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For Research Use Only. Not for use in diagnostic procedure.
Code No. 293-96901 (150 tests)

LabAssay™ ATX

1. Intended use

This kit is a research reagent for measuring autotaxin (ATX).

ATX is a glycoprotein with a molecular weight of 125 kDa that was isolated as a cell migration promoting factor from the
culture supernatant of human malignant melanoma cells. It is known that liver damage such as fibrosis causes metabolic
inhibition of ATX, which leads to retention of ATX in the blood, resulting in an increase in its blood concentration.

2. Storage and expiration date
Store at 2°C - 10C and do not freeze. The expiration date is indicated on the label on the outer box of the kit.

3. Kit Component Reagents

Components Use Status Amount
(1) | Reacting Solution Solution 16 mL/1 bottle
(2) | Substrate Freeze-dried For 8 mL/1 bottle
(3) | Substrate Dissolving Solution Solution 8 mL/1 bottle
(4) | ATX Standard Freeze-dried 2 bottles
(5) | Buffer Solution 5 mL/1 bottle
(6) | Stop Solution Solution 16 mL/1 bottle

*For 150 tests

4. Principle of the method

Lysophosphatidylcholine is hydrolyzed by the lysophospholipase D activity of autotaxin (ATX) in the sample to form choline.
The resultant choline is oxidized by the action of choline oxidase (COD) to form hydrogen peroxide. The resultant hydrogen
peroxide oxidatively condenses n-ethyl-N-(3-sulfopropyl)-3-methylaniline (TOPS) and 4-aminoantipyrine quantitatively
through the action of peroxidase (POD) to produce a blue-violet pigment. The reaction is stopped by addition of the Stop
Solution and absorbance is measured to determine ATX activity in the sample.

5. Equipment or supplies required but not provided in the kit
- 96-well microplate (transparent type)

- Micropipette

+ Microtube

- Pipette

- Incubator maintained at 37C

- Plate mixer

- Microplate reader with 546 nm/700 nm wavelength filter

6. Preparation of reagents

(D Reacting Solution : Ready to use. After opening the bottle, store at 2C - 10C and use within 4 weeks.

(2) Substrate Solution : Reconstitute 1 bottle of Substrate with 8 mL of Substrate Dissolving Solution to make the Substrate

Solution. After preparation, store at 2C - 10C and use within 4 weeks.

(® Dilution series of ATX Standard : Reconstitute ATX Standard with purified water in the amount specified in “Reconstitution
of standard”™ to prepare the original standard solution (55 U/L). Then prepare a dilution
series using the Buffer included in the kit that has been allowed to warm up to room
temperature.

*Find and check “Reconstitution of standard” on this product page. As the amount of
purified water to be added varies by lot, be sure to check it for every lot.
After preparing each concentration of the standard solution, use immediately and do
not store.
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Example of preparation of dilution series of standard solution

ATX activity (UIL) 55.0 27.5 13.8 6.88 3.44 1.72 0
Original * * * * *
ATX Standard (L) :335:;6 40 r 50 r 50 r 50 }/> 50 50 -
Buffer (uL) - 50 50 50 50 50 50

*One rank higher standard solution.

(@ Stop Solution : Ready to use. After opening the bottle, store at 2C - 10C.

7. Preparation of specimen

Serum/Plasma

- Analyze specimens immediately after collection. If it is difficult to analyze immediately, store frozen until analysis.

- Do not use EDTA, an anticoagulant, because it influences the assay.

- The anticoagulant heparin does not significantly influence the assay when used in normal amounts.

- Hemolysis may influence the assay.

- Ascorbic acid does not affect the assay up to 10 mg/dL.

- Dilute specimen with saline and repeat the assay if the measured value exceeds the measurable range, and multiply the
result by the dilution factor.

