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FEamfEa
> BEARWERAT HUAZ IR TTE A & (Protein A+GH4PRI%), BlAntibody Crosslink Immunoprecipitation Kit with

Protein A+G Magnetic Beads, FRAIEkMERNIP/Co-IPIRFIE., HUAZZ B A (FL)ITIEIFIE. Antibody Cross-linking
IP/Co-1P Kit, J&—Fuiid (b 22 2B — iR — BRIAME WL IR (DSS) B HT A R B3 & i B I E A Protein A+GREER, HTHMNER
G UTE (IP) 8 B U (Co-IP) IR &, A= SIS IiiE=wal DUHF B INE AR EEAESWAHS RN, 5HEM%%E
TIERAIEMALL, RRFEH TGRS R AR L, BT = EAR RS EIUR, FAlZPuRlE
HRE, AROER T HUAN BINEANE R AR EEL TN, Bl DUH T BN E S E A E SAH 5 R,
ARIRFIE A Thermo AR Pierce™ Crosslink Magnetic IP/Co-IP Kit (88805) H&: I FEAN{E FH /5 15 AR —3K,

AR F & A E R R K Protein A+G AR . 22 BE I (DSS) A 23 b 36 3 A9 2 75 U T 6 B ), i o0 9% U E
(Immunoprecipitation, 1P, W#H{Pull-down)sk & i (Co-IP)SEEH MR A, HHE. "%, RAaRRMIULR, IZHTHE
MEANEREAESYNRETIE. REHTERAt F SR,

GETTESR A TR B MR E B E A 5 & H M EEH (Protein-Protein Interactions, PPIs)f& ASZRFA, @it HRER
HEFURFI AT 85 & PRI (W Protein A/G Agaroses{Protein A/GREER), X E EE{H FIRBERE S MR I 58 (AN B i i e s s v
%), REESELE#EINERTSELTERRMPUAEEY, N ERE S RMNE AR5 B HIsk, /SR PUH T Western
EZAG I B BT S AT S [1-2] 0 AE B AR PTIE A S e S e T~ VB S E PR R ER, SYmEE s FE2EHNS
BT, DRSS G () e DR FIREER A T2, A R0 T iR BRI MA[3],

Protein A2 —FEINT &8 OHEIRE (Staphylococcus aureus)WHMIBERHIEH, 7 F&H42kDa; Protein GECHGH!
HEBRE (Streptococcal bacteria) RIAM HREEREHLE A EH, Protein AfProtein GIUEERML, REREF ML S HPLEN Y SR E
H(Immunoglobulin, Ig)#44 &, 45&MEMNLER AREREHMNECX, (B8 %A E/2RProtein AMSFAVHIR K FabX 454,
fMiProtein GH N 5 FabX hH —E 45 E R, FE A T AR R AR Bk & E RN EE & RE T B Fi AR 1& Y B MUEM Protein A |
GHWHRA—E ARG E, AT REIEsbiamnaiit,

Protein A+GRERIE & T HZ TIERTH Protein ARAERFIProtein GREZK B fitA] LG T PTIAR, EaEhuman 1gGl. [gG2, IgG3,
IgG4, mouse IgGl, IgG2a. IgG2b, IgG3, ratIgGl. IgG2a, IgG2b. IgG2c, PAKrabbit, goatFZrif&fifk, FTREH
= RKProtein A, Protein G, Protein A/GREEEF=ES A, /ML KREHE AR E I ERINES A RE T RARYIRII S48 A RED
TEHR,

Species Ig Protein A Protein G A+G Total Ig Protein A | Protein G A+G
IgGl +H++ +H++ +H++ Human ++++ +H++ +H++
IgG2 -+ -+ -+ Mouse +++ +++ +++
IgG3 - ++++ ++++ Rat +/- ++ ++
IgG4 -+ -+ ++++ Rabbit ++++ +++ -+
Human IgA ++ - ++ Goat ++ ++
IgD + - + Chicken + +
IgE ++ - ++ Cow ++ +H++ +H++
IgM ++ - ++ Guinea Pig ++++ ++ 44+
IgGy + -+ -+ Hamster + ++ ++
IgGaa +H++ +H++ +H++ Horse ++ +H++ +H++
Mouse | IgGa +++ +++ +++ Pig +++ +++ +++
IgGs ++ +++ +++ Sheep +/- ++ ++
IgM *- - *- ++++, Strong Binding
IgG: - + + ++~+++, Medium Binding
IgGoa - +++ +H++ +, Weak Binding
Rat IgGap = ++ ++ +/-, Weak or No Binding
IngC + ++ ++ ) No Bll’ldll’lg
IgM +- ! +-




