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For research use only

Urinary Creatinine ELISA Kit

Creatinine is a metabolic waste product formed due to non-enzymatic conversion of creatine and
phosphocreatine, the most part of which are found in muscle tissues. Creatinine diffuses into the blood and
is excreted by kidneys into the urine. In normal condition, the excretion of creatinine is a relatively
constant(1-2% of total creatine pool per day). The amount of creatinine produced is proportional to an
individual’s muscle mass. The urinary creatinine levels are commonly used as tool of normalization for
other molecules in the urine or other tests. In addition, determination of urinary creatinine is also useful for
detecting muscular and kidney disease, and estimation the extent of impairment renal function.

Our kit is convenient to quantify amount of urinary creatinine by using ELISA method. This kit is only

for research use, not for diagnosis.

*Highly sensitive and specific
= Strip type well, antigen pre-coated microplate
* Assay range: 0.625 —20mg/dl

Metabolizm of Creatinine

In the kidneys

Arginine + Glycine —— Ornithine + Guanidoacetic acid

S-adenosyl-L-methionine + Guanidoacetic acid — S-adenosyl-L-methionine + Creatine

Creatine + ATP—— p-Creatine + ADP

T

Creatinine «—— p-Creatinine

L’ Urinary Excretion
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(measurement principle]

1. Incubate with sample.

- = antigen for plates
o] o
o) ' = HRP labelled anti Creatinine-specific antibody
g ! ' ’ = Creatinine (sample or standard)
STy Baa
antigen pre-coated 2. Remove unbound 3. Detect
plate substances enzymatic reaction.
[Kit Contents)
(1) Antigen coated microtiter plate,96 wells 1 plate
(2) Creatinine standard 2501 X 2
(3) Antibody diluent 20mL X 1
(4) HRP- anti Creatinine antibody concentrate(<100) 601 X 1
(5) OPD (o-phenylendiamine) tablets 2 tab.
(6) Substrate solution 30mL X 1
(7) Stop solution 1I5mL X 1
(8) Wash buffer concentrate (X 20) 30mL X 1
(9) Dilution plate 1 plate

(Equipments to be supplied by the user)
(1) A microplate reader
(2) A micropipet
(3) A microplate washer

(Assay Method)
(1) Preparation of working solution

@O Wash solution
Make sure that wash buffer concentrate does not contain any crystallized material
prior to use. Working solution is prepared by dilution 30 mL of wash buffer
concentrate with 570 mL of distilled deionized water. For convenience this solution
can be kept at 2-8°C up t o 14 days.

@ Creatinine Standard

Prepare 6 standards by serial dilution of Creatinine standard concentrate (20mg/dl )
as followings

| 10 5 25 125 0625 (mg/dl)
100 100 100 100 100

100 j’ 1003/ 100]’ 1003/' 100

(@ HRP-anti Creatinine antibody (< 100)

Dilute 40 . | of Anti Creatinine antibody concentrate (<X 100) with 4 mL of Dilution
solution for 96 well reaction. Diluted antibody should not be stored.

Standard solution 20mg/dl (uL)
Deionized water (uL)
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@ Coloring solution
Add one OPD tablet to 13 mL of Substrate buffer to reconstitute the coloring solution

just before use. This solution should not be stored.

(2) Preparation of urine sample
D Collect urine in sampling tube on demand.
@ After centrifiguration at 1500rpm for 5min, dilute the resulted supernatant 20 times
with distilled deionized water.
@ Measure the amount of creatinine in remaining diluted supernatant for
compensation.
*Prepared urine sample should be kept below -80°C if necessary.

(3) Assay procedure
@ Pre-reaction
Prepare standard control wells containing 70uL of anti Creatinine antibody solution
and 70pL of 6 standards (20,10,5,2.5,1.25,0.625 mg/dl) in dilution plate. Likewise
prepare experimental wells containing 70uL of anti Creatinine antibody solution and
70uL of prepared urinary sample in the same plate. After settlement, incubate at room
temperature for 30 minutes.
*Above reaction volumes can be applied for double measurements of primary reaction.
If single measurement, reduce to 40uL of each solution.

