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Introduction

The Alkaline Phosphatase Staining Kit (Cat.No. PMC-AK20) is used for the staining of alkaline phosphatase in osteoblasts.
Bone mass is controlled by the balance between the activity of osteoblasts bone formation and the activity of osteoclasts.
Alkaline phosphatase and tartrate-resistant acid phosphate (TRAP: TRAP staining kit, # PMC-AKO4F) are used as markers for
osteoblasts and osteoclasts, respectively.

Components

Component Quantity Storage

Substrate-containing Buffer 50mL 4°C (Do not freeze)
Chromogenic Substrate 10vials 4°C

One kit contains regents for 10 x 12-well plates

Additional Materials Required
* 10% Formalin Neutral Buffer Solution
+ Phosphate Buffered Saline (PBS)

- Distilled or deionized water

Protocol (12-well plate format)

Remove culture medium. Wash each well three times with 1mL of PBS.

Add 500uL of the 10% Formalin Neutral Buffer Solution to each well and fix for 20 minutes at room temperature.
Remove 10% Formalin Neutral Buffer Solution. Wash each well with 2mL of deionized water. (x 3 times)
Dissolve 1 vial of Chromogenic Substrate with 5mL of Substrate-containing Buffer.

Add 400uL of Chromogenic Substrates to each well.

Incubate at 37_ for 5-20 minutes. Adjust incubation time until stained ALP is clearly showing the resuilt

in figure 1.

Wash with deionized water to stop the reaction.

Note: Excess incubation will be cause of over stained.
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Figure 1: ALP staining of 3T3-E1
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(Alkaline Phosphatase Staining kit, Code No. AK20)

SKATE, WEERINCOIRTHHA L 728V,

2023 £ 8 H 25 HUGT

BONETIE, BRI L 2B E . MBI K DB E DT AL > THREROZ S hr—ARK IR
i, BICHEE (V7Y 7)) LTWET, EHao~—0 —BESRI 0B A BRIKTIERBER 2 7 7 7 —8
(Tartrate-Resistant Acid Phosphatase ; TRAP) THAIZxf LT, ‘BEHFMIEO~——BRIXT N AV IRAT 7 X —

‘Y (Alkaline phosphatase, ALP) 9,

Axy ME, TAAVRRAT 7 2 =B 2B TE 5 X O IR L7y v T, B2Rilale & ot v

TLEEN,
€1-1. %> MERRD
N rE | RAAREE Bk EOHEE

SLEHREHR 50 ml, 1A 4~10C
Substrate-containing Buffer (Y | Bl D BRI - T SO R A S
Db, NMEOBS BT 5 X5 Fo3cilE L

FOSVE ~10°C | TLEEWN
Chromogenic Substrate 5mL 104 | 4~10C

SORELTIE, 12well 7L — b 10 Bty a4 5 2 E N TE £7,
MBEARICTHE L QW2 <RSI, Beik (Tacaid) . PBS. HHRUKZRIE&IC ZHERR W ET,

(1-2. % hORED

BT AN IRAT 7 X =B a it 5 2 LTE 5,

(II. EEEOFHED
R TA

37%H/V LT VTE RiR (R~ UJFIR)

A

D AfR2KFEFT N A - 1 AKFW NaH2PO4 - H20)
0 AEKFE2F R A - K (NagHPO4)

100 mL
900 mL
4g
6.b¢g

THRGREEZ ZHEA DGR, 10% T MEREE AR/~ U R (FomisE TR fHikEE M 1L,

Cat.No.062-01661 F7-IX[F4E

) \ZTHERITRE T



(. B —12well 71— b &2ERLIZBE—)
(1) 12well 7'L— N THEE Loz ZHELS 7230,
(2) BRI ERER. lwell H7-9 PBS 1mL T3 [EEs LT 72 &0y,
(3)  1well &7- 0 EHER 500 u LNz, =EiE T 20 ofHEE L T IEE0,
(4) BEEEEFREL. 1well H70FEEDK 2mL T 3 [FES L T 72E0Y,
(5) FEOFE 1 ARITH L CTRERENR S5mL 2R L, 1well H721 400 u LA T 7ZE0Y,
X IBPREBE SO EIEIRAFCE EE A, HRERRTT,
¥ RBEIENAETITWERIE, A MV S SRR SR RRR T TR L T 7280y,
TREDSFRD HIDEAIEL, Al (A0S mFEE) & L IHAREEL LEO G LT EE0,
6) 37CT5~20 MR L T 7EEV, ALPIEMENH AT 1 IR LIz L) ITHE S BB SET,
(7)) O LELRES, BRKTY 2 VINEBES LG E LD T 2S00,

1.8T3-E1 a5 7/ U RAR T 7 Z—PYufasx v b CUuE

(V. ZEITED)
(1) A.S.H. De Jong, M. Van Kessel-Van Vark and A. K. Raap.
Sensitivity of various visualization methods for peroxidase and alkaline phosphatase activity in immunoenzyme

histochemistry. The Histochemical Journal Volume 17, 1119-1130(1985)

(A2 TR A2 STk, FERT—4 )
ARG Z TR 12O TR SIVIZRRDL, PR IR ik W2 & £ LT R R At 2 &
HTOWZEEY, TIREVEIEE E LGSR E1E WEB o0 2 12| Hiligkka i T < OwigEE o
Fi~DEAfEHRE U TR ST TWEEIGEN T EINE T, BIFHRO 22 BN - LE TS

P T047-0261 AL/ ME TR 3 T H 513 % 2
TRE - A ARASHE FURESET HCEE
F721% primarycell@cosmobio.cojp & T PDF 7 7 A /LiXE

AAE- N AB%TER

Cosmo Bio Co, LT

T135-0016 BRI TRIESER 2-2-20 ML
URL : httpofwaawcosmobio.co o
& SN (BRLEDE)
TEL: {03) 5632-89610 FAX: (03) 5632-9619
TEL : {03} 5832-9620

& HLERRE EEETEEML St
TEL: {[0134)61-7301 FAX: (0134)51-2295
E-miail : primarycell@cosmobio.cojp



