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Abstract. Recently, milk exosomes have attracted much attention from researchers due to their availability and
efficiency in cosmetic products and also as drug delivery nanocarriers. Since it is very important to find a simple and
efficient method to purify these vesicles, in this research some methods of exosome isolation from bovine milk such as
ultracentrifugation, using PEG polymer and several commercial kits were discussed and characterized. Detection of
exosomes has been done using DLS and electron microscopy.

In ultracentrifugation, as the most common method of exosome isolation, the number of particles in the electron
microscope images was estimated to be very low (5 * 2 particles), while in the microscopic images of the Exosun kit, a
large number of exosomes (150 + 30 particles) was visible. In PEG precipitation, the average diameter of the particles
in DLS results was 263 nm and more than the ultracentrifugation, Exocib and Anaexo kit, where the diameter of the
particles was 176 nm, 142 nm, and 123 nm, respectively. The average diameter of the particles in the microscopic
images of the Exosun kit was 30-70£10 nm, and DLS results confirmed the small size of the isolated particles.
Considering the large number of small particles (< 30nm) in the microscopic results of the exosun kit, other methods
may not have been able to isolate these small particles. Finally, although all the studied methods were able to isolate
exosome from milk, more extensive studies are necessary to make a more accurate comparison and to introduce a
standard method for isolating exosome from bovine's milk.

Key words. exosome, extracellular vesicles, milk, polymer precipitation, ultracentrifugation

Received 16.06.2023/ Revised 02.09.2023/ Accepted 09.09.2023/ Published 20.12.2024 VEYNYIY e Ll VEY/-NA 1o pds IVE Y-8 oMl VE VYIS il o

22I%Y


http://dx.doi.org/10.61186/nbr.10.4.27
https://c4i2016.khu.ac.ir/nbr/article-1-3624-en.html

[ Downloaded from c¢4i2016.khu.ac.ir on 2026-06-27 ]

[ DOI: 10.61186/nbr.10.4.27 ]

Gandchi et al. Isolating exosomes from bovine milk

CDY ST el @ Llies p939551 Lol slocretiy
4O oy o Laad o ieee 5« CD63 3 CD81 .CD82
Ol Pl aland 5 o s hoailind (oS Jrasland
shls a5 Lo JoSs39 ! (Yang et al., 2019) 5,5 oLzl
Ey—as slafol> b anslin jo siwe sund 4¥e0 lae
©Oyd A ;e g 00 S (sblie (134l g lapgend wiile
Elost plias Lo, a0 s s o oleys 5 casseds die) 4o
diiles S o Jg 39551 aiiles e Sl sla Jolow
.(Y. Zhang et al., 2020y NK .DC

B 60 3590 Wapgse ST 5l iliss elgl ol b o
Obeyd ln Hoess 3l Gt SlapgersT (Jlo (lgieas sailazd S
s (Malignant ascites) p.sus e wl b oSs (So,9l0]
Lagdle ylays gl Lo o Sty oo 5l giiee slapg)esS]
s (Sl b )5 sl sl Jemily Lapge3ST cnl e
5 09— mole) wedsme 003l diils wculae (S Jb ol b
03,5 axlse Wi L1y lopg;e55T o8 ol 5l ookl ¢ B
Sl oS e slapg ST lge 5 a8l cnl @8) sl oo
logyls o151 Gy g o gilulaz Yo d e Lo o 5L ol
ol Jolo 5 655, LadsSagy cnl S50 ey san
SISl et sle pgja55T 5o 0ol (S ,L (55,1 ol plxl
LaplSl 500 g dn) o Gl 2l 50 e Sopegnd
Q. Zhang et al., 2020) sls ;\Las o131 gg,ls a3 S
Bae & Kim, 2021; Melnik et al., 2021; R. )
,» «Munagala et al., 2016; Sanchez et al., 2021
s 0y sl o SO g 09d o0 L He8ge ol
oLl g (Adriano et al., 2021) ;o ajo0S Ll
55 8 eolaiul 0590 gl lgieas Wilgs o STHe> B pas
ddlye (sl el lyiey ailyiosa o slapgs55T ol
Radha Munagala et al., ) o5 Jae lag s 5 olosss
L ol3T &y bag o ol ol sais a8 5 )15 4 Slojo (goud
Eels o)la 5l (g by jo 45 aiie Lisw il gl YL g0
SRS L oS (G900 cigh oo 0,lilie pf (cous Corons
350 4l bag I (nl (s (25 31 i &5 p33935T o il
o £3589 4 Faal)lS L Bocs Jolo @ LT Jlil asly
(Q. Zhang et al., 2020) sus

