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Achieve Perfection, Explore the Unknown

Protein A beads

| A4R:
Protein A 7& —Fi R T4 ¥ 1 H £ Bk (Staphylococcus aureus) 4L R I, 47

TN 42 kDa, REE I S50 7L % 3Rk 8 1 (Immunoglobulin, Ig) Fe X454, AR
SN VH3 R Fab X456 . A iy disid K E 4 Protein A (25kDa), 590K A
REERIEMN RIS &, BAURE 75 1gG % Fo Mg G MR IEIRITH, 2B T 45600 AL
AT Be P BEERE LA T 51, NI T DU R SR e M

Protein A beads FJF 5 PEHLZE A M HUAR, W1 human IgG1. 1gG2. I1gG4, mouse IgG2a.
IgG2b ¢ rabbit IgG 55, > Protein A 73 A LASE G 5 A 1gG 40+, FEMTRZEIUE
(Immunoprecipitation, IP) . % ¥ & J{ J& (Co-IP) 8¢ %+ & Jii % ¥ ¥l ¥& (Chromatin
Immunoprecipitation, Ch-IP), DL ILIE . AHMEE TR FIE R e KSR S b bR i aifh 55 . 41
X LI S e 3R AR 2R IR 45 45 e 70 KA R 1) Sk 2 45 e 01 50 WL 3R (Table 1)

A HAE 2P REME AR Bk, TS SRS ES AR R i
Gilf) Protein A BrfEWEBEIRARLL, A= FLARTE AN, A5y 7= A R S PR B [ i) 4 e
Iml FEER S 29 10 mg WiER LA A DT 0.6 mg L4 Protein A, [F]I #.>E 41 Protein A
HHH) 5 Fe 58T 454 A /0T 0.7 mg Human IgG, B RS KRS & & SHKERDL L4
EASH KRR LIN, JEH 500 ul FEAEH 10-20 pl Protein A beads &k B AT JE47 4%
(R e S5 . o, T SEBLPUA B BTIA BSR4 5 . Protein A beads(~200 nm)
PR FG K PSR TR T T AT Ak S PUA B A S &M oda 4 & . J8% 10 min P R]
] SERPUARBIL R A R BHEAE, 30 min P 52K H 18R A S UTIEARE o 46 6 AR I i) AT
DA A0008E G BN R A AR v IR 2 1 B A Bl A, S8 20 ORI H AR T 1. i TR
FREVESY 25, B UGHAT TP A1 Co-1P AH L T IR FE LR AT LAY 40% IS 1] dRefis, mlffi A
LRI IR GE BLs HE B IR IS5 H . AR TR XS SN I BER AR R &R, T
CME IR YEIE R . SDS-PAGE b REZE MR B ST G 1E 20 IKSE 2 M e AT et . (7 i B

Z ¥ W, Table 2)
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Species Subclass Protein A binding Protein G binding
IgA ++ -
1gD ++ -
IgE ++ -
1gG1 ++++ -+

Human
1gG2 ++++ F++

IgG3 - -
1lgG4 -+ -+
1gM ++ -
IgG1 + -+
1gG2a ++++ F++
Mouse 1gG2b Ao St
1gG3 ++ +++
IgM +/- -
1gG1 - +
1gG2a - -+
Rat
1gG2b - ++
12G3 + ++
Avian egg yolk IgY - B
Cow ++ ++++
Dog ++ +
Goat - T+
1gG1 -+ ++
Guinea Pig ) — —
Hamster + 5.V
Horse ++ 4+
Koala - +
Llama - +
Monkey (rhesus) 4+ ot
Pig e o
Rabbit -+ +++
Sheep +- ++

Table 1 affinity data for Protein A and Protein G for different sources and subtypes of IgG. ++++ =
Strong Binding; ++~+++ = Medium Binding; + = Weak Binding; +/- = Weak or No Binding; - =
No Binding.
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Characteristics

Description

Product content

10mg/ml magnetic beads in specific protective buffer

Beads size ~200nm
Magnetization Superparamagnetic
Coupled protein Recombinant Protein A

M.W. of protein

~25kDa (Protein A)

Antibody concentration

>0.6mg Protein A per ml beads

Binding capacity

> 0.7mg human IgG per ml beads

Specificity

Antibodies from many different species, including mouse, human,

rabbit, cow, goat and sheep

Elution method

Elution with acid, competing peptide or SDS-PAGE loading buffer

Application

IP, Co-IP, Protein purification

Table 2 The main related indicators of Protein A beads.