A= AHNEHProtein AfProtein GRI 5 Z8IMALN Y IgGN It R IEL S, 77 T RBIILHN25kDa, ZEHProtein AR
Protein Gl 2&E, (URE T 51gG Felig SN EEIRITAH, ERRTEHE MR DI RESBARR LG I, MITiAT A
BRI RS G, AFRINE M Protein ARIProtein G743 Bl R] A& & 5F13 M gGor o

A B SR BeyoMag™ Protein A+GREEK. 2B (DSS) R ARALM) & FpZ% M i Lysis Buffer, 20X Coupling Buffer,
Protease Inhibitor Cocktail (100X). Acid Elution Buffer, Neutralization Buffer, SDS-PAGE Sample Loading Buffer (5X)
EHIRLZBRRIETIE N EIH, IR RS TTIE B R LTI E A s, R, Sk, AR EHITHUAR B RIETTE
HInfES# E 1, BeyoMag™ Protein A+GREAHREIE S IEIRE, MA—ER&FRFMEFUA, Protein A+GR] SHiUAFcHifi RIS,

—E N B B JGTE B Protein A+GREER-HUARIR GV (beads-Ab complex), SRJGIMAZHFN(DSS)HATHRIIE, RBE/E I AFESR,

TS AT TR Fabitis SR IR B K Protein A+GREER-PUR-PURFIEE 51 (beads-Ab-Ag complex), R FEE GYIDIE
FRARGEEHED, AEHARMESEIIRESDS-PAGE R MRS /7 15 WHEER L BERSS & g 2 &R T a8kl
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B, EARTUALBE T ITIE A& (Protein A+GREEETS) (P2180) M Sy il imAZ &,

RIAFIE I BeyoMag™ Protein A+GHEEE, hWFRNProtein A+G Magnetic Beads, o] PARERIEMIZE SR, FERTLARG
Bh 2R 55 oy B s AEH RN F T B IR A B A E SRl saift 555, HEAE: (DR . JUEAL
AR, BHRERIZ1I0mg/ml, L4 Protein A+GHIEHBIRFLIZ AR, BAFEIRRERIRM, AP MRERRRN, R =4
R TR, A= ST T REER SRS Z110mgiiER, M Protein ARERFIProtein GRABRI%Z1:1LLFIR AL, &H A0 F0.6mg
HHProtein A, Protein G, M@ AIE5E A0 T0.7mg NgG (RN AL & BFAITUARI R HINE A%, 5005,
T AT 10- 200 A-REZR R TR, WU AT DL RO T 0 TTIE SR S, (2) A7 Es S HUASGUAE SRR : A7 5
I KEREIER (~200nm) B A B R LR, TSRS HUASUAE SYIIPEE NG S, BH 107 F AR El ik e &
PIimRS RE, 30BN SERR B R AR TTTEIR A, 48 K H5 RIS TB] AT DAE R0k S A KIS IR R A b B A8 1 A P AR e
FEORUE BIE ARNEE. BT RAMES B, SO TIPAICo-1PHH LL T B AR RS R AT LAY & 40% FIIS AL,

ARIRFIEH BeyoMag™ Protein A+GHEERI E BHEIRIN F35,

Characteristics Description
Product content 10mg/ml magnetic beads in specific protective buffer
Beads size ~200nm
Magnetization Superparamagnetic
Coupled protein Recombinant Protein A and Protein G
M.W. of protein ~25kDa (Protein A/Protein G)
Cco(;lr?clgit?;(t)ifrlln >0.6mg Protein A+G per ml beads
Binding capacity = 0.7mg human IgG per ml beads
o Antibodies from many different species, including mouse, human,
Specificity .
rabbit, cow, goat and sheep
Elution method Elution with acid, competing peptide or SDS - PAGE loading buffer
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| Application | IP, Co-IP, Protein purification ‘