8. Assay procedure
Ensure that the reagents are brought up to room temperature (20C - 25C) before use.
(1) Dispense 100 L of Reacting Solution into each well of a 96-well microplate.
(2) Dispense 10 uL of each concentration of standard solution into the well in which the standard is to be measured.
(3) Dispense 10 uL of sample into the well in which the sample is to be measured.
(4) Shake the 96-well microplate on a plate mixer (*@).
(5) Allow to react in a incubator at 37C for 20 minutes.
(6) Remove the 96-well microplate from the incubator and dispense 50 uL of Substrate Solution into each well.
(7) Shake the 96-well microplate on a plate mixer (*@).
(8) Allow to react in a incubator at 37°C for 20 minutes.
(9) Remove the 96-well microplate from the incubator and dispense 100 uL of Stop Solution into each well.
(10) Immediately after shaking (*@), measure the absorbance of each well at 546 nm (reference wavelength 700 nm) using
a spectrophotometer for microplates.
(*() Guideline for shaking : 500 rpm - 600 rpm for 10 seconds, repeated 6 times.

9. Calculation

(1) Create a calibration curve for each measurement, with the ATX activity (U/L) on the X-axis and absorbance on the
Y-axis.

(2) From the calibration curve, read the ATX activity (U/L) corresponding to the absorbance of the sample. If a diluted
sample is used, the concentration reading is multiplied by the sample dilution ratio to obtain the measurement value.

*If the absorbance of a sample is outside the standard curve, dilute the sample with saline to an appropriate dilution ratio

and repeat the assay.
*In computer software calculations, we recommend using a cubic polynomial, or 4 or 5 parameters.
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10. Standard Curve
- Measurement range : 1.72 - 55 U/L
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11. Performance
- Sensitivity
- When Buffer is measured as a sample, the absorbance is less than 0.05.
- When a standard solution of a specific concentration (ATX 55 U/L) is measured as a sample, the absorbance ranges
from 0.39 - 0.72.
- Accuracy
+ When control serum of known concentration is measured, the measured value is within = 15% of the known concentration.
- Simultaneous repeatability
- When the same sample is measured simultaneously 5 times, the CV (%) of measured values is 15% or less.

Notes
- If any reagent accidentally comes into contact with the mouth, eyes, or skin, flush immediately with a large amount of water.
Consult a physician if necessary.
- Handle samples being cognizant of the risk of infection (e.g. viruses).
- Wear disposable gloves to avoid the risk of infection when performing a test.
- Store reagents under the specified conditions and do not use expired reagents.
- Do not use reagents that have been accidentally frozen because accurate results may not be obtained.
- After opening, use the reagent as soon as possible. If it is stored, close the lid and store under the specified conditions.
+ Do not top up any reagent.
- Be careful regarding contamination when collecting reagents with a pipette.
+ Do not mix and use reagents with different lot numbers.
- As the pressure inside the Substrate vial is reduced, open it gently so that the contents do not spill out.
- Open vials carefully to avoid injury from the aluminum cap.
- When disposing of the reagents, dispose of them according to Waste Management and Public Cleansing Law (Waste Disposal
and Cleaning Act) and wastewater standards. Substrate Solution contains cyano complex (156 mg/L as cyan).
- Any reagent or reagent bottle that comes into contact with a specimen should be considered potentially infectious and
handled accordingly.
- Any scattering/splashes of samples or waste fluids should be removed with a disinfectant such as sodium hypochlorite
(effective chlorine concentration 1,000 ppm) or glutaraldehyde (2%).
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LabAssay™ ATX
[Storage]

Store at 2T -

10C (Do not freeze)

[Term of validity] Indicated on the label.

