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P2175S G UTHE R B (Protein AREERIE) 20-100%
P2175M GBI IE R £ (Protein ARERRIE) 100-5007%
RN
> B RAEFERA R ITE R & (Protein AfEERYE) (Immunoprecipitation Kit with Protein A Magnetic Beads) & — il it &1 5 &

A\

H 4 Protein AWATR, FU&EH S B&RFRIEDUA, AT H R E A % T B S L TE Rl & A i 1 S5 Ui =4,
AILAH T H B BB 1 2 S A S A

AR B 6L 1 0 B Y Protein AT Bk &% 28 3o AR K B8 IE 1) S 8 PTUE 0 R, A 4 9% YT iE (Immunoprecipitation, IP, H#K
Pull-down) B 5 M TE (Co-TP) SEER N & 5. HHE . @k, AR IEYUE, 2T HEA S E A E S %% it
VE A L YTTE BRAL S SR

Fo BEUTIE B S 8 FLUTIE e W 70 2R A B A 5 28 A A LA Fi (Protein-Protein Interactions, PPIs)[) % FSZEbFe A, @it fd ks
PSRN AT 45 S UK A JR (W Protein A/G AgaroseBX Protein A/GHEER), BB 428 F B Behr 7 MEHUAR A A 53 (an 35 i Wi i B
WEER), SR I BB ) NS B PR AR S A, TR B AR B AN AR S B ik, BRI DU T
Western E[1Z8 kI 55 1% 73 Hr 46«

Protein Aj& —Ff i I T4 35 (078 % BR 18 (Staphylococcus aureus) AN MERER A 1, /T &8 42kDa; Protein GA2CTY LG 5
ERTH (Streptococcal bacteria) R iE IR E AL 5 E . Protein AfiIProtein GINAEAHML, FEdFF ML 50l AL sh W) e e BR EE A
(Immunoglobulin, Ig)454, &5 1HALE N G BREE H IFclX, (B ZEEHE /RProtein At FI AVH3 KR HIFabX 454,
IfiProtein G I S5 FabX A7 — € 455 o [RIINF, P20 T AN [ ¥ G 8 3R 2R 11 DR IR 45 R 70 TS T o 34 2 4 0 ) Protein
A GHWEERUA—E T a5 &, W T SR iive Bibuig i 4ifl .

Protein ARAERE & T & Uit human IgGl. IgG2. IgG4, mouse IgG2a. IgG2bKrabbit IgGZE, fiProtein GRiEKIE & T %% i
yChuman IgG1. 1gG2. IgG3. IgG4, mouse IgGl. IgG2a. IgG2b. 1gG3, rat IgGl. IgG2a. IgG2b. IgG2c, LA JKrabbit.
goatZ WL FEPUAR. K ZZ = KProtein A, Protein G Protein A/GHEEES 5 N /MR KR LM RIEERE AWK ML S
eI A AR B S A R TR .

Species Ig Protein A | Protein G A+G Total Ig Protein A Protein G A+G
IgG1 -+ -+ -+ Human A+ A+ -+
1gG2 o+ -+ -+ Mouse +4+ +4+ -+
IgG3 - - - Rat +/- ++ ++
IgG4 ++++ ++++ ++++ Rabbit ++++ +++ ++++

Human
IgA ++ - ++ Goat - ++ ++
IgD ++ = ++ Chicken - + +
IgE ++ - ++ Cow ++ ++++ ++++
IgM ++ - ++ Guinea Pig A+ ++ A+
IgG, + -+ -+ Hamster + ++ ++
IgG,, -+ -+ -+ Horse ++ H -

Mouse | 1gGyy +++ o+ +++ Pig ++ ++ =+
IgG, ++ +++ +++ Sheep +/- ++ ++
IgM +/- - +/-

IgG, R + + ++++, Strong Binding

1gGo, - -+ +++ i+\;; ;lt,Bl\i/{]ec?iir?gm Binding
Rat 18Goy - + + +/-, Weak or No Binding

IgG,, + ++ ++ -, No Binding

IgM +/- - +/-

> AP E 4 Protein AT 5 2 UM AL WIgGRIFcn e 7 k45 &, 70 78 #10925kDa. % H 4 Protein AJE I it {XIRE T