I s slo pgj9351 (ilulaz o Ken 5 (il

dodlo

5 LadsSa599,5e dapgeisT Jolds (Jobo 2515 sla 5S35
ok )5 bbb sl glgil g dagsoly Sy
g 0w (sound wVgs clid glyls o JeSs5e opl g oo ol
oaen b o,Sles g Slgiome sl g 3lwslyl e 53590 0
Sl o) Jols b oS 5s ol Sligioms s &glis
slae b bad, o slaintisn o509 40 Loty n g ool
R ySeS Lapg;e;S1 (Doyle & M. Z. Wang, 2019
01 ;e N0 IV s sloslail o JsSys ol 5l s
Yo Iy peseST ojlacl s (5 50 (Zhou et al., 2020)
Jung & Mun, 2018) slazs 5 s o segilb Yo v I
Mwd 79 )Sen ) (I agil O b J5So 599,500« s 09,5
O35 gz 5l s jo-bo a5 035 b pgj935T 51 X555 a5
SlasSass o aws Wgd oo (U ey slis
o3lasl Lo 5l a8 i va Lagols Seisue] o Jsko 2,5
ok S e anld Sl Jolie 18 5 gaime diws (05355
(Kotmak¢1 & Erel Akbaba, 2017) o585 — olj]
3 595,08 jeax plgld b 4 (Saislsn Slule 5o dapsssS
Pisitkun et al., ) ol (Caby et al., 2005) L—.>
o&ws wlale (L&sSEr et al., 2011) .5 . 5l5 (2004
Laura ) awigo o <8l sore duwl g 1yho it « Sl ¢ Laio
(M. Doyle & Michael Zhuo Wang, 2019

bae o35l 5l g ladobe mudygion J21o 50 lapgsssST
Gyl L lacl i 08 o Lace o] 51 (sLiad e g0l
9 &gk 0y (b5l dm o g 09 o0 LSS (ol pg 90l
3L pgjgasil an ( Als slad oo 4 ol slad o) ailg>
MVB sl a0 JoeSoj9 0z sl L, L;).~.>L_,
L LaMVB ()i oo s (Multivesicular body)
Ly g 058 o0 a5 bapT Sligione 5 00l Jate pojosd 4
Lapg;9:ST plos a5 05 Slhgizms 5 0ol Jale Joho slid
Yang et al., ) oS o olj] Joko 7,15 slas 4 1) axiwn
(2019

sk T S JsSe5390 dapsiessT ab oLl a5 jslailes
SoilS s ol 5 Wiybios gt LaJsb Lawgs 5 aizin
«MiIRNA, mRNA, tRNA and DNA) Lao .l
manylyd 50 g s Jled Ca Slge 100 g o ety
S e Ll G s (Sa3slls 5 (a3 slo

28/YA


http://dx.doi.org/10.61186/nbr.10.4.27
https://c4i2016.khu.ac.ir/nbr/article-1-3624-en.html

[ Downloaded from c¢4i2016.khu.ac.ir on 2026-06-27 ]

[ DOI: 10.61186/nbr.10.4.27 ]

Nova Biologica Reperta 10(4): 22-40 (2024)