@ Preparation of reaction plate
@-1 Add wash solution 300 | to each well and wait another 30 minutes.
@-2 Discard the wash solution from the wells completely and wash with 300 . | wash
solution.
Repeat this step another 2 times

@ Primary reaction
@-1 Apply 50 u l/well X2 (In the case of measuring double wells) pre-reaction
solution(See D) and incubate for 1 hour.
(®-2 After the incubation, discard the reaction solution and wash with 300 » | wash
solution. Repeat this step another 2 times.

@ Coloring
Apply 100 | Coloring solution to each well and incubate for 10 minutes at room

temperature.

(® Stop reaction
Apply 100 « | of Stop solution to stop the enzymatic reaction

® Read absorbance
Read absorbance of 490nm or 492 nm with a microplate reader .

@ Measure concentration
Measure the Creatinine concentration using standard curve.

* If actual measurements of sample exceed over 20mg/dl, dilute those urine samples again
as possible as to evaluate within the range of 0.625 — 20mg/dl

*k Concentration of Creatinine needs to be calculated from actual measurements by
consideration of dilution ratio.
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(Standard curve)

0.1 1 10 100
Creatinine conc. (mg/dI)

(Reproducibility]
Domain of standard curve :0.625—20mg/dl
Minimum measurement range for detection : 1.25mg/dl
Minimun dilution number of urine sample : X20
Minimum sensitivity for detection : 25mg/d|
Within-run (n=15, 2 concentration) : CV(%) = 8.40, 6.50
Between-run (n=10, 2 concentration) : CV(%) = 8.04, 7.41
Recovery test : In the recovery study, recoveries between 92% and 100% were obtained for
20, 40 times dilutions of the sample urine
Coexistence substance : No influence to Hemoglobin 4500mg/dL - Bilirubin 180mg/dL -

Glucose 1000mg/dL - Ascorbic acid 500mg/dL

(Usage notes)

The Reagents should be stored at recommended temperature, -30°C.

Do not use the reagents which is expired the date of usage.

Urine sample should be diluted more than 20 times with Dilution solution.

Do not leave the standard and Antibody for long time under room temperature.

The glassware for making coloring solution should be clean.

Since OPD (o-phenylendiamine) is harmful, handle with care.

Since Stop solution,1N H2SO4, is strong acid, handle with care.

The kit is constructed with well-adjusted combination in each lot. Replaced
combination among different lots may cause unexpected results.

This Kit is only for research use. Do not use for medicinal or any other purposees.
When using the reagents, take care to avoid them from touching to skin, mucous
membrane, clothes, and getting into eye.

If the reagents happen to get into eye or mouth, wash out them and consult a doctor if
you need.

After using the kit, wash your hand very carefully.

If you find that the packages of the reagents are broken or something wrong, do not
use them.

When you store the reagents, make sure to avoid them from vaporizing, falling down.

CISICISICISICXC)
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@ After using the reagents, the packages should be discarded under the established
rule.

We do not guarantee the quality of the packages and accompaniments if not used
according this direction.

(Storage)
All reagents: -30C
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RABHOLT7F=2RIE A ELISA vk

IVTF=ANIBANT, ZL T F o R OIV T F L) RS IR AN EAE SN DI A . i
AT U TR IS E X7t RPICHRtES U E T, B N TIEERNDO LT F o ROV T F UV
BERO—ER (1-2 % 2F PRSI ET, 1o T RTPZLTF = PRt END N ELHEE CEET,
R ZVT F =0 Bl O R P W E OPFE R ARE ROMIEICHOONDIEN IR ZLT F =0 A
VL B RO R A B R E ORISR STV E T,

AFy NIRRT LT F =2 B% ELISA IEIZIEIZIE TE5%y b T, AFFEMREEL L TTHRIA
TEW,

Metabolizm of Creatinine

In the kidneys

Arginine + Glycine —— Ornithine + Guanidoacetic acid

S-adenosyl-L-methionine + Guanidoacetic acid — S-adenosyl-L-methionine + Creatine