51gG Fcif

L MRINAIEIRFH, EER TG A R BLAA]

A= i [N Protein A7 TR AZE & 51MgG o 1.
> ARG AL S R i = U BeyoMag™ Protein ARZ¥K Normal Mouse IgGHINormal Rabbit (1E % /) fIgGHIRIgG, 7ERNHMHXTHR)

AE T EARRS 57 1k

LGP A, NITTAT LA R R ek

&



T ARG 2 F 22 0 ¥ W Lysis Buffers TBS (10X). Protease Inhibitor Cocktail (100X)+ Acid Elution Buffer. Neutralization Buffer.
SDS-PAGE Sample Loading Buffer (5X)55 %02 T iE 0 Z A, A8 G2 JTvE sl e e LT ve SR B S fai o B, = ANl
FAT BV MRFES % B 1. BeyoMag™ Protein ABIERAIE MK IE, TIA—&ERFHPUAE, Protein AT SHLAFchf
Frgthds &, —EnTE I E 5 liProtein AREER-PUIAIE A P(beads-Ab complex), SR JE MINEE S, A b AT 4% B4R H Fabi 45
PERI T i Protein ARGER-HUIA-PT R 0% H & (beads-Ab-Ag complex). ik HEE VUL BAREENER, RFMH
RN i B SDS-PAGE _E A 22 Ml 55 J7 V5 WL BR e It 45 6 i S AW T 5 8aa il .

Magnetic beads
preparation

Magnetic
separation

Magnetic
¥ _ separation

Antibody l
preparation
C\ C 5 Mix & Incubation
= >= & Magnetic separation
— —_—
Sample l Elution
" preparation
“¥%= Target protein O
Q’if Antibody F
*#« Other substances e Transfer
A Magnetic beads "».2.\'"'
\@t

1. B R RABPEVTE IR & (Protein A BEXRIE) 1) e UTVE AR Kl

> A& F I BeyoMag™ Protein AfiEk, HHEFR AProtein A Magnetic Beads, 1 DUFSR MM 4SS A ISR, FEnl DU BL#E /1
BREERL A B A AR RN T H A A S R O S SR RS PTE BAb S SE . R ()RR, BEASE
FER, MEHEEEZE10mg/ml. %4 Protein ABIREAR LA K, &5~ EARRe b, A MBERRAS AN, A5 =t
AERE R o AP SRR T AR B IR S A 10mghli Bk, &A A D T0.6mgHE 4 Protein A, A #E 4 Protein ARASMFei &
W, A G AT 0. 7mg NIgGRR R K45 -G EFPURRTY & H IR F ) . BES00TTHFF i, 38 {75 18 10-20
T REER A A, A TT DA AT e B U SE 5 . Q)T B B YA RIT R R AW IR A5 B8 I 90 K s
PR(~200nm) B A # KL R, (8 TR S PR EHURE S PG 2 & . 85 105050 i B A] 58 bR sl 2 &)
W B I AR, 3040 N SE R B AR R D TIE B E . A R B VR () AT DU 508 fe 10 K i TR R A FE P H 18R (1 1 B AR AR
PE, FAORIIEH EEEME. BT RAMIES S, 8T IPAICo-IPAR LE T B IR BE &I 7T LA 44 40% 1 1] .

> ARF & BeyoMag™ Protein ARGERH) £ BAGFR U T £

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
Ssauity 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 1P, Co-IP, Protein purification

> AEFIEREFHMEM T RIEFEE St BEARNSH . LW EThee Js SN IR, Al &R gt fh b

W51k, AIEERYEARFISDS-PAGE FREEZE P . WA MM M54 2 1K, tn] B AT e 4 2 IR TR . A= 5
T GFP-Flagfil &5 A B TR RER S % K2,
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1 2 3 4 1input
2. Mouse IgG