= sPEG L ascyw, (Vaswani et al., 2017
oy b (205, Glie p (Koo a5) (A3 gl slacs
(o9 A modnyg e g s ;s s 4 (s b
Szl aSSS ) soliul b ol gl 5 ago,5 ol
Bon bS8 anlie 990 5006 b pgjeiST (Sbaasis
slaghy) = p Skl asdllan 5 (o) logh Cnl plil ]
B9y 9= s 3l pgjeiST g3l slp anze o5 5 Jslate
5 b ol (by) Glsie 4 S 51 0525 b Seady il s
oot aiBlid g5 ST (ilulax o by, (npsmre 5l S
S5 LS  Cell el (5 Slies 45l Jds 4 el
Otlpl ety anlozi |y 5B 0959551 (6 )l DY gams )
Oediizee Wi oo Vb QL)L g Ceod Ol ool (29, (B yne
bl SYgame 13 5h slapsjsist sl eslinul 4 ) 059> 0l
laceS ol Lol ol 5985 o] pe oo, )5 o0 5
sk L ebohe () L alise (fagh ol )0 addlas 550
aSets Sy oloml U g, ol 52 <l (PEG) g8 L]
S ol 5 ses3935T sladsSuss (3l els & 5 (5 5eely
bl (Veeeee D YLl Do b jonda ySlo 4 5L
Lo (2305, Gh9) 039 Sreed Oll g ool Jodo 4 S)b S
0 Gy b 5l g eud oLl 5)bs slocaS s PEG ey
53 Sl sl g e p93935T Blol 8 s slao )8
3 R Glao )5 s b slapgse; ST S5 sloa sl
=)0 sladlogl rizen g blag - o]yl SY game

(o9 9 0lge

:olKewo 9 .b‘,.o

e (9,8 Sl Sl (g5l o plB 1) o5 03 1
oo (nl )3 odliiul 8590 (olerd Slge (oled 0B (gl >
oS5 5l olys Lo s PEG 6000 NaOH HCl 4l ;|
= LT oS (B s &8 5 5 g ST S (e Sy
oS 5 5 PBS oslal 3L 5 el JolwlsT o8 5 5l 555
28,5 s Cawn VI

N0 o0 b Sad b ey ke el cal S8 LB
sl 2-16KL Joe) Ll e85 b oo L (Y- -+ g
Beckman oo b (Ve - 0) Lot sl ol g (LT
el 0 plmil (156 01 <L) Coulter

29/v4

OF D) YT 5 ol )l g ke 2 i stosiil

S Slge Aoty Sl Slodezmy byl ool llivy o0
jg (ol g i 0 (cagee (A5 45 Censl iliSe sla 0y
I 5 laieiian wo)d Ar Sgu> (3l SlagSgn o)l
S S ale Jewe 5 (g035lS D)5 as e JSS )
53 ls ol 5 90,5 oo JS Sl ol 5 (5515 oS 5
(Mohd o5’ s slom! JSis jus 51 lapg 59351 (s 5lulas
Lo s ol o bapg;551 a8 YOunus Bhat, 2016)
b jobaie (il Wgd oo gl s g WS (oo 13
20,8 Bdo ol (5515 Sl s b g ol oy e ol

et 9390 2939551 S3labiz sl oasie sty 15
31 oolil Uy gl jonas bl gl asile sl azs 5 18
oy (e sla by, el slasalo ]
0 42 g =l 50 SIS leg S'g (ygaal LBy Se
= 5 pei9iST il o La (g, ol 5l (B n LS
R AW VES