Creatine + ATP——— p-Creatine + ADP

T

Creatinine «—— p-Creatinine

K’ Urinary Excretion
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G S B

¥ oML, VT F =R R UAZ AW BE A ELISA IBICHESWTHNET,

~ A7 L —NIIPR (LT F =) BRa— SN TEVET, HOLUDRI T VR ORIV TF= b
HRP #Eik-P17L 7 F = U R RPUERE RIS ST TR EET &, BTk 7L — b EO/L T F =0 HREE L ET, SBIT,
HRP (L0 it S D38 A KD B RS IVE T,

B - Eiyus
e N . HRPEE - HioL 7 F = Hiik
o L - =
o @
(0] 1
~ @
o o 3 3

M08  san
A08° e

PR % [EFE1E

EANAES!

O HURFER{L~A27a7 1L —R96 well) 14

@ JVTF=AERER (STD) 20mg/dl 250uL X 2 A&

@ HURAIRIR 20mL X 1A

@ HRPHEi-fioL 7 F =ik (X 100) 60uL X 1A
(wTAE ) a—F HUE)

® OPD (FNF7z=LrIT7I) b 2 5E

® FEE®R 30mL X 1A

@  BOSEIETR 5ml X 1A

TRAEDEVE IR (X 20) 30mL X 1A

© FHRAZL—b

(- RPSMC L B 2R EL - 35 47)

(1) ~=A7uFL—KN—%—

2) ~Ar7rE~Xyh

) T —hrtyrr— FREUENGEIL, SHENOBRIEEICE > Te=a T L THREFL TTIVY,

(i 7 15)
(1) HIEoFHIY
O BeHHK
TRAETEER (X 20) ZEIRIZRL, SEDBILEL TRUVIDNEND TR,
TERETEEHR (X 20) 30mL ZH5HIK 570mL THRLU CHWET, (FEIRLZPHARITGE T 14 HRZETY, )
@ AR (HFR)
FEHE ST 20mg/dl JVFEYESL A IRIZIC T 2 5B ME A FRL 10, 5, 2.5, 1.25, 0.625 mg/dl DK REEFARL F4,

R (mg/d) | 10 5 25 125, 0.625 (mg/d))
FEAESL 20mg/dl (u L) 100 100 100 100 100
PERAHIE  (uL) 1007 1007 1007 1002 100
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@HRP -7V 7 F =24k (X100) XATHARFERIL T RSV,
HRP #3471 7 F = HifR(X 100)40uL ZHUAFIRIK 4mL THIRT DL 96 7 /L OHKRIEZ -2 80
TEET,

OF PR EHARFRRL TR,
SRR L7 SVE R 13mL 12 OPD 1 884 AL £,

QRY 7 DR
FRERL72FRIZ 1500rpm=5 43im 0L, F 0D LI RRABRIEICT20 5 2L FICHIRL THEHL TR SV, Ry 7 VR
%I IZHITE LW IFE, -80°CIZARE L TTFEW,

GVHE#RIEE
O vk
Z5IR 7L — M2 HRP fZE3#-H1 7L 7 F = U L IRERIE 70pl+4- i BE OFE #ERK (20,10,5,2.5,1.25,0.625 mg/dl) 70uL 35X
N HRP -9V 7 F = PR IR T0uL+Ar R L 72 & R B> 770 70uL (FufE: o7 =1:1) 2/ERL, 7L —h%
BES NIV TIRFA SR T 30 S REEL X,
MAEUERG RV LT ELF T RIE S O RARLL 2> TRV ET, V7 VEIED A, Pk 7L =40uL:
40uL TTEHLTZEVY,
@ RETFV—rD%E
@-1 PUFREMRE~A27a7 L — T A —NSE T 7 V2RV, Peidiiz 300ul/ 7=V iz, IR T
30 SyfEHELET,
©@-2 ERV=AVNOWRERET, Pk 7iat 300ul /377 EL, T AR ThRRELET (2 ),
R N—=FF NI D LTV — M IE L OKRERY , R00NRO AT 7 IZHEA T TSN,
(FV—bDOEIT — X =T —DJRRIRDET, )
® 1K
@1 VMO TERL 7= 7 VKR E 50uL/ 7 =)V X2 UV (F 7 )VIEDSE) 3ox, 71— AT
IR, IR T 1 RSB L X,
@2 ST, Vo VIND SRERE T, YA 7e< &b 3000l 3L, TV THRELET, ZO#EEZES
2 2 [BIfDR LI, R—r = AN 72 ED ETT L — & IKKRERY IR D AT SN ZH#EAT
TEW, (T —hDOFEET T — 2T — DR R/ ET, )

