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MychrZ & B S AT 3 1 & (AR 3)

E R 7= AR %
P2183S MyCh 25 8 [ G2 T e B0 (R R 2:) 20-1007K
P2183M Mychra 8 H S BEUTTE 7 & (REERIZ) 100-5007%
RN
> R RA A MychRS R S 2 TTIE R A (B RRE) (Myc-tag Protein IP Assay Kit with Magnetic Beads) & — i i k5 57 i

(11 Anti-MyCcREERHEAT Mychn 25 il 2 1 G 2 DT0E B2 3R TV R & . AR 7= S 1 S e F= 4, T LA T-Mychr 28 il 2
FIEL B A A2 4 A

AR AL B v = ) Anti-Myc i Bk K 8 D0 A B8 I 1 S0 5 D vE 6 BT, 48 4R % T UE (Immunoprecipitation, 1P, L HK
Pull-down) Bk %33 JL 3T e (Co-1P) S G B I i 5 &4 L sk, |2 T A Mycha 2 Rl & B B SR BT = A 1) e R Uie
G L PUE B AL S0

SRR PTHE B A % FE UL A 72 R A BlEE 3 5 /& A A B4 F (Protein-Protein Interactions, PPIS)IH FSzib e A, @it fd F4s 5+
PEPUARTAT 25 & B A BT (iProtein A/G AgarosekProtein A/GHEEK), B L4 10 F B B ME B B 5 (U Bt A 0 v e %
WhEk), AR B0 B ) NI A B R PR AGUA S AW, TS H AR R N RS B ok, BEJS AT RAA T
Western B[ 725 o il 555 335 43 B 45 [1-2] -

Mychr2sE (Myc-tag). Flaghr%s(Flag-tag). HAPRZE(HA-tag). Hiskr%s(His-tag)flGSTHRZE (GST-tag) %5 /& RiAH A L i d W —
BebRas, I 5IXEERRAE IR G RIE T AR D7 A B i E S A S B EAM S G MES, Wl LEER T i T
H & A gt

Myc-tag 2 1012 2 R 7k 5 (EQKLISEEDL) H A 1 % ik, idist 22 (R # 0 BRI Myc-tag 1A% B8 77 471 5 B 125 IR 195 0 B3 i i
e, #T LA FRIATY BiMyc-taght H 18 . Myc-tag G LA . Myc-tagili i A2 5 H IS AAHEAER, JF H K25
THOL R A2 H R A M IhEe: Myc-taglE NbraE 8 E, 5 8285 Mychi 4 (AM926/AF2864) . Anti-Mych Bk (P2118) 5%
Anti-Myci FEEL (P2285) BRI AT H (14 £ 5 (1 304 58 A S Dh REREAT Rl SOt B (14 8 A EAT 44k S Beiive B e JLTTE 55
EFULRA, MychrZ O 2R FERARE. gift. S, MHEMERMIGEE L 7 73]

AR T A5 s i & BeyoMag™ Anti-Myc Magnetic Beads (Anti-Mycl#k). BeyoMag™ Mouse IgG Magnetic Beads (/) i,
IgGHREER, 1 RBAEXTIR) AR Ak 1 4% Fh 22 i il Lysis Buffer. TBS (10X). Protease Inhibitor Cocktail (100X). c-Myc Peptide
(25X). Acid Elution Buffer. Neutralization Buffer. SDS-PAGE Sample Loading Buffer (5X)2& %2 YiivE W Bk 7, Ad sl
B BE AL SO SN B (R, WAk, AR ST R U AR S L.
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1. 382 RMychr28 R B G e TTTE R & (MEERIR) B S D vE A2