3. Elute by SDS-PAGE loading buffer
4. Elute by 3X Flag Peptide

" — 1gG heavy chain

S @ape= - GPFflag

— — — |gG light chain

IP: Flag

B2 38 2 R A B TE 1R & (Protein AAERIZ) F] T~ GFP-Flaghh 5 81 1 1 S e Ve RUR 18] - 293 TR LR 1 401 i) % 4 GFP-Flag
FURI36/NJE, % Lysis BufferZfift. £ 18Input, BI44H SR (total cell lysate); FEf2. 3FI4ER AT & H Protein A
T3k S P UTUE Ja R, L HRORE G 2 FR 48 11 Normal Mouse IgG (IE % 17/ B IgG) % & Ui 5 4 SDS-PAGE Sample Loading
Buffer (IX)Belit 5752 MRE S, BT I R G 3 FI43E AT IP IS £ F ) #5 /2 Flag B 4 (AF519),  H rpkf i 348 FISDS-PAGE
Sample Loading Buffer (1X)¥E/t, #£M4/d F3X FlagZ Bk(P9801)%E/i . 14 /ISDS-PAGE Sample Loading Buffer (1X)3EHit 5 AJ
LRSI B Flag A O 42 S8, 14 13X Flag Peptidelt il {5 47 GFP-Flag, #EANJKIEAK IR 8 — 1) H 19561 . Western El132E
Ji% 1% HHBeyolmager™ 6004t %% K A8 2 45 56 FR(E1600) o SEBRZE FL o PR S50 2641 Rl 488 S A R i A7 5 22 5, B s
X%,

> TR S T S, A IEAE SOOI ity i FH 20 Bk B, AR &/ P21 75S Al L2k P2175M 2331 AT LA EAT20
YRR TOORFE fi ) S B8 LU [RIESY 493l mT DASEAT 44 R 204 B %o R ) S8 e s 4% IRV OO RE: b A8 FH A p g Bk B i, T 43
SAT LEAT 100X FIS00 R b B a2 JTIE R 23 il LLIEAT 204N 11004 BH 14 6f B ) S e TV

BRER:
e 77 i 4R .2
P21758-1 Lysis Buffer 50ml
P2175S-2 TBS (10X) 10ml
P2175S-3 Protease Inhibitor Cocktail (100X) 0.5ml
P2175S-4 BeyoMag™ Protein A Magnetic Beads 0.4ml
P2175S-5 Normal Mouse IgG (Img/ml) 1oul
P2175S-6 Normal Rabbit IgG (1mg/ml) 10ul
P2175S-7 Acid Elution Buffer 2ml
P2175S-8 Neutralization Buffer 0.2ml
P2175S-9 SDS-PAGE Sample Loading Buffer (5X) 0.4ml
_ RE 17
e 7 i B4 PR .
P2175M-1 Lysis Buffer 250ml
P2175M-2 TBS (10X) 30ml
P2175M-3 Protease Inhibitor Cocktail (100X) 2.5ml
P2175M-4 BeyoMag™ Protein A Magnetic Beads 2ml
P2175M-5 Normal Mouse IgG (Img/ml) 50ul
P2175M-6 Normal Rabbit IgG (1mg/ml) 50ul
P2175M-7 Acid Elution Buffer 10ml
P2175M-8 Neutralization Buffer 1ml
P2175M-9 SDS-PAGE Sample Loading Buffer (5X) 2ml
= ARE 113
RIFHRM:
20°CHR1F, —HHL. P2175-4 BeyoMag™ Protein A Magnetic BeadsT] PA4°CLRAF
R

> FEELH B, MRS RN52mIEsr B4 (FMS004. FMS008. FMS012. FMS016. FMS024).
> R I R B R A LR B LB, T B AR LI B R B 1 R RN 25 AL BRI R . AR IR
7R BB B H VR S A (50X) (P1081/P1082) 12 2. Ak B 111 77198 & #(100X) (P1112/P1113).
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>

ARG S Lysis BufferZ ) M, &SR 2 G 00N 1 G BEUTTE B G 2 3L Tue I IR it R AT J5 22 1 vk . (R T
PEDUIE B e FLPTIE B AR S I B 2 ME AR IR 1, AR Lysis Buffer N— %235 & BT )% UTVE A T ISR 5 ek o 761 F AR
FIEIRUE R Lysis BufferBCR KRS T, T8 2B ATR T 2RIBAIGE BB AT B AR B . IR S SORR S SOk 1 AT e i 282
SRR, BUERE & RN B IE UMW hitps://www.beyotime.com/support/lysis-buffer.htm.
BeyoMag™ R 5Bk MR, R ERBBRELE, g2 R