> AAAIERENMBENT %, RIETUAS SV BRI EBRZEN, VIR RGN AR RE, R EHR AR 7T %,
FFERMETA I NSDS-PAGE FAEZMR, AN AITEFEZ IR, el BT AIXSEF I 2 I TV A7 & A T GFP-Flagfl
AEANRETTE RS HE 2,
1 2 3 4
1. Input
2. Classical IP, eluted by SDS-PAGE Loading Buffer
3. Crosslink IP, eluted by SDS-PAGE Loading Buffer
4. Crosslink IP, eluted by Acid Elution Buffer
h ~—1gG heavy chain
S e s esee ~— GFP-Flag
L | -—1gG light chain
E2. BARTUALZBGETIEAFIE (Protein A+GHEZKTE) (P2180) T GFP-Flaghili s & H B S TTIERCR B, 293 T4 RS
i) 5 G2 GFP-FlagFiki36/M 5, £ Lysis Bufferfi@, FEfh1AInput, R4z (total cell lysate); FEdh2, 3FI4#EHN
ARIRFIEH Protein A+GREBK RIETIIESGIIRER, FEFAREFlaghiik(AF2852), HHREF 298 12 S iiie X7 & (Protein
A+GHEERIE) (P2179) % & ULIE S5 42 SDS-PAGE Sample Loading Buffer (1X)VEHt/ESEIMEES. HM3HEHARIXFI L
SDS-PAGE Sample Loading Buffer (1X)#li, FEmd FAAIRFIEEMRBEHEIIRGENL, FEm2fEfASDS-PAGE Sample Loading
Buffer (1X)%Eft/a ] DAKE|Flaghi/R Y32 ERE, MkEA3F446 FHSDS-PAGE Sample Loading Buffer (1X)RIERMEG N SR
GFP-Flag, BANPKEUGTIEI B — BN, BEARREFlaghitArRERE, WesternEDiZt /% HiBeyolmager™ 600122 & L
BRG(EI600) 788, LR REF LR &M, MBS ARTFEES, EhEdE(Ut=%,
> N THRZB A TTIEEE, &S00 uliE 8 40Uk AR, A/ IMELERT DL T S0RE S B IR 22 B G e T TE
2ELLK
L] I AR 2k
P2180S-1 Lysis Buffer 125ml
P2180S-2 Protease Inhibitor Cocktail (100X) 1.25ml
P2180S-3 BeyoMag™ Protein A+G Magnetic Beads 2ml
P2180S-4 DSS 8§X2mg
P2180S-5 Coupling Buffer (20X) 15ml
P2180S-6 Acid Elution Buffer 30ml
P2180S-7 Neutralization Buffer 0.5ml
P2180S-8 SDS-PAGE Sample Loading Buffer (5X) 1ml
— Vi 143
RIEFSM:
-20°CIRTE, —HEHM, BeyoMag™ Protein A+G Magnetic BeadsA] PA4°CIRTE,
AEEIL
> PUAZZ RS () TTIE B TR BR AT AC 0, AR0E L T HUARE TR R, 20X 5 T 4 M s 41 SURE & 3HEAT 28 B Y
Cross-linking and immunoprecipitation (CLIP),
> AN T TREERHUAR BRI IPE Co-IPRM, AT DAUE A HTAE M IgGRY BRI S VBB AR ICH — 5T (A0210/A0218),
> FBEHEBWM Y EEE, WHEMEHERXNL52ml 7 & 42 (FMS004/FMS008/FMS009/FMS0012/FMS015/FMS016/FMS024/
FMS025),
> BEEHETHM(DMSO), HEFEHHEZEFIDMSO (ST038/ST2335/ST2336). DMSOHI(ST1276).
> WRGZTTEN H I E A MRIB IeE SR UIB T, 772 8 &AH R A BIR B A0 X S C BT HIF, R E AR
FIREIREFIIHIF IR A YA (50X) (P1081/P1082)F1Z% LB L Eg IR A4 (100X) (P1112/P1113),
> ARRFIER MR Lysis Buffer&@k SR, EERZEN T RETTIES R L ITIEN BRI fE S bk, Bl T RETiE
B HTIE TR ERE Y 2 RIS R 1%, A Lysis Buffer M —Ei& & FTE S ITIEAE SRR S Te k. TE6EF AR SR 4EHY
Lysis BufferSURRAERITEO T, F52 BTN TRRANTERRBOH THEER AR, (IR WORAE Sk B A TR R AN e R, B
ZIRE AR HEIE 1 R
https://www.beyotime.com/support/lysis-buffer.htm,
> BeyoMag™RFIHIRAEMIRN, REFRRMIRLA L, szl AR,
> BeyoMag™ Magnetic BeadsTH4ERrpHN6-8, SRR, THREURTE; B KN ASEHEKE TS, SNATRES5 &R
HREH,
> BeyoMag™ Magnetic Beadsff FHRE&E Y 70 g, AR TIRMEHIKIEES), RAREIIRSE, NERIZURIERESE,
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BERPUR MR,