> AR & d i BeyoMag™ Anti-Myc Magnetic Beads (Anti-MycliZk), W #Fk Anti-c-Myc Magnetic Beads, T LL4% 5% i 44
HMychrZEfl -G8 H, FEnT DS BhiE 7 52 550 7 85 1 2 AR o (Rt B A T35 1 My 2 I Ril6 8 B B B A 2 A0 10 S it
TERAL SRS . HARSE O)RFREE. BEAEESER. SENARZHMFRZE B, AAnt-MycHiZRIuALSE &
BT R X MychR 28 8 (A 025 & A IR SRR 1, IF BLREERRLAR /N, AN 55 7= 22 JE4 S IR Bt o 2 T RE BR 2 i 75 £410mg
WiEk, &HAATF0.6mg Mychifk, EH 44 A0 T0.6mg MychiZmli s & A, BAKERKESEMREEAR S TR
INEEAA DG o BESOORIRE i, 385 AN 75 4 FH 10-20 I A BR B, wt vl DA SOt AT e DU L3R . ()T &5& 2 M R MychR
ZBEH . Anti-MychEER AT HRER: M HL S A R 2 R IE 1 N Myciil & & 1 (Met-Myc-Protein) . NiMycfili & 2 [ (Myc-Protein).
CitMycfit & 2 [ (Protein-Myc). (3)454 H B EEER . Anti-Mychi ¥k g8 K 27 ¥k (~200nm), A KR EA, fH
THURFIPUR IR s A o 18 104080 N BI o] 58 RGP R IR B IR, 30438 N SE AR H 1B RS DT BRE . e ERAE
B[] B DA 255k O 7E A B TR 3 AR S A2 P H R B IR AR B 1, FE 40 FRIIE H &R A BTG . A7 & Anti-Myc g Bk 1) 32
TR TR

Characteristics Description
Product content 10mg/ml magnetic beads in specific protective buffer
Beads size ~200nm
Magnetization Superparamagnetic
Coupled antibody Anti-Myc mouse monoclonal antibody
Isotype 1gG1
M.W. of antibody Approximately 150kDa
Antibody concentration >0.6mg Myc antibody per ml beads
Binding capacity > 0.6mg Myc-tagged fusion protein per ml beads
Specificity Met-Myc-Protein, Myc-Protein, Protein-Myc
Acid, peptide competitive or SDS-PAGE loading buffer elution.
Elution method Note: If elute with SDS-PAGE loading buffer, the light (~25kDa) and heavy
(~50kDa) chain of Myc antibody will be denatured and release from the beads.
Application IP, Co-IP, Protein purification

> FRFERE=FEBTE. BB NERAMEW . AW Ih6E &G SN R, ARFI SR =ik, ah
c-MycZ fik . Btk AISDS-PAGE - AE & B AT Ve o 4 1 i c-Myc 2 IR PR Bt o AN 2 B & Pk O BE AN B, W LA &K
FF VRS P TUTE J Western S 56 Hh 5 % R4 1) TPt ) # . AR 5R) S F T GFP-Mycil & 2 A M A e Dl SR 238 12, At &
F-T-p53HILTA (SV40 Large T antigen) fit 42 3y vie 2R 2% K13 [4] .

1 2 3 4

1. Input — — |gG heavy chain
2. Mouse 1gG Magnetic Beads

3. Elute by SDS-PAGE loading buffer | g D S —» (FP-Myc
4. Elute by Myc Peptide — |gG light chain

IP by Anti-Myc

Magnetic Beads
K2, 275 RKMychR2EE %5 TTVE R & (LR E) HT T GEP-Myc Rl & 25 1 (R A BE U TE RO B . 293 T4 g (VR B 4 i ) i 2
GFP-Mycfiiki36/Nit Ji5 , 4 Lysis BufferZdfif. FEih1 A Input, BI4=4 24 #3% (total cell lysate); £ 112 yBeyoMag™ Mouse lgG
Magnetic Beads (/) i IgGHEFK) %% TiE Ji 4 SDS-PAGE Sample Loading Buffer (1X)%& i 5 (RIFE &, iZ%Mouse 1gG2 1E % 11/
B1gG (Normal Mouse 19G), ABATEXTHE; # 5 3F14HE A A7 & 1 BeyoMag™ Anti-Myc Magnetic Beads (Anti-Mycfi k)
PEVTVE JE BOARE S, Hd B 5 348 FISDS-PAGE Sample Loading Buffer (LX) ¥/, £ fh44d F Ak 77 & 42 L i c-Myc Peptidedt fli -
{# FHSDS-PAGE Sample Loading Buffer (LX) it J5 mT LA EIMycHT i 1142 55, 1M {4 FH c-Myc Peptide?t it X & 45 GFP-Myc,
A VKIE DTN 2 1) H R 267 . WesternE[1IZE 1% 11 Beyolmager™ 6004k 7 &'t il % 2 4t 5€ i (E1600) . SEFréti A 2 [A S
oAt KGR E AR AAEZE R, B EaR Ut s%.
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IP with Magnetic Beads

