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[ 1] Background and Measurement Principle

Extracellular vesicles (EVs) are lipid bilayer-enclosed particles released from cells, and they
play an important role in intercellular communication. They are being actively studied.
Ultracentrifugation is the most commonly used method for purifying EVs from biological
samples or culture supernatants, but it requires expensive equipment and lengthy procedures.
Therefore, various alternative methods have been developed, making it essential to select the
most appropriate method depending on the application.

This product separates EVs from other components by taking advantage of the fact that the
EV surface is negatively charged. It is a spin column type that can be used with a benchtop
centrifuge, allowing for inexpensive and easy recovery of intact EVs. The recovered EVs can be

used for particle confirmation, characterization, and functional analysis.

[1I] Kit Components

Storage temperature : Room temperature

Component Quantity
EV-Capture™EV Purification Spin Column 10
2mL capless tubes 10
Bottom caps 10
Sample Buffer (X10) 10mL X 1
Elution Buffer 8mL X 1

For research use only, Not for diagnostic use.
Please read this manual thoroughly before use.
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Materials required but not provided

@ Compact Benchtop Centrifuge
@ Rotator
@ Tween20
Depending on the sample, recovery yield may be low. If it does not affect subsequent experiments,
adding Tween20 to the elution buffer at a final concentration of 0.01% can improve recovery.
@ Microtubes
Tubes for collecting the purified product. If necessary, please use low-binding tubes such as those
with hydrophilic coatings.
@ Dialysis Tubes or Ultrafiltration Columns
The purified product contains a high concentration of salt. If required, perform solvent exchange

sing dialysis or ultrafiltration.

[1ll] Protocol

(@ Dilute Sample Buffer (X10) 10-fold with ultrapure water to prepare the required volume.
% Note: 4 mL of Sample Buffer is used per sample for equilibration and washing. Calculate
the total volume required, including dilution.

Break off the bottom tab of the EV-Capture™ column and set it in a 2 mL capless tube

© ®

Centrifuge at 5000 rpm for ~15 sec to remove the storage solution. Discard the collected
storage solution.

Remove the top cap and reset the column in a 2 mL capless tube

Add 300 pL of Elution Buffer, vortex for 10 sec to soak the resin.

Centrifuge at 5000 rpm for ~15 sec to remove the Elution Buffer. Discard the collected
solution.

Add 500 uL of Sample Buffer, centrifuge at 5000 rpm for 15 sec, and discard the buffer.

Repeat 3 times to equilibrate the resin.dilute the sample with buffer before application.
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[1lI] Protocol(cont.)

® © 66 6 ©
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Add sample to the column, close the cap.

* Use supernatant obtained by centrifugation (2000-10000 rpm) to remove larger particles.

* Filter samples with appropriate pore size membranes.

* If the pH of the sample exceeds 9, the recovery yield may decrease. Please neutralize or dilute
the sample with buffer before application.

* Apply 300-700 pL of sample per column.

* Serum samples should be diluted 2-6 fold with Sample Buffer; do not exceed 200 uL net
volume

Mix by hand up and down to disperse resin.
Rotate at room temperature for 10-15 min.
Remove bottom cap and reset in a 2 mL capless tube.
Centrifuge at 5000 rpm for ~15 sec to remove flow-through. Discard the flow-through.
Add 500 uL Sample Buffer, vortex for 10 sec, centrifuge at 5000 rpm for 15 sec, discard
buffer. Repeat twice.
Wash resin with 500 uL Sample Buffer, centrifuge at 5000 rpm for 15 sec, discard. Repeat 3
times.

* |If resin adheres to the upper lid or the column wall, wash it down so that the resin falls to the
bottom of the column.
Discard the 2 mL cap-less tube and attach a microtube to the column for collecting the
purified product.
Add 150 pL of Elution Buffer (optionally add 0.01% Tween20 to improve yield).
Vortex for 10 sec.

Centrifuge at 5000 rpm for ~30 sec to recover purified EVs

Repeat twice and combine eluates as purified EV sample.

* Note: Resin fragments may contaminate eluates; use supernatant after centrifugation for

nanoparticle tracking analysis.
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[IV] Additional Information

Example applications are available online. Please visit COSMO BIO’s website (https://www.
cosmobio.co.jp) and search for ‘EV-Capture’.
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» Cosmo Bio Co, LTD. » COSMO BIO USA
[JAPAN] [Outside Japan]
TOYO EKIMAE BLDG. 2-20, TOYO 2-CHOME, 2792 Loker Ave West, Suite 101
KOTO-KU. TOKYO 135-0016, JAPAN Carlsbad, CA 92010, USA
Phone: +81-3-5632-9610 email: support@cosmobiousa.com
FAX: +81-3-5632-9619 URL: www.cosmobiousa.com
URL: https://www.cosmobio.co.jp/ Phone/FAX: (+1) 760-431-4600

___Forresearch use only, Not for diagnostic use.
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[1] BELAERE

fHAENE (extracellular vesicle : EV) (&#BRA ST TN A EE ZERZ DR FOFIT T,
MREROBERMEICEERREZRTEIN. BAIKARINTOVET, EFaBvEEL
BHS BV Z BRI T ARICITBROENRE K FEONTVWEITH. BFELGRFEE REBEOL
BHNMREBEEGTVET, ZDRSH. RRAGEREESPHEEINTOWSKRE. BRICS CCEYEA
EEFIRT B EDIERICEEICTZ >TETCVET,
ABRIEEVRAHLEBICHEFELTWAZEAFBALT, EVEMORD EDBELE T, NEE
EROECERTRRGEAEY AT LZATT. BETAERICA VR MRV ZEBITEET,
[EUX LTz BV (SR FORERS. RRIBE O FICRIARIETY .
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EV-Capture™ BVl S BRICIZBRER « FR7G EDR
10 & EEEERD L. NADRE %