TEGEDTIERT, I A bR e #E R A 1B T GRLHIAR R RE bk IR B IE H IgG T, DA T ERRIER R G 8EnA
PERTIR, HEFETIE Z KNG (A7001). LLEIgG (A7007). fRIgG (A7016). /MRIgG (A7028). KEIgG (A7031). %IgG
(A7039) ,

> EEFEMIEREERRGERAE TR, R AGATREEA CEIK, AR E F R R e,
> WRFEHES RS AR EER, SRR ESEAINRGRE, DGR I RIS AR A REER

> BRI IR RES R AR, BT IERIR, AEIMMERRIEH 8. 0.1%/99F & 7R K957 (W Triton X-100, Tween-20
BUNP-40) rI G240 IEWAERER R, FFHA

INEY
=R

MATREERFIUALE & RCR

> AR T LA RRIER SN, MIRTIRKSHEGEST, M T Bz, MIFRTEEEEN.
> NTIERZ AR, TEFSR IR X T E R,

fERRA:
L. R
a. ZHFH, RIS R EH100-500 BRI L], I E AL,

Steps Solution required Volume per assay | Volume per assay
. Lysis Buffer with
Cell ly:ls and'sample Pr}(;tease Inhibitor 100ul 500ul
preparation Cocktail
Preparation of magnetic Coupling Buffer (1X) ~0.5ml ~1.5ml
beads
Immunoprecipitation Magnetic Beads 8ul 40ul
Wash for beads-Ab complex Coupling Buffer (1X) 100ul three times | 500ul three times
Acid Elution Buffer 40ul twice 200ul twice
Wash for beads-Ab crosslink Lysis Buffer with
complex Protease Inhibitor 100ul twice 500ul twice
Cocktail
Lysis Buffer with
Wash for beads-Ab-Ag Pr}(;tease Inhibitor 100ul three times | 500pl three times
complex .
Cocktail
Acid elution and Acid Elution Buffer 20pl 100l
neutralization (optional) Neutralization Buffer 2ul 10ul
SDS - PAGE sample loading SDS-PAGE Sample 2041 10041
buffer elution (optional) Loading Buffer (1X)

b. SINHFIRBRENELH. 2% L%, #%RE50-100)7 48R FH 100-200 0 & 0 HiIFIZL 80 H T 247 DL 300-6 00 ul & #0771 24/
W TR ELR,  BoHE B S H0HIFIZ4, ¥ Lysis Buffer 5 Protease Inhibitor Cocktail (100X)#%H&100: 1 ELAIE
&, BIUnfE1mlf¥Lysis Buffers /il A10ul Protease Inhibitor Cocktail (100X), EPfS1ml & il IZ4f#i (Lysis Buffer with
Protease Inhibitor Cocktail), B4 Sl AR B E VKT E4°C,

H1: RRETIER H IR 19 SRR IS e SRS, 5B A BRRE TSI 72 2 B L BRI, HEERER
KIATREITHIFIE S YA (50X) (P1081/P1082)F1%E LB L EBIHIFIE A (100X) (P1112/P1113), WIREGRIHFE R, wFH
EIRFRETIEYRIIGEIFIREY: https://www.beyotime.com/support/lysis-inhibitor cocktail.htm,