IgG  Anti-Myc

Myc-LTA  + - + +

Flag-p53 + + - +
IB:Myc - *e (| TA
IB:Flag s P53
IB:MyC | w— - e | TA

Input

IB:Flag| e - D53

1 2 3 4

K(3. 2 RKMychrZs 8 A A Bl iE R & (k%) B T Myc-LTA I Flag-p53ml -2 85 1 16 S 2 L i vE AR 1K 293T4m (A IR &
Y i) 240 B 3 5 4 pCMV-Myc-LTA (D3036). pCMV-3X Flag-p53 (D3031)5i %36/ it 5, i A1 71) & o () Lysis BufferZ2fi .
¥kiE1NMouse 19G Magnetic Beads (/) iR IgG G HiER) S % UiIE Ja AR G ¥ c-Myc Peptidedt it 5 IOAES,  1%Mouse
IgG2 IE® /MR 1gG (Normal Mouse I1gG), A fEFLyiie MBS ; Jki&2. 314 yBeyoMag™ Anti-Myc Magnetic Beads
GIEDUEG, SARRFIEIRMEFIc-Myc Peptidedt it /5 FORE R,  MIKIBEAT] W 22 B FLEE YL i Myc-LTA 5 Flag-p53 7T LAAH HAEFH .
Input B[ 4= 411 il 24 /@77 (Total cell lysate). WesternE[1 35 i {% H1Beyolmager™ 6001L2% & Y if% R 4t 5 B(E1600). SEFrgh K2 A
SRS RIS S A F AR 2 R, B AR 2%

> TR AL S T S I8, A& IR AEE00 A it il FH 20p AR B i, AN iR & /)N (0 4 P2183S Al v 4025 P2183M 73 31 m] AT 20
UCRNL00 R St (1 S BEUTUE ,  [RIE 20 590 mT CAIEAT A R 20/ B PR B S e e s 3% HRRR 1 00 (5 (3 FH Ap Bk e v, U 4y
AT AEAT 1007 FIS00 VKK i I G2 UuE s[RI 20 31l AT AIEAT 204N 111004 BH 4 X6f 8 14) SR s 0

BRER:
P P 44 B gk
P2183S-1 Lysis Buffer 50ml
P2183S-2 TBS (10X) 5ml
P2183S-3 Protease Inhibitor Cocktail (100X) 0.5ml
P2183S-4 BeyoMag™ Anti-Myc Magnetic Beads 0.4ml
P2183S-5 BeyoMag™ Mouse 1gG Magnetic Beads 80ul
P2183S-6 c-Myc Peptide (25X) 80pl
P2183S-7 Acid Elution Buffer 2ml
P2183S-8 Neutralization Buffer 0.2ml
P2183S-9 SDS-PAGE Sample Loading Buffer (5X) 0.4ml
_ i BI45 163
L] 7 i 2R ok
P2183M-1 Lysis Buffer 250ml
P2183M-2 TBS (10X) 15ml
P2183M-3 Protease Inhibitor Cocktail (100X) 2.5ml
P2183M-4 BeyoMag™ Anti-Myc Magnetic Beads 2ml
P2183M-5 BeyoMag™ Mouse 1gG Magnetic Beads 0.4ml
P2183M-6 c-Myc Peptide (25X) 0.4ml
P2183M-7 Acid Elution Buffer 10ml
P2183M-8 Neutralization Buffer iml
P2183M-9 SDS-PAGE Sample Loading Buffer (5X) 2ml
— Y 14y
REFFM:

-20°CARAF, —4E4 % . P2183-4 BeyoMag™ Anti-Myc Magnetic Beadsf1P2183-5 BeyoMag™ Mouse IgG Magnetic Beads#] 14°C
TRAF-

ABREI:
> TEEEH B, WM K INL52mIEE s B4 (FMS004. FMS008. FMS012. FMS016. FMS024).
> WU UTUE I H 18 B0 R RRAAB I EBCE A B, R A B (0 Tl BRI i 7R AN 25 L AL R 7)o HEFE I
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3 7 K ER B A7 VE & 20 A (50X) (P1081/P1082) K12 £, Bk Ak Bl 11 1] 771 92 540 (100X) (P1112/P1113).

> ARG &SR Lysis Bufferz e S, 1& G 1R 24500 T (K S22 e B o 12 LU I (RO RE ot AR 5 BRI ek . HLE T4
PEUTTUE B G S R AR I B 2 AR R, A Lysis Buffer N— 5 3& & BT A S BE T VE AL S O 2 S 0k . R A8 T A3t
A S Lysis BufferdUR RAERIE LT, 752 AAT X T RN BE B BOIAT BE R IR B2 o M SO Sk B 47 e i 2
TRV, B IRE = RIS IE L2 hitps://www.beyotime.com/support/lysis-buffer.htm

> BeyoMag™ R FIMEERAIN, SRS F, A fE AR .

> BeyoMag™ Magnetic Beads# 4EfFpH N6-8, 85 il B0 . THREGAATE; 20K I A HIER B T-Hisah, 50 R4 5l

T ER T A
> BeyoMag™ Magnetic Beadsf# F il ZLi&E 4 78 40 S A, BIEURA T IR REERIE S 18], IREIBAERER, ANERZIRRESR S,
WP NS,

> TESIEUTIENS, EE S B B AR 15t R ZH (BeyoMag™ Mouse 1gG Magnetic Beads). A7 &P AtiE &R IE, &
ZHK, AT EE = K ffIBeyoMag™ Mouse 1gG Magnetic Beads (/)M SR 1gGHAER) (P2171).

> ERERESICEE S BUR PR SE AL TAE, JFR G & B AE4°CEKif, LAIREGE & (1 Bl ol AR

> SR L TR S A A TR, A R A TR RO, DA SR IR e K R R ARG ER

> MRVEVEREE AR T RE S A AE RS, BT IEWNS, AMmRERIER FH . 0.1%9E 5 124 K457 (Wi Triton X-100.
Tween-20ELNP-40) i] 4 2487 (E AR SR AR, IF HA S FMBLER M HUR S & 2%

> AR TR N R IRFEETT R, AR TIRKIZEEGETT, AMEHTE RN, AT EEEN.

> AT ZERERE, 157 LRI E— T EERE.

fE A AR:

1 BAHIEHHEE.
a. TR, HBEAFET A 100-500p 2R I LB, HE A R

Steps Solution required Volume per assay Volume per assay

Lysis Buffer with Protease
Inhibitor Cocktail

Cell lysis and sample preparation 100l 500ul

Preparation of c-Myc Peptide elution
buffer and magnetic beads

Immunoprecipitation Magnetic Beads 4ul 20l
Lysis Buffer with Protease

TBS ~0.52ml ~1.6ml

Wiash (3 times) Inhibitor Cocktail 100p1 each time 500ul each time
Peptide competitive elution (optional) Peptide solution (1X) 20pl 100ul
Acid elution and neutralization Acid Elution Buffer 20pl 100p1
(optional) Neutralization Buffer 2ul 10ul
SDS-PAGE _sample _loading buffer SDS-PAGE Sample Loading 204l 100u1
elution (optional) Buffer (1X)

b. EMHEIFIREBHAES . =% LFK, #%IAE50-10077 41 AF I 100-200pl 5 01 771 A0 H T 244 LA K 300-600ul 25 41111l 771

417

SR T I B A5, T A P 5 3 R 24T . 5 Lysis Buffer 55 Protease Inhibitor Cocktail (100X)#2#8100:1 ¢ Eb 451