BeyoMag™ Magnetic Beads 7 4EFrpH A6-8, W mHEE O TG B2 K B HERE TR+, B ges 5]
TEER I

BeyoMag™ Magnetic Beads il HJ Hi #23& 24 78 75 8.8, BS54 T IEREERIR 5 3950, IRSIERAEDUAR 2, AN BRI ZNIRIE R % 55
TR AR TS

PE G e UTUE I, WA F B A4 Ja A [ 10 1 5 Tg GIRC il A [R)#08e be B 2k B2 1) IE B TgG AR, LA T 2B AkRRe PR 45 5 5k
VE R BRI . A7) & o 32 4% B Normal Mouse IgGf1Normal Rabbit IgG, ¥ £ TR, A LITIEZE =K #) N1gG (A7001).
1I2£1gG (A7007). fIgG (A7016). /MRIgG (A7028). KIRIgG (A7031). ¥'1gG (A7039) -
ARG BRI AL AR, FERNIR AT E R4 CEIKIG, DAIRZE R E PR R 1

T SR P A IR AR I IR, A S S IR IR R R, DA S g ah KT R 3 B R B B

BRIV I AR T RE 2 KA SRR, BT IEH IR, ARWBLERIIER . 0.1%MHE 218 2578 (Wn Triton X-100.
Tween-20EUNP-40) AJ A 47 IEREER RS, I H A SR iR B i 45 & 200%

AP AR T AR RER T, AR TIRR S K EGYT, MR T REREZ S, AR T EEfEEN.
NI AR, 1 5 SR IR — Ik B

fE A AR:

1.

2.

BAIE RS
a. ZE TR, REEEAFEG A 100-500 2R IR ELA, e 5 AH G -

Steps Solution required Volume per assay Volume per assay

Lysis Buffer with Protease
Inhibitor Cocktail

Preparation of magnetic beads TBS ~0.5ml ~1.5ml

Cell lysis and sample preparation 100l 500l

Immunoprecipitation Magnetic Beads 4ul 20l
Wash for beads-
Ab complex (3 times)
Wash for beads-Ab-Ag complex (3 Lysis Buffer with Protease
times) Inhibitor Cocktail
Acid elution and neutralization Acid Elution Buffer 20ul 100ul
(optional) Neutralization Buffer 2ul 10ul

SDS-PAGE sample loading buffer SDS-PAGE Sample Loading

elution (optional) Buffer (1X)
b. SHHEFIRBBAIECH] . 25 L3R, $ZIREE50-10077 4 HLAE T 100-200p 75 H0 75 2 2848 LA K 300-600pl 75 1l 77
ZAR TR B, T ) A P S AR AR . # Lysis Buffer 5 Protease Inhibitor Cocktail (100X)4%# 100: 1 (¥ L 451
B4, BIAN7E 1mlIff)Lysis BufferrF I\ 10pul Protease Inhibitor Cocktail (100X), RI751ml& 01 7522 AW (Lysis Buffer with
Protease Inhibitor Cocktail). Tl 4 12 i) 771 S AR v B 1S B 7R VK i BR4°C .
L W R A ETTE K H B E B9 R BRI M B A B, T AN R W ) 7R B 25 SR AL B ). HERE AT
F 2= R BEER B H1 7R A YA (50X) (P1081/P1082)#1%: Z B B 7V A ¥1(100X) (P1112/P1113). UIRA KR
3R, AIEEERELEELRIEIFEEY): https://www.beyotime.com/support/lysis-inhibitor cocktail.htm.
V2 ARG @A A Lysis Buffer MU TR AR, W TR SEMeRo b B, R s VRS0 o A S .
VE3: SRR E DB, ANERSEHRFIFEERSAE . A RRT R, TUEREZRAILEZME
. BERRERAN 25 LWL BRI FVE A https://www.beyotime.com/support/lysis-inhibitor cocktail.htm.
¢. TBSHIEC#]. ¥ TBS (10X)HBAKKFREELIX, EINTBS. #li11ml TBS (10X)INA9mIEBLiK, J851)5EINTBS.
d. BEERRMER . T HEERAEAAAERR IR ORI, P DA BEAE IS ol A 2 e 0
(a) FIBM AR AT EBRIER, 1% IBEES00uFE i Al 20 BR By R EL 1], BGE SR Bk & — 719 550 HH (FTUBO1S),
IMATBS EE A ARNLAI0.5ml. B WERWIIEHLERAKFR R T-0.2ml, 7 LLE IR HALE TR L Biord, Xk
FiE, SRS FEIIANTBS & S &R BN Z10.5ml