JERH/4H R,
Component K1303-1ml K1303-5*1ml
Protein A beads 1 ml 5*] ml
TRAEFA

4 °CRAT, WA

SKHERAE
L FER o

ARG (pH 49 6-8) FFUK bk 4°CHlE, b5 2R ISR AR SAAT S e

ek eIk
PETIE S J5 BRI,

CULVE ARZEHR M2 3R AT B EE S5 4 (RE i, U E AR SE MU
EUURFEG AR R, A BLE 270425 -80 °CURAF . (R

YR AT iR FEAH F K1020 RIPA Lysis Buffer (Strong). K1121 RIPA Lysis Buffer (Medium)«

K1122 RIPA Lysis Buffer (Strong). K1123 Cell lysis buffer for WB and IP. K1124 Cell

lysis buffer for WB and IP without inhibitors 55 ).

2. Protein A beads ¥ %% .

1T Protein A beads fiE 17175 T, Fr LL7 ZE0E WA FE it BT 25055

a. PRI E A Protein A beads, fZHE%E 500 ul 54 10 pl 5% 20 pl FEER Bk

Wi, HU&EE Protein Abeads £ 1 MNMEFE OEH, A 1XTBS £HZMAEFINZ) 0.5

mle VA WURAIEARFIRN T 0.2ml, #]

LA SRS EAR B T LTI
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b.

C.

K b3, SRIGEIIAN 1X TBS & & 24K A% 0.5ml.
FHFS W 25 52 52 W4T B & Protein Abeads. B THLIZE FArES 10 70, £ HiE. E8
RS ERPIK .

RBHIURAFR &, FH 1X TBS H & Protein A beads.

3. A5 Protein A beads HI45 4 .

a.

b.

C.

ORI % ST A LT PR AR RE LAY 1X TBS AiRebufk, BCil itk
AR B DU H AR I 5-50 pg/ml FOBUA TR B T UK 4% F . Tk ik
A BRI A ] 5 1gGC I AH R AR RS LU BRZOR LI IER 1gG AR, LA
T HBRARRE RS G B E I . TR R AR (4 1EH 1gG 218, Bilin)s 2%
PEVTIERS F A2/ 1gG, WIEASR IR AT LAA] 1X TBS Mikeid &1 normal
mouse 1gG PAF T BARE 5B A I 0 R

PRI : K538 2 #E 417 (¥ Protein A beads HEATREVE /> B, WBR 3%, A 500
ul PUiA TARRERIE Y 1gG TARM, B/ SRMER G EME®E 15 min-1
he JF: tHATLLE SR 2 19 Protein A beads A G EHI KL IE 7 IgG BT HE

25
H o

Bevk: N 500 pl B 1X TBS, HFEM 48 5HIKHT H & Protein A beads. B T/
B 10s, R EE. EEREK =R, HEVIGHAERKE, H IX TBS E&
Protein Abeads. /Z: JZE ALK FET, QIR -FHAL A R A5 2 7 IE H P4

A EFGISELE 2R

4. R PTUE(Immunoprecipitation, 1P):

a.

LRRARRE R IEAE A (T PR 3 thifk %1454 T IEH 1gG 11 Protein A beads 5
P 4°CHFE | /N EREVESY B8, BisRem A TR 8. A PR H iR %
5 IEW 1gG PR ARRE I B I E A .

PEfh 5554 T PiiksIEH 1gG 4 Protein A beads B 5 o 1%/ 4E 500 ul 2 FRE SN
10 pl B¢ 20 pl ARSI LTSS & T iik e £ % 1gG 1 Protein A beads, H
TR RS F R A L, IR E 2 h 54 °CIF F %

VEL: JFELLFET, WRHL A KA S IRF IEH IR, A S5 45 2R
JE2: A GG AR IE 7 IgG G Fii B 1-2 h B 4°CHE B LB 7 A
10-20 pl FEHEMIRZINEE 1 ho RN I 17 2
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5.

c. WOYES.WETEE, ETHWARENE10s, BRI, /2 AR LIGR,

JH T R V0 HIREAR

d. Pedk. TN 500 ul ¥ IX TBS, HABMAERWITESH k. B TR LSE 10
s, BB LIE. EEWRKZIR. 4] LU 5 5 77 2T 76548 T ODaso K
B2 R E 4, 2 ODaso K T°0.05, Wad 2518 NIt Ao

B

AR H B R R RS SRS R, T LA R e — AT e

a.  MRYEDRMIE: ATENAARIEE, Btk B sk el )s 8 B R R E A 1A

W, BT RS TR .

(a) VAVRIECH]: BRTEVE(1.0 M Glycine-HCI, pH3.0), =13 (1.0 M Tris-HCI,
pH9.0, 0.15M NaCl).

(b) %F 10-20 pl JELEAHEFRARRL, NN 100 pl BRYESEIEI, T 415 B T 0454 PR B i
FRAMCE, SiRMEE Smine VE 1. WENEATEL 15min. 7 2: FlK
RO R AT DAY 2 1R, AT 20 R i 49 1 R RSB A 7 A A S

(c) WHxEEE, BETHAZ LS 10s, K LIEHBERH NSO b, FErzin
A 10 pl AR, TE RS .