RE, BlinfEimIfLysis BuffersF i\ 10pl Protease Inhibitor Cocktail (100X), RIS 1mlI-& i FIZLEM (Lysis Buffer with

Protease Inhibitor Cocktail). e fill 4 - #0751 R B OB TE VK Bi4eC

YL SR U H R A KBRS SR AB,  FR E NB R A ) 70 B 2 L BRAL BRI ). AL

FH 2825 R B RE B4R 77 VR -5 A (50X) (P1081/P1082) 112 2. kAL B 4| 7V & 4#(100X) (P1112/P1113). WA 455k

sk, A R L B M AR TR A Y: https://www.beyotime.com/support/lysis-inhibitor cocktail.ntm.

H2: AGKFI G IR ALY Lysis Buffer MY TFE G242, A TIRSMBEDER, ERIER “HERFI07 A CHIE .

3 SN OIS, AN EREGEAAAIEHERSMEH . DR FER, TUERESRNHE e MHE

. BERREE AN 22 Z AL EESMHI SR A9 https://www.beyotime.com/support/lysis-inhibitor cocktail.ntm.

TBSHITES. FTBS (10X)IABAUKAKRBEELX, BINTBS. Hluiml TBS (LOX)MAOMIEAIK, JRA1EEIATBS.

TEERMITES o B T WEERAEAAAERFIR ORI R, BT AR ZEAEIDNRE i T I A e 5

(2) R BT ERMIER, TR IBEES00pIAE T FH 20l BE Rk Byt B ], BUE SRRk 2 — i 15 3 0 b (FTUBO15),
IIATBS R e ZAAF U NZ0.5ml. B8 WERAIIARHLERIAFR T-0.2ml, W LA BOE BAE B T 158 15y 3100, 236k
EiE, ARG FINATBS Z S &R RN £10.5ml

(b) WA RRIRGT B k. B THIIZE B es108, Kbk bib. B85 FIRBEHIR.

(c) ILMAIIAAR R, FTBSHE BRiEk.

c-MycZ RV RIECH] . H5c-Myc Peptide (25X)HI TBSH: BE251% Bl yc-Myc 2 IR BE i, Wik 10pl c-Myc Peptide (25X)

IIAN240u] TBSHRAIRIAT . B4 (1) c-Myc 2 IR Bt i B I E TE VKR B4°C . Axc-Myc Peptide (25X)& 5 fitk, &M Tk

ZREN, RS REAFEE R, WA DML . IFEE 2 e-MycZ ik, RIS K ifJc-Myc Peptide (c-Myc%

k) (P9805).

SDS-PAGE Sample Loading Buffer (1X)HIFC#]. Hli& & SDS-PAGE Sample Loading Buffer (5X)FH 7K #8515 B Jy
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SDS-PAGE Sample Loading Buffer (1X). f1%10.2ml SDS-PAGE Sample Loading Buffer (5X)JI\0.8mI#B4li7K, ¥E2)J5 RN
SDS-PAGE Sample Loading Buffer (1X).

2. ZHMIERAELANE G ORRIME R o A Al SRR 5 ST RIVEEAT J5 R () S e fTE sl BTV, I SRANRESL RVEEAT 5 ZE 5k, T
LL-20°CER-80°CHR A, (HURRLAT R UM BT F 5 B A ELAE T AT (KA A0 SR B AR DK B4 CH#R AR, DURRR D 3R
MR AT BENE . PR AERIF)n, TERIC—E B /F yInputalTotal, LA T )5 22 (1 Western S5 A5lll .

a.