(b) AR R R G T E Rk, BT EAEI08, ZkkEiE. E5 ERPRWNIK.

(o) IIBBIIEARAN &=, FTBSE &#izk.

e. SDS-PAGE Sample Loading Buffer (1X)HJEcfi|. HUd fSDS-PAGE Sample Loading Buffer (5X)H /K# %5 fis B v
SDS-PAGE Sample Loading Buffer (1X). 1%10.2ml SDS-PAGE Sample Loading Buffer (5X)IA0.8mIiEH 47K, 1REIEEIAN
SDS-PAGE Sample Loading Buffer (1X).

MR S S I R AINE R o R B B LRI HEAT 5 2 A G e Ve RS SR UTTE s W SRANRESL RV BEAT 5 SR 5k, W)

LA-20°CEL-80°CUR AT, (HURRIT RE MR H 5 A MAR LA o A R i 200 R B UK B4 CHR AR, DURE I &R

TBS 100ul each time 500ul each time

100pl each time 500l each time

20ul 100ul
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FIRE MR AT REME . AR IS, TR — & E1E N Inputik Total, LA T 5 221 Western =5 A5 .

a. SR RRIRE SRR . 250-1000x g % I 2 O Smin R AH M . WA A E, AT RUME FPBSHES— IR, AR5 R4 ik B I
Wik . #ivortex sl # o B K LAE 4N AR R B 8T . $% I8 AE50-100 75 41BN 100-200pd FrT EL A0 N 55 390 751 4 AR 7R o
B R BOE MRAT, AR SR . 7o AR S N A I R A . RN R 2, @I 2 R50-100 7541
M/, ARG 2R . KIAM AN I e 70 45, T/ 2 4 i Bl T 24 2 2 RN am B 78 o0 Bk, ARG LUBR R 2 IR 7S 40
R ERIE, 10,000-14,000xgfE4°CES 03-50 50, B 3G, BENTTHEAT G 4L S5 viiE Al i JLuiie 5. i 24
AEAREYIR, EENRRADNAZ, BOESr AT .

b. NEBEZH MRS RS . WIS R, W B, FIPBSTEL K, SRIGWRIEH B AR . 4288 4£50-100 77 40 i (FH
T 6FLAR 1 —NFL) I 100-200pl (1 5 40 FIZLARR, & AT, AT ZLARRORI AN ML 78 7 Hefil . 88 AR B R 3 1 41
12005, 4ot 2o 2. RN B AE VK 2R 2-10min. 7802485, 10,000-14,000xgE4°CE 03-570% , BL -7,
R a] 3R 47 J5 S S e UiiE A e L Tie 55 . ¥ R S MOV BB, EEONEKADNAZ, B0 JE a7 A
TEY.

c. YEBREBERERE T SENMESR . AT Iml RSB RRR, 205 B, WA BT, oM FIPBSHEE —IK, RIEWITE
BRI . 55 vortex a3 5 o 87 JE DASE AN B sl B B R 843 BT - I 100-200p0 & FIHIFIZAAERR, % vortexall 3 i o &
JRLVRE], UK B ZEf#2-10min. 1 5 75 B R4S 50 4 i SRR O R, AT R B R LA 43 i) 44 D I 1R B (lysozyme) R B il
(Iyticase)TH Ak, 285 TG H S 06 MARAT R . TARME, 10,000-14,000xgE4°CES023-55r %, B i, Biw]
HHAT JG 220 B DU UE M B LT 2 . ¥E: MERTRE S I EAAREYR, FENERADNAY, BoES74E
DUEY)

d. HAERESRIRBRHEE.