2 RIS Lysis Buffer MUH THERAE, WHTESMGERSE, ERAER “TEEED HRHEHR,
3 SMHA R EI AR, NERHEGREITEERSMEH, WRERHFK, THUHBE R RNEE L EAE,
BEEAREAD 5 R CBHIHIFITR A4 https://www.beyotime.com/support/lysis-inhibitor cocktail.htm,

c. Coupling Buffer (1X)IJECHI, # Coupling Buffer (20X)fH@ali/k#mBEE1X, RIHCoupling Buffer (1X), #l411ml
Coupling Buffer (20X)IMA19mli&4izK, EAIEEIACoupling Buffer (1X).

d. WERIMER, BT RERGEAERRIR IR, AT DARRZELE M ARE S ATIE S DE TR,

(a) ARSI AR T B R AR, 15 HE 500 ulAE S FHA0 I R B uk L, BUE B E —E B L& (FTUB306), MMA
Coupling Buffer (1X) E&AAFIALI0.5ml, BiH: WRPVIEHIRIAIRT0.2ml, FIDAF BEEREE T 12E L7 #10
), EBRLEWE, REEMACoupling Buffer (1X) EHZ&AFINZ0.5ml,

(b) AR MRARRRIATESWIR, B THIR ESEL10M, £k HE, 58 LIRS EWNIR,

(c) IR ARRIRTE, FCoupling Buffer (1X) &2k,

e. SDS-PAGE Sample Loading Buffer (1X)MfcHl, HU&&SDS-PAGE Sample Loading Buffer (5X)FH/KFERESHEEIN
SDS-PAGE Sample Loading Buffer (1X), f410.2ml SDS-PAGE Sample Loading Buffer (5X)JIA0.8ml#B4i/K, {B5))5
BI9SDS-PAGE Sample Loading Buffer (1X).

2. A SUE NSRS, FER SRS BT BT 5 S UA S DL e B T B U S S B HT0E, AR ANRESZ B T f5 52

FIsEEe, A]PA-20°CER-80°CiAfE, AR RESHME N S EHWHEEIER, AT SR ES BREEKIRE4°CHEE, DIRER
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6.

DR AR TRENE, FEERS, R —E RN InputsiTotal, PAHFIESN Western &,

a. RPN SRS, 250-1000 X g =i B0 57 PR AL, A L2, Al DA PBSHER—IR, RIGIRIFT% M IR A,
igvortex sl # S I DARAIHUR B 2 80T, #7208 550-100/5 4HAI1 A 100-200 ul i ELABI AN S IR, 52505 ik ak
TEHIRET, PAFE SRR, 7o 240G NI A A T A AIRE, AR RS, BN EEA50-100 7 4H/f/E, ARG FER
fi. KHEMAMEHERARTE oy, /0 R T RS 2 AT 3, X RS RET 5. RO EE,
10,000-14,000 X gfE4°CE03-5708h, B EIE, RIRNEATIRSLM R TTEM B iiiess. H: R ESHBD BERE IR,
FERERADNAY, BOER=AETTTEY,

b. WiREANMFESHIMZYRMUESs . WBRESFR, WEWE, FAPBSUER—IR, RIGTRISTREIIRIAR, #%288450-100)7 4iffI(tH4 6
FLARFT— L) I 100-200 L f9 S IR, & Y WRFT, (HRMERMANMTE e, 8 R giiEfsh Y arn1-28 )5, 40
MUt 04, YA ek E3#2-10 %, 789245, 10,000-14,000 X gfE4°CRS03-5708, H_EiE, BIRMEH TIAES:
MR TTIE R S HTIESE, 1 HRESHI D BREMYIR, TERNERNADNAS, BEOEarETTEY.

c. MASRBEREFE SRS, N T ImIEREEER, SOE RS, WEENE, Al DUERAPBSIHR—IR, AEWRIHTREN
WAk, Fvortexal # i I DAEYH B sl R B /0 H0T . MIA100-200ul SHNHIFIZRR, Hivortexsl # #di & K DUR
5], VK EZE2-1050 50, QN SRA SRS B AP I RURACR, B RNEE R ] DAS 51 8 VA B B (lysozyme) R BERE Ty ticase) AL,
SR P S R BRI TR, 2R, 10,000-14,000 X gfE4°CRSD3-550%h, B LTS, BNAIMEITIEELHI e e
o Hivess, 1 HRERATRES M D BRE YR, FENERADNASE, BOESETTEY.