3 (M o laibisl by, loie d Gaads bl ol
3O 09 o0 Cgmima 959381 (adlS slagRy) cn gl
L b (e n cilidee slagbs; b il Sonis ylul gl el
L olasoe a5 cwl ol (b, ol Cuge 00,8 Bl Sl >
cle cerw L1y Jsho 2515 ladsSess elsil o] 5l eolicn]
Veorns g L logas pgiorSloges la oy il cilizee
Jolase g, (Coughlan et al., 2020) sg5 o (s5Lolo>
Sl sl 959551 (B9 (sl ooy jloslinul (gun
“okll asle Lasosy (S 5l Ol p93s55T silula
éﬁﬁy sl b PEG ééls)o ,5 oolazuwl (PEG) JeSd8
Sl g slasal dacnty m olocs ¢l alize
0=l 0 S e )l 8 ool g0 SzgS BliS pla g b ny
G55 6wk sladstoe o LS 5 e als ) s,
5 diged 50,5 by e b by, ol 4o a5 oo ooliiul Cavsgas]
SLadsSeig (2305 OglisSl g 5 ol Joloee
"o e ol Sy b G il sl eslitull Jske >
L s Yo sloace Lo jouiy il 4 55l 9 00,5
gy SSIEE Gblie 5l etz s Spady il s
5, LSl g (Selw 4 oylei o0 PEG ;I sslaxul b £95955]
o)l gy Sl a4y o5 (Sl 5 (Su3slsaied PH oogae
5! ¢ ke (Maria Yu Konoshenko et al., 2018) s 5
L (eo0ogm; oolol 2 o2 959351 s5lulaz (o)l slo oo
(Tang et al., 2017) sl oo >, PEG

2 0= el Jdo S bl ol g, el 5o
Kandimalla et al., 2021; Kanchan ) i oldlas


http://dx.doi.org/10.61186/nbr.10.4.27
https://c4i2016.khu.ac.ir/nbr/article-1-3624-en.html

[ Downloaded from c¢4i2016.khu.ac.ir on 2026-06-27 ]

[ DOI: 10.61186/nbr.10.4.27 ]

Gandchi et al. Isolating exosomes from bovine milk

LB )S O yg0 ol 5 il a0 F o sles jo g il

ez SNBSS o Bl el ol 255 Qo e
g +/F HM =l 5 ool sailendl &l,d Bis jglaieds g (5,0
PEG uss,o Yo Jgloe 0 ool jeue +/Y UM dd 5l e
Ol iled 5 o3z Al e 5l Jol> (09 g 56000
a0 f 0addoV Cosan g byl el V) Cod g
Vo Do an Ve 0 oud by o ol 4SSl o8 ol
o 3,8 ey il wl )T ol a0 F o gles jo 5 ando
C,Q‘yx J5J.>u M&PBS ) L)] u_:}u.:)jnb.wb).s <9
az0-Ye glas yo ol glo s plosl b pg39551 (g9l
Al 55l oS il
16yl Geas jleslitwl b i pg39351 g5lwlue
(ExocCib) couwg 351 cus’

) sz ssbie 4 (L3 sla by, wiles wa by, (nl o
Gguiy yilw 4880 Ve Gu o Ver o ol b pls ol ol
g oad by Jite aqur Sk 4 gy oaw D
addofe Soedan VO rd ous L S8 Ao e 3l ol
Lo jguiy il oolod a5 cewl p3¥ 4SS (] S5 .0 gy il
B8 O yg0 ol 5 il a0 F gles o

L G 5 SFHM 23 L s ol el 8 s
&l i plzel susledl wlyd BA > jotaiea, +/YUM
S 5l eaal Cwdy Blas Jodoe 5l pg59535T (s5llax
9&40; ool (U‘)_" ‘L)J M)MJ)M) w5)§|
33 6ol sl ces plnil b ag3e55T (sgl> oS Joloe
W ‘5)1..\4‘54’ -V sl
(Anaexo) 9351 LT cus

@135 2z ek 4 (LB la g, aiilen 55 by, cal 5o
ey yilw 4880 Ve Guoa Ver o ol by pls 0 ol
g oad by e aqur Sk a g5 om0
=9y o= S al> e 10000 S Sedy il as B0 £ Lus
a8 fr Do edn VO e rg s b 8 als e 5l ol
Oyl yilod s 085 D0 o 5 il 4> 0 F sles o
sobeany /Y UM L3 b s o «/F UM 2l3 L o> s
3 pe3eS! silwlas slhm ol pll sasilendl ol )3 i >
Jesdlygiws 5ol Jolie slod g 0y ,8 oolal ()l «do