TR R S A A 45 . 250-1000%g % I 20 3-5miniSU R AN . anF LB, W] DMERIPBSHEG— IR, ARG IF Ik

(IR . B2 vortex sl & i o B JiC A4 i R 0 HOT . 4% HE 5350100 /5 41 i i A\ 100-200pl (19 EEAZ BN 25 i 7510 24 A

B R BOE MRAT, AR RN . 7o AR S A I B A E . W RN R 2, @4 34 Ri50-100 5 41

W/, SR G FERAR . R AN B 24 70 43, T /D S PR AT el T R 5 2 RN A B 70 o0 B, AR DU R 5 AR 78 0

78435, 10,000-14,000xg7EACES 023-570 8, BU i, BIATHEAT 5 4L M0 S DUiE A S DTie s, ¥ HMeE Sl

A EAREYIR, EEANRRNADNAY, BOJaar= ATy .

T B A B RE R O BRI R . R B IR I A, FHPBSIRI:— IR, SRJG IR h% B VR A . 4% BB 4£50-100 75 4H i (AH

M F6FLAR A —ANFL) 1N 100-200pl (1) & Hf U2, 38 4RET, ERARRRIAN IR 78 4 ek T8 R Ak S A 40

1-2F0 5, AUt wi i . MDA B AE VK 2 2-10min. 784> ZLAR 5, 10,000-14,000xgfE4°CE.023-540 50, HL 3%,

BT 3EAT J5 SR S B VT VE M e B L TVE 4% . T MR e & I BN IE G, EEONERIADNAL, B o En

TE .

S ER B R A B SR o X T AmIGE BB, 202 B, R LT, AT DU IPBST —IK, ARG RISk

BERIAR . B vortexal g 3 o 28 ) LAIE AN B sl B RE R 843 BOF . I N100-200pl & FHIFIZLARI, 4 vortexal g # o 2

JRCAVR AT, UK E 2R 2-10min. G A SRS T AF IR S AR AR, A RN I B RT DLy S A F 9 T I (lysozyme) R B i

(lyticase)H 1k, &5 T4 H S Ml R MR TR . T RS, 10,000-14,000xg7E4ACES 03-55r 81, HU EiE, Biw]

BT JG S BT UE M e LTI S . ¥ G IRATRE S IV BB, EEONHERADNAY, B.OEar~4E

TUEY)

R S IR A .

() LB R/ N RE . R AL AR SRR AN, AT AT E D).

(b) 4% [ 43:10-20= 5 2H £ 48 F 100-200pl ¥ EE BN N 25 #1700 22 A SR AR AN 78 2 v LAASE FH 5 22 17%) 25 4l 77 2 A A
IR TFEEIRE B AR, 7T OUE MR 2R & .

(C) FHBRESAIR B AR, B 2 2 KA 2 IE6600 TissueMaster™ -+ A SV BB, BHLE RS ZE. W LLiEd
LR ARG TR AT S, BIFES 7893 Jo I N5 el AT 244

(d) 3R )5, 10,000-14,000xg7E4°CE 0 3-57%F, B iE, BIRTHEAT /5 S0 e e plie A e 3LV 55 . &20mgif AT
(140 /)5 BSUFFE FE 2L 2 FH 200 75 #0157 R4 24 A S AR A5 10 H3E . LR AR £915-25mg/ml, AN [ERIRAS AN [F 20 236 B
AN ¥ ZRERATRES I DEANEEDR, FEONFEFLDNAS, 5052 ETE .

3. VL (Immunoprecipitation, 1P).

a.