d. HEWESRZRRITES
(a) TELHLBIYI A/ INCIRE o ANSRALRER AR S AEF A1/, AT DURET85Y),

(b) #&HE10-20 2 5w ZHZUE FH100-200 Wl EL BT E ANHIFR AR IR, AN SRR RANFE o3 AT DASE F B8 2 0 S 2dm,  aniR
FEEMRERNE AR, AT DUE Y B> 2R &,

(c) AP Mas I3, BUER B R RAET M TissueMaster™ FHE A LU E (L (E6600/E6607) S, H 7870 34MR, tn L
TELHLE SIS RIS TR R, WIS 7270 5 I NS48 5 Vel TR

(d) Z%4# )5, 10,000-14,000 X gfE4°CRIL3-5708h, B iE, BIRDETIRSLM R ile Mo L iile %, S20mgiRTEm/h
SRUFF AR F 200 Wl SIS SR I RIS _BIE, HEAIREZAN15-25mg/ml, REPRSKARFREALE AR, H:
HRERATRES MM BAEEYIR, FERNERNADNAY, BEOGESAETTEY,

Yitk 5Protein A+GREERINLE S,

a. VURMHER, TR R B AR RR R E B Coupling Buffer (IX) MR, BCHIBIA TORR; SRR UARECHI LK
JE5-50pg/mIIHUR TAER, BT vk &, nliEil: {5 oo AR 0 E & Tg GREHIAE FIFRRE L sl 2Rk 0 1EH 1gG TAE,
DU EBR AR R LS S SRR B, TR FERE R IgGRE, flalasmmiiieEn Abikz/ NRIgG, MAEAR
# 3R a] PR Coupling Buffer (1X)#RIE & A Normal Mouse IgGS DAF TR = ok /E B AR,

b. HilAIRH, 0 B1dER I Protein A+GREBRIEATRENESY B8, WRER BT, MIASOOUSUIA TAER, SEREGTEERBERSY
R E 150U, TE: ] DLEREES 1dProtein A+GRAER I IE BH A TG

c. kP&, NMIAS00ulICoupling Buffer (1X), AR KA RZWITEZProtein A+GiiEK, BE TR L E10%), EBREIE,
BEEWRR =R, Ba—IRUERER EEE, Be]ATHRAbMIPUAREE, H: ME MRS, WA RAR R IR
JBIERIS, Aainsisigt s,

¥itk 5Protein A+GREBRIIZEHE

a. RWA(DSS)MHERT, H—EDSS, mEEOEFR), EDSSRETERK, &2mg DSSHH217ul DMSOWAfR, REIDSSHETFR
(25mM) R, AIE iR iEsE AR b FUATIR A DSS e 1A R, FDSSHE 7R (25mM) PAL: 25538 T DMSO (filan4ul
DSSHETZNN A6 DMSO), FDSSHEH1mM.

1 DSSABAIFREHUE, SRR FMEIA, SEH—EHIDSS, DSSAR] 5 & &AM (AN Tris, glycine)
[ s P

b. Pz, [ B3k INA174uli84ti7K, 10ul Coupling Buffer (20X)A116ul 1mM DSS, E{AFIZIH200ul, =& RAl
BT SR R e e F5 R A X -30-60 0 TAC IR M. 1 BeyoShaker™ 8 7 i 4 (E6673) 8¢ BeyoVor tex™ Jfif}
RTERE IR 511X (E6800),

c. Uk, RPEEHR)G, ICHERETHNZE L E1080, EBR IE, MgEk-inA200ul Acid Elution Buffer, Zi& FHEREKREL
FEFR AN EVERS 7B, DAEFRAR R TR L IR R N, B TR By Es108), bk Big, EEWE—R, &EH
500ul Lysis Bufferfilgtiddk, HEimiesEmENRS), BTHNORESE108, XbRkEE, EEHEE X,