@ &
B =/ UFEAEZ 100Ul § OV AT 2T (v ZITINA, FiRT 10 SHRESEET,
® ik

B0 = WSO IR A 100uL 00N R , R UG ZAF IS E T, 57 =V OREHE SOGR A —EIT72 58912,
ROHELFRRIZS AT T Ay ZIZEIIL T RS, SUSKR NE DD LR AREICIRAENECET,

® WEERE
L —R)—%&—T 490nm (35 % 492nm) OV SEEZRIELET,
REwRE

AR LY 7L T F =L DEERE L ET (mg/d),
*SZHMEAY 20mg/dl ZHHZDFRIRIZOUVNTIL, 0.625 - 20mg/dl OFLPH CHIE TEXDINTAIREEZ B CIRZ FRaf

L., HlELTIZS Y,
s FAME IS A IR AR C TLIZS 0,
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0.0

0.1 1 10 100
a— Creatinine R (mg/dl)

(v MERE)
Y SR AE G 0 0.625 — 20mg/dl
e BB JE I8 : 1.25mg/dl
e ARRATHUYEEL: X 20
TR A4 e ABC AR HEJRK BE - 25mg/dl
HPNFEBIME (n=15. 2 ) :CV(%)= 8.40, 6.50
HEHHNE (n=10, 2 JRIE) :CV(%)= 8.04, 7.41
IRANENNERER : X 20, X 40 EHRICBEARE(10mg/d)DIL 7 F =2 MU= 56:92%~109% LA
HAEWE - ~F/ L 4500mg/dL-EYLE Y 180mg/dL 7 /L1—A 1000mg/dL 7’7\3/1/1: P 500mg/dL F TR
L

U EoonE)
OFRIIT—30°CTHRE L, FEHUER - BUAZIGET T TS, (B IR TRE L, 4 BRELIPICE AL TR, )
O IR X 7= 3T H L2V T &,
@R 7 E20 5Ll FIZHIRL THIEL TTFEY,
ORI UIAEAE S K OFLRIT, RIR TR AE L2 T RSN,
GOFAIR GEEIR) 2R 588 B, IKEEL2b 02 AL TTREN,
®O0OPD (AN T7 2= U7 0) ITAEWE TTOTEOVBWICEEL TR,
OB iE IERIZIN fREE 2 FIL TOVET O T, BHRVIZIEEL TR,
@AFF Y M THLOEY bOLOEDHH | IRAICEDHE XLV T RSN,
ORI FFRIETHY, EIKSZDMmD E BNZIZT R I e E A,
OB RE . R, 254U _ﬁmm BIZABZRWIIZIE Y e B A TR > T RSV,
OHENRFES>THROIZ AT AT, K THDITHEWTR T 72 E OIS 2MEEIT20 LERHIVXER O TH T
T TR,
@EE AN ITIT TR E 147 _ﬁiﬁoTTéb\
OFEZROMHE, BYNRAGRE BEDPFROLNIZLOIIMH LN TTIEN,
@ % O BRI L OB 15%5%% W2 EITHE S TREL T FEW,
O, (EMRE DM B ~DMZFIIRFE CE LA,