(a) LB U] A/ IR B o AN SR SURE S AR SRR A/, BT DO F T B .

(b) #2HEAF10-202 50 42U FH 100-200pl (19 BCAZT I 5 0 TR0 R MR . Gn SRR A 70 43 mT LA FH B8 2 15 4100 1) 7R 4
WHR T E mIRE R AR, 7T DOE M R A & .

(c) BRI 28500, Bfd Fl 28 = KA P2 IIE6600 TissueMaster™ =55 AL ST BEAX BT S, BLE A4 2. M LAEd
SURE S VR JE RS, WFBE 78 90 Ja NN 245 e U AT 4

(d) B %4fE 5, 10,000-14,000xg/E4°C S 0 3-5408h, HU L3, BUAT#EAT 5 S0 Fa e Ui ie fl e B 3L Tie %5 . S20mgi%k A+
B9 /N B ZEL 203 FH 2005 30541 75 4 v 4 5 3RAR 10 L3, BB AIREZo815-25mg/ml,  ARMRERIAS R ZE B
A ¥ RRERTRES M EANBEED, LENFEFMHADNAS, 5.0 F S TEY .

3. Ptk EProtein ABEERIIS S -

a. DURHIMER . FLPUpA e B U0 RH b RO R R LU FH TBSFR R DU, Tl piih TARWE: SR HUMRme fil il 249K B 5-50pg/ml
FIPUR TR . BT UK b . ATt F oAb & A R ) 1E & Tg GRC i A [ 5 B b 3k 240K BE 1) 1E 75 1eG TAEM, LAH
T B AR R 25 S B E Y PERT IR . B iE A R AR R 1L W 1gG e 4, 191 0 5 2 S s e N A A= /N BRI G, IFE AR
59 AR AT DL TBSH3 & & 1 Normal Mouse 1gG25 LA T BRI Y 5 B A Ay BH 14 0 FRL

b. BUERM . K0 IR 1A% LF I Protein AREERIEATREVE 722, Wb B3E, IMASOOuBLR TR EIE #1gG TR, BEE)E
TE IR TR A R R0 & 150 8- 1/ o 3. AT DAE BE 0 B 1d I Protein AREER - IN NS & PUAAR B I # 1gGEAT 17

Ho

c. B, INIAS00ulTBS, FRSM LS BWT] B B Protein AREFk. B TR EAE108), B Eis. EEHRK=R. ##%
TRWILAARII &, FTBSHE BProtein ARk, H: W E ML RET T, WMk RAERIKNEARBIERAR, ~ak
M S 56 45 2R

4. YT (Immunoprecipitation, IP).

a. ERIERRELEESFIEM). PE3THEANLE S T IEWIgGProtein ALK S5 M4°CHEE LN S RAVE T B, FIEFEM
AT faiaess. ARSLE PR H IR LS IEWIgGr AR R adamEa.

b. BERSEE THARIERYIgGHIProtein ARGERIRE o 14 I8AES00WER FIAE S NN 20 Bk 2 i 1 LB N 45 & 7 Pifk sk
IE#1gG ¥ Protein AfEE, B TMFERRIKSEHFRAIX L, SR E 2/ E4°Cig F 1%

1 WEISRET, WREERASRHSERBIEFRI SR, NEmseinst R,
2 ARG E PR EIE F eGSR EiIRM B 12/ Bid°Cig B i %5, FEINA10-20ulfiE Bk B bl = iR 5 1N .
FLAAR DL WL )2

c. BinE. WEsxcken, BETHARLESEI08, bk, ¥ WREHs EER, BTNt fReR .

d. ¥, A0 SmIFIEMH A2 mm, H SRR ITEEMER. BT IR EE108, X Bk, EEM0EHS M
FURAR TR =R e AT DB I AS I e 4% 15 20 A0 (1) OD s oK FI BT 2 57 5E 4, 50D K T-0.05, N3 243 i
Vel

5. Be. FRIEARZSER CIMRE s SR B2 SEI0 BOR, W DR W R 3R i — AT B

a. BRPEVERLE . AT NAEAR M, TR PG Ak, PR B R 24500 T RECRFEIEA ARV M, 8T 5 82 A il

(a) FR20pIE AR RERRARFN, A 100u Acid Elution Buffer (BRYEVERR), TR E TR RSN L, EREES
YR, W WEE BRI EAEL 158

b) WEEEE, BETHIIZE EAE1080, F RISHBEE SO, FHLZI A 10ul Neutralization Buffer (HF1),
EMRAT . W FOLZDINA R ARIER ST, A [ A T R R 5 S8 — R A Rk i .