#PEYE (Immunoprecipitation, IP),

a. BRRAERe RIS A (NER), I3RS NS S T IEH IgGProtein A+GRABR S5 FEMACIFE VNN EREE D B, HiBFES A
FIaLesesh, REBSENENRERS ERIgGr- IR RS arEH,

b. FESSHUASIE R IgGRIkMProtein A+GRESEIFE . F4HE 5001 28 ARSI 40 Wl REBR B i i LR A 288k 7 Bk ek e
#1gGHProtein A+GHEER, BT MHERKSHERIRGI -, ZEEMFE2/NNe4°ClEE K,

W WENRET, RMEERRERASREREEEIE, RIS i,

c. W, WMERESE, BTWAORESE100, Xk EE, F: aTRERS LS, AR RE ik

d. PEB. MAO.SmIMSHNHIFIZRE, FARRARERITERMEE, TR ESE108, KRG, EEMHASIHIRIR
RV =R, T thn] DUEIS A VE RIS R IR OD aso K HAIWTH R PR TES, £ O0D2so K TF0.05, NEIE 4B AMPELRIEL,

Vet MRABFRAS B IR UG EESC IR BEoK, AT UGS R 3My iz — i TUERT,
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a. MRMEBEGE, A77 AR, HA RIS, TS ERR 2 G0 FRECRIF IR ARG, T RS,
(a) BAOULFIAREERIAR, MA100ul Acid Elution Buffer, {R515 B TMHBRERSEHIRSN -, EREMESH 5. 1F: WE
I TR BRI 1570
(b) WETEE, BTWARESELON, & LEESIHNEOEY, JF2ZIMMA10ul Neutralization Buffer, 1&%4iR%),
i BZZIMNA R HRS), AN R TRRIEVER h 2R 5 S — L E AR EIE M,
(c) N TIRIBERARITEMACR, ATEESE@M(b), IHIHERAMRE I,
(d) BRI ER M EE SWE T4°CRH, 53 -20°Ca-80°CK IR TE,
L BRVEVEMGE BAAERL, By ATREIR T 3E S TeltiksiSDS-PAGE AR MR e A,
12 BT HEBNZER AT REN BRIV IR DEI A — E RIS, SR Pl R R L, DN BR P i pH
1£2.5-3. 12 [T —E A%, AH R A PR A pHAEE & W T —E RA%E, BARTRE BTSSR . T DA%
JE SR FH 0% PIT RE B8 i35 19 22 K 5 S DRI IR B RN Wi B = I SDS-PAGE _EAE R M UEIiT.,  J5 8 B s E M S5 AT
fii, FTRESON IS SRR T 8 A MR ZER A SE 5 AR 2,
b. SDS-PAGE FAERMIRBENGE, A75E 0N, S2IREAMMIE S SDS-PAGER kS Westernta i,
(a) FAOUFLAREBRIATRIIIREER, 100Ul SDS-PAGE Sample Loading Buffer (1X), 95°CHI#54534f,
(b) BTN L3 ES10%), HY EiERIAT A T SDS-PAGEHTKE Westernta il
{1 JEHSDS-PAGEE H EMZMIN & ADTTEHIEE A, HUEHIS SR & AR KT T HURSER, FIEARZEH
FUARRHER S BE,
112: H'ESDS-PAGE AR AT DA iEIEREZE X KHISDS-PAGESR 1 EAEZE MK (2X) (P0015B). SDS-PAGEZE I I-F#4%
Hhi(5X) (P0015). SDS-PAGEZE [ - REZR I (6X) (POO1SF).
c. ZRkSEFENLL: WRBMNEARWEER, HEHMEMIPRETUR T RZTTE, WA N 2T S0, A77
PONARR MR, PERRCRE R, HUERUEE AR A YIS, ETESMREI, PAT PAFlaghnds & R
(a) 3X FlagZ ikUEMRAIECH]: BU&EE3X FlagZ K (P9801)I&M# T TBS (ST661/ST663)H, MHZIKEI150ug/ml, BFHkE
5mg/mli3X FlagZ IKi&K (P9801) E150pg/ml,
(b) B4 RIAREERIAR, MIAL00p] 3X FlagZ BKUERGHE (150pg/ml), RS G E TMHERRSUERIR AN b, FiRERNE
30-6073%h, Bi4°CIFE -2/, A TIREVEHIRCR, PIEEKRT & I R E S P,
(c) WEZEE, BTHARESEIN, ¥ EEEBIHNELOES D, LB FlaghiE R,
(d) VM A Flaghn % & F B T4°CHReH, 8 -20°CE-80° CKIILRTZ,

= DL IA) e

1.

i bk S RS B RR?