[Package]
[Cat #]

For 150 tests
293-96901

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http:/ffwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : + 1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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ARIHARRARETY, FHZHAE L TERATZZEA,

Code No. 293-96901 (150[=1/)
SKEF7vE1L™ ATX

L IZU®HIC

ARELIZ, A— Py F T 0 (ATX) #MET AFIEHRETT,

ATX 1, & bﬁﬁ%@@ﬂﬂﬂa@%%hﬁ X0, MR T & U CHEE S N5 = 125kDa OFE Y V87 BT, Mk
b EORFEEIZEL D, ATX ORBHEITI SR EN L2 LT ATX SMHICHR L CinhigES LA 2 E8mbh
TwWET,

2. % v b OB L BERTTIR
2C~10CTHRAEL, Bl SERWTT v MBI F v MO 7 VR L TwE 9,

3. % v MHIRIAEE
ok B3 KRR x o=

(1) | BUGH Wk 16mL/1 A&

(2) | HEH DR R 8mL JH /1 A&

(3) | FEH L ik 8mL/1 A&

(4) | ATX #EHe b, BT N

(5) | A& HEIN 5mL/1 A

(6) | BUSME IR Wk 16mL/1 A

%150 [a] 5 A b

4. P05 R

AR+ — b X2y (ATX) DY VERARYS=EDHEHEIZLD, VYRR T 7 FINT) USRS EShT) ¥k
BLET, EREhAaY ik, a)ry+F v —+F (COD) offfick Y Ebsh, B bkEZERL 4, ARSI hiz
WEEILKEIZ, Vv FF T 5= (POD) OFETICELY N-ZF )V -N- (3- AWK T7aEN)3- AF V7 =1~ (TOPS) & 4
TIJTUVFEY v EBRNICHEILHA S EHFROGEFZAR ST I, RECKSEILEZ RN Cs% 1o, W
ZETZZ LI LA O ATX G EZ KD F T,

5. % v FUAHCBEZHE - B

<06 7 VOEW YA 7 a TS L — b

A4 7aERY b

A4 r7aFa—7

s ¥Ry b

- [HIEAE (37C)

A4 7u L= MEEIEH (FL—FIFH—)
-vA{4Z7ua7lb— ) —%— (546nm/700nm L7 1 V& —)

6. AAEEDFRL
OPOGH : ZDOE T BT v BIEH&IE 2C~ 10CHRAET 4 EMUNICER L TF v,
@IHHE - FEH 1 A & FEEAEE 8SmL THM L. JEEE LTT Svo iRRIE 2C~ 10C HRAF T 4 MBI L
TF&EWw
GOATX BEMAPCR « ATX B ISHEK 2 [HREREROMBIZ OV T ICRROHER * 2 MAEM L. B R ER
(55U/L) ML TTF &, 20K, ML N/zF v M OBEHR CHEL TF S v,
* [REEM RO EIZOVWT] 13, YHBER—J I DHERELTIE v, 1Ty M2 X )iy 2 H 5
KEDPRR D720, BFay P TEITTHERT S,
F IR L AR, BT L, RAEFIE LAV T TS v,
REERIEIRDAIRGE!
ATX&EME(U/L)  55.0 27.5 13.8 6.88 3.44 1.72 0

ATXE#Em (uL) & : 40 -
#ER (UL r ]/> r r 50

* U&’DEEEOD%‘;&EE@W

@ROMEILH - 2D T E BT SV FEHHRIZ2C~10CTHRIELTF S,
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7. BRI DR

MLiis MR

- BRI DOBARIZERLPITHE L TF S 0o BRNITHET S 2 LA L WIGEd, oiffr LIEL TF S v

- PLBERF O EDTA BHIZHEISEEEZ G2 I TOTHEH LRV TS,

- BUBEEHI O~ ) T EE A ETEWEMIIZEALEEL SR I A,

IR, WEMEISEEE G R ENDH) T,

- T AIVE VIRIE, 10mg/dL £ THEMRICHEEZ G T EA.