IIANBEREIRE « I AES00pI T IR S I 20 R Bk A U ) LU N REBR s B TR IR R B AR A b, S E
2/ B A°CHE B L A

VEL: B T EL I A BeyoMag™ Anti-Myc Magnetic Beads T~ 922 Uil 5 Mychrn 25 (1 B 2 A R E A1), R
W5 E 35 23 R in A BeyoMag ™ Mouse 1gG Magnetic Beadsit 4T 9% UTTE A A B 5t

2 WEMRES, R AEREASRE R REIEFINSR, Aapmsn .

¥E3: X T8 i BeyoMag™ Anti-Myc Magnetic Beadsi# 47 4 I e Ja 2 R I E SRR S s, 7l L5 HE (A BeyoMag™
Mouse 1gG Magnetic Beadsif 47 T IE AL EE, DAVH R IESRE F PR, 48 )5 7 i BeyoMag™ Anti-Myc Magnetic Beadsii /T
GPETTVE. BeyoMag™ Mouse 1gG Magnetic Beads/H 14T Tz iive B L £, FE BITITIH.

Wi E. WEEEE, BT L1108, Kbk Big. v aREH S BiEw, A TR Gz il e i 2R -

Yedko MANOSMIM S HIHIFI LA, RIS RERITH Sk B T4 Laes108b, bk Bk, HEEMH S
TR =Ko s AT DLE A I B 15 21 PR AR X OD g0 SR I W7 2 T3 et 58 4%, #570Dgg K T-0.05, N id 434 i
Vel

4. Yelbt. MRARFRREE 4T R L5 SRS UG BOR, AT DL SN T 3R A 2 — AT VR -

a.

b.

c-MycZ KRS TRMIE . AR RAEAR M, TR s, HUelE 8 B R R A 2B iE Y, 8T 5 2o Akl

() FF20pJFEEAREER AR, IIA100u c-Myc % REBERLIR, TRA] ) B TIHE R R s R & b, 2 5% 55 & 30-60 74,
BACCHF B 1-2/NF o O T AR BB AR, AT e I () Bl A e

(b) WETEEE, ETHIE L1080, K LIEHBRHME0E . FIERNEB I IMychs 28 A KL EEY.

(c) VEMLMIMyYChRZE R A M L E AW B T4°CHE I, B3 -200CE,-80°C K R AT

FRMEBRIE . ATV AR AR TS, HOBOs s R BEMLJS (B R 245 O T Re IR Rr A I AR E Y, TS SR MR U

(@) FR20ul R AEREBRAFY, IA100pl Acid Elution Buffer (FRMEVERGR), REIGE B TR KRR G, EEBEHS
YR, W WA RN 15 .

(b) WETEEE, BETHIR LS008, K LGB RE NS08, FELZIIA10pl Neutralization Buffer (1 F1#),
MRS ¥ AOLZIMA R ARIERST, BN [ AT R R 5 S 38— R R R TE .

(©) AT IRB BT CR, THEE D EaMb, JREH RS IR

(d) PR AIMychr 28 A R HE GV E T4°CHR A, B35 -20°CE-80°C K HILR 17 »
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WL BRYEVENGE BRI, BT REAR T 52 4 Vel i 0 SDS-PAGE L FE S il e it 12

2. T ER 2 SR AT BE R Ve VA IR AT — S 52, U SRR e e 8 B R Ly, l X R P A
W pHTE2.5-3.12 8] BEAT — € (I 2, *HF_\?E’J*%ﬂifﬁiﬂ@pH{EEﬁ%mEiﬁﬁ*%E‘Ji)ﬁ%%, NN S SRR R A PSR e
AT DL R 0R AT RE B i I c-My e 22 IR 5 4 e i V2 B3R T

VRS T HEATBEME,  FTRESN S SR TR FE A ;zjza’b&%ﬁi? i o

C. SDS-PAGE ERERMMRBENIE. AJ7Tid B TEEE, 193108 H R 5 & & SDS-PAGE HL Jk BiWesternfar il .
() FR20pF U REER AR IREER I\ 100ul SDS-PAGE Sample Loading Buffer (1X), 95°CHN#G/4k
(b) BEFHESIZE 1 551080, B L3RI AT HF-SDS-PAGE Hi bk 5 Western & il .