(d) AT HRBERRPEBEE, WEEBE b e, FORMFEGLEIE.

(e) WEMLIFHRIMEHMEAET 4°CRH, B5#-20 °CL-80 *CKHITRAT .

VE L RIEVENEIZ R R (AT AT BENC 178 F+ 06 7426 SDS-PAGE _EAFFZZMIR
I 2: [T H 9K FHI 2257 ETREXT IR 1 D 12106 I 71— GE HI 52 AR
PERCENTELR L ECE,  FIX BRTEDEE R pH 75 2.5-3.1 Z Ji[ AT —EHT 18,
SZHGFRENT pH (2 7B 77— E T, P40 100 wl B 1EVEN R 0.1M
Glycine-HCI, pH2.8) 1 15 ul " FHLZ(IM Tris-HCI, pHS.5) »

b. SDS-PAGE LEREGEMWRIEMGE: AT7I2NAR R, 1431 HE AR iES SDS-PAGE

FH Yk B Western 631

(a) EHUAIER SDS-PAGE & H _EFELZE MR, IIAKECHIAR 1X. 1% SDS-PAGE
EA LM EA DTT S8R5, oA R E a2 &0 bk

BRI
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(b) 10-20 pl JRIGRERRARFA I REER, IIN 100 pl 1X SDS-PAGE _FREZEMIK, 95 °C
I s mine VE: BEBLBEIARRT DR & 2 1
(c) BTHANRLEDNE 10s, B LEEIAT SDS-PAGE HLKE{ Western £l .
c. ZIRTEFVEMLE: AR H E A RARRE B, FH AR AR R BT BEAT S UTE
DRI A F AR R 6 22 IR HEAT S8 4 et o ASOTVE MR TRV, BRI &, HBEM s 1)
ARG DG, BT 580k, BLT LA Flag #r%% 8 H A
(a) 3X Flag ZKBEBEMELH]: HUG& 3X Flag 2 IK(A6001)7%# T 1X TBS 1,
i HAURE R 150pug/ml, BUFFE Smg/ml ) 3X Flag £ BRVE(A6001) %
150ug/ml.

(b) &F 10-20 pl JFUAREERAARL, AN 100 pl 3X Flag £ B (150ug/ml), R4
JE BT MR RSO R S, SRR E 30-60 min, H(4 °CHEH 1-2
he N THREVEB R, FIE A & I ) s R i .

(c) WERERE, ETHARESE 10s, ¥ LEEBIEFHNELE . FIFN
VWL Flag #2585

(d) Vet Flag br28 i A E T 4 °CAEH, B -20 °CEL-80 °CHIALRAT .

9% FLVTIE (Co-Immunoprecipitation, Co-IP):

S 2 B TUE N TTIEIEAT, AR S L PTIE (Co-1P)Id & B A% FH R &8 R A7 IR i B A

DA DR £ 2 G 0 AN 2 BN R R AR AS o 37 30 1) 22 DT ERAR T DA VR A2 1) 2 I A

ity LI RS PR BT 1 £ P R S A

LA R 2EAL -

a. ZHABER 3, {8 Protein A beads JIABIRF AL IIFTARRE S b, VRS JE BIRMERE K
BURAR S B E 1 he Wk B3, AAJEH 1X TBS Pk 3 K.

b. ZMUPTR 5a, GBS BOBOETHEM, IR AT ThAl

GEAGELEE

| O R 6 7 2 NS B R R e RV &S
i Bk 5 U I 45 5 R0R 500 R R SRS KT @ AL O, ik TR R
Protein A\ G B A/G WISRMJBUR, 7] LLE S hngi iR SRR A0 B ) 42
TBS £ pH {H(8-9) 3k F4{I% 25 758 (25-100 mM NaCl)Z5 5 VL w25/ 7 .

IL ey R e AR AE S B T T B G T S B P S5 2

Tel: 021-55669583; Fax: 021-55669583
http://www.apexbio.cn/; Email: sales@apexbio.cn.



I11.

Iv.

VI

®  ZHILIR Ab hMATE, FILVSRE IR SRERIETITE, RS-
&, FH Protein A. G 5{ A/G BAERIIRE &4, R ] LUR S HiA 595
(L5 G 0%, e BRARREER S5 FE S Al (R 18], A B2 DT P R Sk o %ot
T8 /AR I LTI B 57 S e LT UE AR 1 L 7 ik

®  SHIGIR da, LSS T IEW 1gG MBER S EARERTUNE , v LR DHiA
AR RS & o 280U, T ATE SR FTRE S Se DN IEH 1gG TR 7, 2R)5
FIMAGUARBEATIRE , B85 NN EREAT BUA 1 G DT o

o EIETW 1gG MENHUARMRTIE, ] LA Gt ie s ST P I
.