(¢) NT IR IR RIILERSR, JHEE B E@M®Db), JEEHEFRERET
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(d) Vel I Al Flaghs 25 8 A X HE AW E T4°CHH, B -20°CE-80°CK LR AT o
W1 FRVEGEMOE BAR SR, AT AT BRI T 5 4+ e Bi2: BUSDS-PAGE A 22 il B it 5 «
2. BT H R A 2 R T e BRI B A BB AR — s ISR, R e B AR R Y R L A, TR R v
WIpHAE2.5-3.1 2 [BIEAT — & TR, AH RLIR ORI 1) p B B R 3047 — e T B, HLAR R 2 B AT IR DG SE 08 26 1«
AT LA SR FH R0% 0T R BE v 1Y) 22 K 5 e e JB 2 B A% T dz 2 I SDS-PAGE R 2 Ml et i, J & IR s R 7R
FAF NHATVEML, ATRES 0] 5 SRt T8 (TG PR BRI S8 7 A R o
b. SDS-PAGE LREGEMRBEMEE. A7k B rE, 15211 & AR 5 & & SDS-PAGE LK 5 Western A5l «
(a) ER20plELEEERAAFRKRERR, A 100ul SDS-PAGE Sample Loading Buffer (1X), 95°CHN#54>%t .
(b) B TH2E B 51080, B E3E R AT A - SDS-PAGE Fi ik 5 Western & il »
¥E1: #ESDS-PAGE®R [ R & A DTTAEJE A, HBeMirs 200 8 AR &b 2 88 DU I 5 Fl 4 .
¥E2: H'ESDS-PAGE_ AL AT LL% 1k 538 = K HISDS-PAGEE A _EAEZE M (2X) (PO015B). SDS-PAGEE I k.
FEGEH(5X) (PO015). SDS-PAGEZX [ _FAEZE pHii(6X) (POO1SF),
c. ZRATHVRBIE: R H R CRPRE A, FEE AR bR BT G 05, T RT3 R L) 22 B3R AT 55 4 B bt
A JFNARAE Y, Bl m, He S AR R JEA AR, (TS SR TR . BUF PAFlaghn 25 8 1
(a) 3X FlagZ kI Bt i BT i1 : HOE §3X Flag 2 JIR(P98O 1)V i T-TBSH, Al HL 24k B 24 150ug/ml, Bk B Smg/mlff)3X Flag
Z K RI(P9801)ZE 150ug/ml.

(b) FR20pl R GG HERRARAR, A 100p] 3X FlagZ ARG Hiii(150ug/ml), VB2 B TR R B IR A E, =IRE e
H30-60738h, BACIFE 1-2/h0 o N T HEmBeMiaR, nl e K0 & i A 5 E 5 B .

(c) WHTEEE, BTHAE LS00, ¥ EHERHEOE . RiGERATR M Flaght S & A .

(d) Belbi I Flaghn 258 H & T4°CHRr A, Bi#-20°CEL-80°CK IR TE

= L) R :

1.

TR B P SHERE A R
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Problem Possible Causes Solution

Protein is not completely eluted. | Change elution methods.

Make sure the protein of interest contains the target protein by
Western blot or dot blot analyses.
1. Use larger volume of cell lysate.

No target protein expressed.

Very low protein expression . . el . . .
Very few or no Yy pl | P 2. Optimize expression conditions to raise the protein expression
targe: p.ro'giln evel. level.
exists in the . ;
cluate Washes are too stringent. Reduce the time and number of washes.

Incubation times are inadequate. | Increase the incubation time.

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

Interfering substance is present in
sample.
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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 for at least

too high. 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, such as 4°C.
temperature.
Multiple protein Protein degradation due to
bands found in proteases activity during Add protease inhibitors to cell lysate.
the eluate. purification process.

Non-specific binding.

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