EV Purification Spin Column FAESFRICER LT RRE0,

2mLF v v L RFa—T 10 &
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T 7Ny 77— (X10) 10mL X 1 & Byl S BRICIZBRER « FR7G EDIR
. B EERD L ARDEM% B
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@ Tween20
Y 7INEK > TUEEINEMEWNT EHD W F T, LIEDERERICEENTWVZEIEAH/ Y
7 7 —|HERE 0.01%D Tween20 ZH/MNT 52 ECTEINEZFSSH ST EDABETT,

< r/7AaFa1—7

KB ZRINT 2F1—T7TY, HEIISCTRAKI— FEEDEREF 1 —T % F AL
TEL,

@ ENF 21— T EIERAZEHT L

RBRMICITRREEDENZENTVET, LBISCTEREIZRN 58 & TREER
ZIT2TCLEEW,
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® BTNy 77— (X10) Z@BHMKTI0BERL. BREEDY > TIVIN\Y T 7 —%=FH5
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XY TNy T 7—E 1 TV ) Fa b EERLEBICA mLERLE Y, Thic
YO TIVERIERT 225D TREELZFAE L TEEL,

@ EV-Capture™ EV Purification Spin Column (WUTFAZ L) OFESMERY . AFLIC2 mL
FrvLRFa—THty 95,

® 5000 rpm - 15 MREERDO L THRERZR<S, 2mL F¥v v 7L AFa1—TICEUR LERF
RISTEET 5,

@ HSLDEEENL. HSLI2mLF Yy TLAF1—THt Y b5,
® HSLITERNY 77 —%300 yL fIZ. RILT YIRS FH—HEET 10 DREERLTA

H/N\y T 7—%=RIEICE CEE S,
® 5000 rpm « 15 WIEEEO L TAR/NY 77 —%BR<, 2mL F v v FLRXF1—TIcEX
LIcad/ Ny 7 7 —I3HKET S,
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@ ASLIC2mLF vy FLAFa1—TE4Ey b L. B2 FILN\y 77 —% 500 ul Mz .

5000 rpm « 15 BWIEEROLTH Y TIVINYy 77 %<, 2mLF v v TLAF1—7IC
EUR LT > FIViINy 7 7 —I$HZET %,
© 7.~ 8. %At 3BT > CHifsE R .

TEALIFTH ST TIVERNL. EEEFHDH S,
Xt T IVEBRET BRF A XIS ClzBElERE B 2000 ~ 10000rpm 2E) Tiz
oL EEZEFERLTLREY
Xt FILEDEBIFENE T BRFT A RITSCe 71 IV Z2—%@8 L THSERLCREE
(A
XYV TIVDpH NI ZBZ S EEINENMET I HAI8EMLH Y £, RHTHIHT T
JWINY T 7 —=THRLTIHDST7 TZ14 LTLIEEL,
XY TIVT T5AEIE300ul ~ 700 uL ITHEB K SFBEL LT
XMBFEEEDRVINVERENSWT Y TIWEH > TIVINy 77 —T2 ~ 6 BICHERLT
ST T4 LTLIEEL,
XMFY Y TIVDBEIEERT TS5AEH 200 uL 2B X % ERINENMET T 5 & & HE
FBLTVET,

@ FTHZLZHF>TLETITCEML., #EZHE—IcoiEE5,

® EBTI0~1590—FT—+F %,

® FEZWEL. AZLIK2MLFv v TLAF1—T%tY bT5,

5000 rpm - 15 WIEEROLTC70—R)V—BER &R, 2mLFv v T LAXFa1—7TIc[E
W Le7a—X IV —BERIEHEET 5,

® EEENL. AZLI2MLF Yy TLAFa—TEEYy FLTH YTV T 7—%
500 pL 1% 3.

EFEEBRS. RIVT Vv I AZFH—EETI10WEHEHIET S,

@ 5000 rpm « 15 BRBEROLTH Y TIVNY 77 —%R<, 2mLF v+ v TLXFa1—7|C
B LT > TNy 7 7 —ISHRET 5,
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EEENL, AZLIC2MLFY Y TLRAFa -T2y FLTH YTV T 7—%
500 pL il A %,

5000 rpm < 15 BRBEROLTH Y TIVNY 77 —%R<, 2mLF v+ v TLRXF1—7IC
EUR LT > ZIViINy 7 7 —I$HET %,

19.~20. Z# &5t 3 BT > CHIflEZ %I %,

X EBEPH T LEICHENMTE LIBEIEEEZ N LARICEETLDIRELTLCE
LS

2mLF vy FLRAFa1—THWEL, A5 AIRBEYEWNEOR A7 O0F1—T%2ty b
ERAE

BAH/NY 7 7—% 150 uL 1NZ %,

XSGRy T 7 —ITHEE 0.01%D Tween20 A1 X % T & CENKN A LT BIHEHNH
V£,

RIVT Y JRAIFH—HRETI0MWERE# L TaH/N\y 77 —Z@EICECEE 5,

5000 rpm + 30 MIZE= O L CREMZEINT 5,

23.~25. 785t 2E{T o CEIN LIcEHEDZ BRI ET 5,

MARRICRIBER DVEAT AT EDBYVET, T/ MF Sy F 2 TBRGEICERT 2
BEEICIIBEEYDR O EEE SFERLC LT,

Eneflld web TREAP T,

et R— LX— (https://www.cosmobio.cojp) ADIRER. EiclddHzmy 1 &Y.
[EV-Capture] EASIL. BERLEETL,
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