WAER S HUARIISE ERER S HURRME RIFE R REILR A K, WA EILA S5 Protein A, GELA/GHIZEAIEUR, AT RO N
PUAS IR B IR, BEACE F9R 5 (25-100mM NaCl)% 75 %2 @kl 1,

Gnvl R e AR E SR DT B R AL LT S P R S 2

BEIEWIgGIENHUARIA IR, ] DUE S iiiE sl ez L iiE P W s =

ik SRR ERAE A B IS R vl BEHH PR SR B 0L ?

FAERIEHE NLARFAE2-8°C, i AN L3 00 11 eI S BN AT R B, s [Al T S B R &, WAERTE IR pHAPEM =il rh &
AREBTERINER, RNEMBEERIEREH, fECoupling BufferfIPEMi g i h A& E 70.1% (v/v) IR T2 L3067,
WNTriton X-100, Tween-208¢NP-40, AJERFTIERIERRE, L KpHIEMRIERNREER ] AR Coupling Bufferfilk 2+, A
G H Coupling Buffer#fi% ATk, A BKIBOHE2 38, RIRMEREERIKE 5K, DL B R ImMBE R B UARES &
LVEN

Gn] R B RE R B LV S FEM R AR ?

U6 FARRIR BT SR R EAA HEA TREERARAE S 40, TESR IR ARIN0.1% (v/v)IIFEE L E36 7 (W Triton X-100, Tween-205(NP-40)
AT DA SRR REBRAEAE A4 2 TR T RGRAT

WEERAEAE I A rp N RS R R ?

FEEREAE NN R I IREE IR, A5 SBOMAY,  HIRIXIA) A JR A 2 M ERE R i B R AT A R Bk A [ 25 A 1E —
FBR P IR KT AL TR 2 5 B RV R 4T B R FL T 0, LR A P A TRt 2 R R A E A S TR A R LA i %, it DARKERAE A
FEFG VR RN AL 12 75 TR AL BRREER A 25 B A

HeeH W, IR BT % :

Problem Possible Causes Solution

Protein is not completely Change elution methods

eluted.
Very few or no . Make sure the protein of interest contains the target protein
. No target protein expressed.
target protein by Western blot or dot blot analyses.
exists in the . . 1. Use larger volume of cell lysate.
Very low protein expression .. . . . .
eluate. level 2. Optimize expression conditions to raise the protein
) expression level.
Washes are too stringent. Reduce the time and number of washes.

6/7 P2180 HikRBRIEIIIEIANE (Protein A+G HiPkL) 400-1683301/800-8283301 %= K /Beyotime



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.

If Western blot detection is used:

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.
2. Prolong duration of the washes, incubating each wash

protein bands
found in the
eluate.

Protein degradation due to
proteases activity during
purification process.

too high. .
& 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 . .
P Purify the target protein at lower temperature, such as 4°C.
) room temperature.
Multiple

Add protease inhibitors to cell lysate.

Non - specific binding.

1. Prepare cell lysate again.
2. Add additional wash steps.

SEHR:
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2. Gevaert K, Vandekerckhove J. Electrophoresis. 2000. 21:1145-1154.
3. Sousa MM, Steen KW, Hagen L, Slupphaug G. Proteome Sci. 2011. 9:45.

Mxrrm:

= RE 7= AR 3
P2175 FIETIER A & (Protein AREER) 20-100/100-500%
P2176S FUASSIE R TR IR A B (Protein AREER) 501
P2177 FIETIER A& (Protein GH4ER) 20-100/100-500¢%
P2178S ARSI BT IR & (Protein GREZE) 501
P2179 I UTIER & (Protein A+GRAERTE) 20-100/100-500%
P2180S AL TRIRA B (Protein A+GHRAER) 501
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