U AR - RAME I ZFOR
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REBILT7F=2BIFE A ELISA vk

IVTF = ANT, 2L T F 2 ROILT F UV R HIERE RN FEE SN D i i A C. 1fL
AT U CEIRICE T % RPICHR S E T, @ A TIXRNOIZL T F U ROV T F U
BERO—ER (1-2 % 2nMFHYESET, 6o T R ZLTF = Hhlt &G A &2 HEE TEET,
R ZVT F =0 Bl D JR W E O O A RS RO IEICHWODIED, R ZL T F =
T, B RO R A B R E ORISR STV ET,

Ay NMIRFZLTF = % ELISA JEICIDEICHIE TEHF v T, e HREEL CTRIA
—Féb\o

Metabolizm of Creatinine

In the kidneys

Arginine + Glycine —— Ornithine + Guanidoacetic acid

In the liver

S-adenosyl-L-methionine + Guanidoacetic acid —— S-adenosyl-L-methionine + Creatine

Creatine + ATP——> p-Creatine + ADP

T

Creatinine «—— p-Creatinine

K’ Urinary Excretion
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(I E B

ARFy NI, LT F AR LIRS B2 S ELISA RIZEE SV TnET,

AT —MIIHR (VT F =) BRa— SR TEYVET, HONUDRT TV LK OEERFP OV TF =k
HRP -1/ 7 F U R RFUEE RIS S TRBEET L, ol fliEN T L —b EOIL T F = LA LET, SHIT,
HRP (2L il A3 B S IZ LD E BSIVET,

B - B
Pig ® - HRPEE-HILT T Al
° P - 5=
o &
o 1
o [ 4
o o 3 3t

A0 apa
A08° et

P % B4k

EPANAF3!

O HUFEEF <A 2727 L —1~96 well) 14

@ JLT7F=AERER (STD) 20mg/dl 250uL X 2 A

® PuEAIRIE 20mL X 1A

@ HRP #E#-Hi7L 7 F = ik (X 100) 60uL X 1A
(7 2E ) 7a—F )LHUK)

® OPD (AN T7z==LoTI) 88 2 5E

® HHEik 30mL X 14

@  BSEIER 15mL X 1A

TR AE VR X 20) 30mL X 14

© HHRA7TL—h

(o RSN B2 3R B - 236

1) ~A7uFL—R)—F—

Q) ~Ar7ar’ vk

) T —hrtvrr— EEUEWEAT, S ENOBRIEEICE > Ty =27 L THHL T TV,

(i 5 15)
(1) Ao
O Wik
TRAETEER (X20) ZEIRIZEL, EHESLEL TRV D TR,
MRV (X 20) 30mL ZHS5RLK 570mL CTAIRL THWET, @IRULI-IARITAE T 14 B2 ETY, )
@ ZHER (=R
FEHE LI 20me/dl JOFEHE S A HURIC T 2 fFEEME AL 10, 5. 2.5, 1.25, 0.625 mg/dl DA IREZ ML ET,

TEAEL YL EE  (mg/dl) | 10 5 2.5 1.25 0.625 (mg/dl)
REHEL 20mg/dl (u L) 100 100 100 100 100
PEARERARIE (uLl) 100 — 100/ 100/ 100/ 100
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@®HRP /L 7F =ik (X 100) 3¢ ARG TTFEV,
HRP #5171 7 F = HUR(X 100)40pL ZHUHURFAIRIT 4mL THIRTHE 96 7= /L oy DFRIRIR & il 452 L3
TEET,

@GR S AMERRL TR,
EIRIZR LI EER 13mL |2 OPD 1 S5 fRL £,

@QRY 7 O
BRERL72/RIZ 1500rpm«5 4335 0L, 20O _EIE 2R IRARIEICT20 5L EICAIRUTHEAL TREW, IR 7 /8L
HIITHELROEHT, -80°CITAREL TFIW,

