@
Human LOXL2 concentration in culture supernatants of cancer cell lines
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Related Products

* CircuLex S100A4 ELISA Kit Ver.2: Cat# CY-8086

* CircuLex S100A6 ELISA Kit: Cat# CY-8097
* CircuLex S100A10 ELISA Kit: Cat# CY-8095
* CircuLex S100A11 ELISA Kit: Cat# CY-8063
* CircuLex S100A14 ELISA Kit: Cat# CY-8064
* CircuLex S100P ELISA Kit: Cat# CY-8060
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Fax: +81-265-76-7618
e-mail: info@cyclex.co.jp
URL: http://www.cyclex.co.ip
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