Q] i G AR AE i A7 A FE T R o T il L SR A AR v 2

T B S WL ORAFAE 2-8 °C, A1 FH AN L 38E e Fl T35 el 2 BUR AN T SR 4., BRI

TSR . BEERAEMR pH PBE Z i b R AR BB T IEH LG, AR Bk

) IE 55 o 75 TBS AL M -h s IR BE A 0.1 % (viv) IR B 784 23355771,

4 Triton X-100 Tween-20 B{ NP-40, WA 4B (bfiER R . Zad MK pH Beli 4

(IREER AT LLAT TBS BEisk =, 285 & 0.1 % (v/v) Tween-20 (1] TBS k37 H&

Wik, JFHE A BB ALTE 2 min, BURIEEREERIKE IS SPRE, L LAbERE AR

R U A 3005

AT R BB 5 R B TE 250 SR EM R I LR 2

UL PRI P 26 (KR REAT REBRR A . 940, FERMMBP RN 0.1% (viv)HAEES

FARLLIEA(W Triton X-100. Tween-20 % NP-40) 1] LG 20 FRARHE Bk A8 FEM 18 /1)

B -

REIRAEAE A R IS HU 4 2

BEERAEAE P I SR BRI R, 8 5 S A AN ot IAZ ) R JiR PR Bk

10 o T B K T AR e 2 [ R 5 4/ — S o PR P /KR A B 2 min BRIV 4T #4004

R LB, LR T 35 5 AL A 2 R R TR TE R S T MR P I SR LR B R, BT

DB ERAE TR 5 e I3 1A A8 277 1 A B e ) 5 1 R

FCRH LI DR SRR g i
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Problem

Possible Causes

Solution

Very few or no
target protein
exists in the
eluate.

Protein is not completely eluted.

Change elution methods.

No target protein expressed.

Make sure the protein of interest contains the

HA-tag by Western blot or dot blot analyses.

Very low protein expression

level.

1. Use larger volume of cell lysate.

2. Optimize expression conditions to raise the

protein expression level.

Washes are too stringent.

Reduce the time and number of washes.

Incubation times are inadequate.

Increase the incubation time.

Interfering substance is present

in sample.

Lysates containing high concentration of DTT,
2-mercaptoethanol, or other reducing agents
may destroy antibody function, and must be

avoided.

Detection system is inadequate.
(WB)

1. Check primary and secondary antibodies
using proper controls to confirm binding and

reactivity.

2. Verify that the transfer was adequate by
using prestained protein marker or staining the

membrane with Ponceau S.

3. Use fresh detection substrate or try a

different detection system.

Background is

Proteins bind nonspecifically to
the antibody, insufficient
washing on magnetic beads, or

the microcentrifuge tubes.

1. Pre-clear lysate with Normal IgG to remove

nonspecific binding proteins.

2. After suspending beads for the final wash,
transfer entire sample to a clean

microcentrifuge tube before separation.

1. Increase the number of washes.

too high. 2. Prolong duration of the washes, incubating
each wash for at least 15 minutes.

Washes are insufficient. 3. Increase the salt and/or detergent
concentrations in the wash solutions.
4.Centrifuge at lower speed to avoid
nonspecific trapping of denatured proteins.

The protein is not stable at room | Purify the target protein at lower temperature,

temperature. such as 4°C.

Multiple protein | Protein degradation due to

bands found in
the eluate.

proteases activity during

purification process.

Add protease inhibitors to cell lysate.

Non-specific binding.

1. Prepare cell lysate again.

2. Add additional wash steps.

Table 3 Other common problems, causes and solutions
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| ERFW

L RO TR, BIEAURTE, AERZURERY S, BaEaltk.

2. YEFF pH N 6-8, MG EIHES L TEEERAT .

3. VKRG RIERE TRES R, AN AR 51 R R .

4. 2R, REFRER 3 UL R AR .

5. WOREE RS S RIRSE AL TAE, JERIGRZE 4 CCEUKIRE, PARSE & A M AR el
P

6. N KM A IR, FT LATE SR R S R NI = S R R A,
#1771 Cocktail-K1007 BEREEHIH7 Cocktail-K1015. 2 ZBEALEEHIHI7-K1017 2.

7. BRVEVEMUEIRIN R T Re s R A RS, BT EFINR, AWWMBERKEREMEH. 0.1 %
Al S 2 Z 35570 (4 Triton X-100. Tween-20 B¢ NP-40) Al 4 2B 1L HEER R4, FF HAS
SRR IR A 200R . SR DTT. SR 20 . RIS 4 i 5hr2 & A
(45 & W REH — 8 .

8. AR TR A&
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