QNERERIEE
O v
TR 7L —RZ HRP E#%-Hio L 7 F =L LR AR T0nl+8- 2 o FE #El% (20,10,5,2.5,1.25,0.625 mg/dl) 70uL 351
O HRP -V 7 F = PURHR T0uL+ AR L 72 & R 770 70uL (Buifs: o7 v =1:1) 2/FfL, 7L —h%
NIV TIRTNEE =RIE T 30 S RIFFE L £,
SEEWEWR, JRY > TN Eb X T NVHIE S DR EFRLE 72> TR ET, Vo ZVHIE DAL, PUik: Y7 V=400l :
40uL, TIEHLITE S,
©® RnTL—r D%
@-1 HUREMRE~A27u07 L — T AL —NnSE AT V2RO E L, Peidik% 300ul/v=/Vilz., i T
30 M ELET,
@-2 LRV NVNOREET, ka0 7e<E 300ul L, T AR TRELET (2 F),
NR—R=FFNIRED ETT L — M MELIKRKEZTY, IR DOART T ITHEA T TN,
(V= ORI T — 2 =T — DRIV ET, )
@ &K
@1 UV=/MZOTERLI- T VRS % 50uL/D =/ X 2 U =)L (27 VRIEOE) 3oM1%., 7L — Mg iy T
BFL, ST 1 FMEHELET,
@2 IR TH., Ve VINOSUSIRE T, PeifnizD7ald 300ul /3iEL, T AV CRRELET, ZoBEEIL
12 2 [EfRDIRLT-#% ., = R—=ZF Nl D LT L — & LSRR AT F DN IIRD AT 7 1ITHEA T
TEW, (FL—bDEETT — 27— DRI ET, )

@ R4
E T 2V FE AR 100l T OV AT~ T 4o\, IR T 10 oL SEET,
® KiEIL

B 2R IR Z 100pL §°OMNA, BERIGEAF IS ET, &Y /L OB USRI 28— EIZ25 8912,
FEREFRRICS AT =T A ZIIRIML T TSV, OGRS E DD L5 (i ICRAENECE T,

® WIERE
7L —hR ) —%—T 490nm (HDV T 492nm) OWESEEE R E L £,
REwRE

SRR LY, 7L T F = OREEAZREHLET (mg/dl),
*FEHES 20me/dl ZAEZ DRIRIT OV T, 0.625 - 20mg/dl DFEPH THIE TE2DITAHREEE LT TRz AR R

L. EL TLIZS0,
RIS AT IR R R CTLTZS Y,
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ﬁa"zia Bealy vl
1‘}'

v ls ‘: el 02 |
:t'..f\..'g (4R (B ¢
: -.-‘1 7 - RN
4y TR 53 (R A oo Ll U P
) "" ﬂ L z RO HL- B 0.1 1 10 100
_— Creatininej= & (mg/dl)
(% MHERE)

8 Y {1 8 A8 £ 0.625 — 20mg/dl

e B HH SE 8L - 1.25mg/dl

AR IR AT BRUE £ X 20

T A A LR E < 25mg/dl

HNFFHLME (n=15. 2 JREE) : CV(%)= 8.40, 6.50

H B (n=10, 2 JREE) : CV(%)= 8.04, 7.41

VRINEIRBR : X 20, X 40 1E % R ICBEENHE (10mg/d)D 7L T F =2 ZHMULI= 358 1 92%~109% AN

HAFMVE  ~F ey 4500mg/dL - EV/LE L 180mg/dL+ 2 /b1— 2 1000mg/dL - 72:/1/1: P 500mg/dL F TR
L

(i L)
OFRFEIL—30°C TR L, FRHGR - BAE IR T I EW, (BRI TR L, 4 LIPS AL TEEW, )
O AR AR E - IEA LN T RSV,
@RV 7 NMNT20 LI EICFIRL THIEL TR EW,
@R LIS S K ORI, RIB CREFFBGE L2V T RS,
OF ik GEEH) AR 228 H, IKEFLI-b &M L T REV,
®OPD (ANRT7 ==L U7 I0) TR EWETTOTERVRNTEEL TSV,
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