- HERPH O L2 2 5 BRIKICOWTIid, MR Z EPARKTARL TIEL TT S v HoNMEICHRERZR LD
OHFMEMBE 2D 5,

8. MW FRIEIE

REFZ TR (20C~25T) WWRLTHL ITHHT S v,

1) v~42787L— MIUSHEZE 100ul $257EL F T,

(2) BEAEGIE Y = WK IR EOREMEE R Z 10 ul $2o0HLE T,

(3) WRME Y = VIR E 10l $20EL 9,

(4) ~427a7L—MEEIBREZTHVT, #(iE (xO) LTI,

(5) JEEMENT37C, 20 0HUL X ¥ F 9,

6) ~4 77— ZHERBEASZL. &7 o VISR ZE 50ul Fo0FE LT3,

(7) =4 27a7L—bMREIBZEFZHOT, #{IE (xQ©) LET.

(8) 1HIHMENT 37T, 20 HHIIG X F T,

9) x4 77— FEEBEPSZ L, &7 2 VISR 100 uL $20EL T3,
(10) ##F (@) %, EBIZA 707 L — MHGEEERT 546nm (R 700nm) TOWBOLEZIE L 7.
(@) o H%1E 500rpm ~ 600rpm-10 # . 6 6l

9. il

(1) Mg Z &AM 2 B L F 970 XS ATX i (U/L). Y SCHOLE OBEHEMRE 7T 7 2B L TF &,

(2) BEEMRE L D . MAROWOLEIZKIE T 5 ATX it (U/L) ZEAIY 3. MRLREL MR L2855 135 - 720
FEICMAARIRR 2 e ClEm & LTS,

S MR O WG EE DS R & 0 A 73818, AR B AR Tl M ISR L, FEE 294 L TTF S vy,

* 2 E2—%Y7 M TOMBRILTIE, 3KREER, 4 F2135/55 42— —DfiHEBEDHL T T,

10. IR
- MEFERH : 1.72 ~ 55U/L
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11. ¥ v F OTEiE

- R 2 BOREE U CHlE L7288 OO IR, 0.05 Kl T9

- FEERREOREEW (ATX 55U/L) Z#lk e LCTHllE L7238 oWtEEx. 039 ~ 0.72 T,
- R

- BN EE OB MGG 2 WE§ 5 & & BEAIREED = 15% DN TT
- [l R

- [l — Btk % 5 MIFEFRHSHE S 28, WEMD CV (%) 1 15% LT T¥,

RS

CHREES THROWCAS 20 BEICHE LZLAICIEEBICREDOKTHRVE L, LEPHIIEMO T Y52 215 T
T,

- BRI A VA EO RGO TR ERE LTI P THFE v,

AN D T2 TIRIBP DR 2 BT 5 720 TTRE2EHLTT S v,

ARIEIERE I NS TRE L. AR OBE 2 DAL AV TFE v,

o THRE SR MEIIFH L AV T TS, ELWHENEON VW E2H D 9,

cRIEOMEBRIE L LR ELIMH L, AT AL REZHO TIREOSLETHRE L TTF 3w,
CHEEAMERLTHALRZVTFE W,

CHRERIOBS, ¥Ry PR SOHRIEELTT v,

-0y MMEFORLLZREEZBEETHDRVTT S0,

- BHERNONA T VRO HFIEIHE L 2> TWETOT, FIRFIINEN Z RIS 20X ) IZEPICHIT T E v,

S NA TIVHRORRIE T VI F vy THSTHRZ LaWE ) ITEEICIT > TFE W,

CBEFEICHE L CIIBERY OB X ONEIR IS 3 5 0 (B L) B X UK IEHEICHE - TEENTMM L TP 3 v, #E
BWHIZy 7 28k (7 v & LT 156mg/L) &AL TWET,

R L Bl L 7R X ORISR L. BPEOGEBRELH DL 0L LTUE L TF &,

SRS BEMAESREL L 72541 0E, REESERE - MY v A CERIESRIRIE 1,000ppm). ZVF VT IVTE K (2%) FOiHE
WEHGTHER > TF S,

(FZECHR)
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