E1: WHSDS-PAGES A A IS A DTTEE EH, HeRARIMEAMN TS
E2: H B SDS-PAGE Rl AT LA Bk 38 = K [ISDS-PAGE & 1 FREZE P (2X) (PO015B). SDS-PAGEE I k¢

BT YU IR B HE

2 (5X) (PO015). SDS-PAGEZR 4 HHELENE(6X) (POOL5F).

% Do) fR

Problem

Possible Causes

Solution

Very few or no
tagged 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 tagged protein 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.

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
too high.

Proteins bind nonspecifically to
the monoclonal antibody,
insufficient washing on magnetic
beads, or the microcentrifuge
tubes.

1. Pre-clear lysate with Mouse 1gG Magnetic Beads (P2171) to
remove nonspecific binding proteins.

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

Washes are insufficient.

1. Increase the number of washes.

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

3. Choose other wash buffers. Increase the salt and/or detergent
concentrations in the wash solutions.

4. Centrifuge at lower speed to avoid nonspecific trapping of
denatured proteins.

Multiple protein
bands found in
the eluate.

The protein is not stable at room
temperature.

Purify the target protein at lower temperature, such as 4°C.

Protein degradation due to
proteases activity during
purification process.

Add protease inhibitors to cell lysate.

Non-specific binding.

1. Prepare cell lysate again.
2. Add additional wash steps.
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P2175S Fo B UTIE IR 7 £ (Protein A BEERE) 20-100 X
P2175M Ha 9% JLIE IR S (Protein A BEZRIE) 100-500 &
P2177S S U IR TR £ (Protein G WEERTE) 20-100 X
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P2177M Ha % JLIE R S (Protein G WEERIE) 100-500 &
P2179S G e DT R & (Protein A+G REERE) 20-100 X
P2179M ST IE R £ (Protein A+G T RKI%) 100-500 7%
P2181S Flag #2558 A S B U0 e R & (R ERTE) 20-100 X
P2181M Flag #2558 F S B U0 e R & (R ERTE) 100-500 &
P2183S Myc FRE & A T i S (REERTE) 20-100 X
P2183M Myc FRE & A B ITE i S (EERTE) 100-500 &
P2185S HA 25 8 1 o 2 e R R & (R 20-100 X
P2185M HA bR 8 e e I 77 (REER 1) 100-500 &
P2187S V5 2 H 1 S B DT IR B (R ER) 20-100 &
P2187M V5 2 H [ S BEUTE IR B (R ER) 100-500 7%
P2193S SV IR B (Protein A B IS AL E) 20 7%
P2193M S B VI IR B (Protein A B IS AL E) 100 &
P2195S S I R A (Protein G B SHEBEIRIE) 20 7%
P2195M S8 TTIE R 77 & (Protein G B lE BEBEAR %) 100 &
P2197S S B UTVE IR £ (Protein A+G B JIEERERZE) 20 Ik
P2197M S B UTIE IR £ (Protein A+G B IEERER ) 100 &
P2202S Flag #7258 1 o BT e 3 7 & (B i bR e v25) 20 %
P2202M Flag A2 85 1 o BT e 3 7 & (B i b e v25) 100 &
P2204S Myc PR A e UTIE R S G AR PE B 1) 20 %
P2204M Myc P2 AR TTE R S R RE PR 1) 100 &
P2206S HA FR28 8 9% DTvE 77 o (B I i e s ) 20 %
P2206M HA FR28 8 A 9% DTUE R 77 o (B I e e %) 100 &
P2208S V5 a8 B A S e TE 7 & (B T A e e 1) 20 %
P2208M V5 B4 B A S DT R 7 & B B R 1) 100 &
D3031-1pg pCMV-3X Flag-p53 lpg
D3031-100pg pCMV-3X Flag-p53 100pg
D3033-1pug pCMV-HA-p53 lug
D3033-100pg pCMV-HA-p53 100pg
D3036-1pg pCMV-Myc-LTA lug
D3036-100pg pCMV-Myc-LTA 100pg
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