I s slo pgj9351 (ilulaz o Ken 5 (il

L (2105252
el 03Y ip33555T s3luloz sla by, 5l S ye plsil I LS
Sl (65952 #9395 (3l o5l Gralsdl (gl Jes
o a5l e shatecplas (Wijenayake et al., 2021)
g o9 3 ol 0z b ed) (e (28958 Sl Sl e
al> o iz (Ol il ol b gl y5ily 51 el (5)less
s ez U ot Jlesl Gl slacads b Sowis il
md e T lanl 00,8 B 0 diged jlen e sl Joles
Ol ety il a8 8o Ve Go e Ve r g ool bpls ol
Prode e oad by Jie war Sk 4 0y oo
3l el (s g dm al> 50 5010005 Geuy Sl alBs
RGPV IV WPTIRC R SIN VI VIR AR ¢ (RGN W P U0 IV 0N
P sles ;o Laggnis il colos 48 canl o3¥ @S5 ol 53

8,5 Dyge oS le ax o
Sghs ylul yilgl 5l eolistnl byl 0939351 (g 5lwlax
:(UC-HCI)

(Yamauchi et al., 2019) JSsq,; s—b o3, ! 5o
VoroQ g il L ol 5ol (2105002 51 o Tl 5o 0
asls| a)..gg_:b uT 63Lm.n > L: 4)54.: a ‘wo Yo Sow aQ
F18 as Jolowe PH Ve O HCI 3 oolaiwl b e 250,58
‘d..u‘ ‘J.ab ‘S.u...‘uj).: N D) B> U.Q,D- UT )‘ ) W) oJJLM:)
5oy 5l 4830 Fr Soe a4y A0+ 00 Sad b Lol byl
Do by J8 a5l ol gy g wm al> e 3000 8
pY auSS pl 53 0l ety il a8 £ Sae 4 V00 -0
SRR g oad b qg) wy ST alpe 0 085 & 50
G9es il gl 4880 £o e 4y g o5 cle a0 ¥ sl
5 p939551 g, 5 (LS ,e1 Beckman Coulter cs ,2)
gy Jodome oy > PBS Jglore 5 ds Seo V- -
a0 -Ye slas o sonl sl cus plxil b pgje;8T (5l
S (655 ol S il
:((PEG) PEG jl colaswl byl 2939351 (5 5lwlos

PEG 6000 Jslxo 3l p935551 (20csms sl b9, 0! 50
Yo Soodan Veoog oo L pls i sl iage )5 oolaiu!
Ly e ano By b an 09) g 0D Jondy il adS0
al> e 50 0008 Seuiy il 4aBs Fo Do a4 Ar 000 Sl
Sae V00 e e oab b (Sl e 5l ol (09, g an

30/Y.


http://dx.doi.org/10.61186/nbr.10.4.27
https://c4i2016.khu.ac.ir/nbr/article-1-3624-en.html

[ Downloaded from c¢4i2016.khu.ac.ir on 2026-06-27 ]

[ DOI: 10.61186/nbr.10.4.27 ]

Nova Biologica Reperta 10(4): 22-40 (2024)

10,5 539,58l g8y ySr (6310 ySs jgkiinds (g 3Lwodlol

aadlTglS ) e V L sabislolaz pg5e35T Jylone

as (PH =V) ©MosSLS o Vg +/) Joloeo 10 0o p0 Y/
O 3 S 015 il a0 F o les jo cell) @as
TV AL e ) L e 5 0 el oS elalone
Y oads o ol ol ad BB sles ;o O 0SS oas JYeo
e e VL diged ol 1SS a8 Ve ae as )b e g L
a>oF loo o celn ) Goe @ 0o 0 ¥ el 0S92
g o adld S8 la Jalome loame ol WSG3 o5 il
A A S0 gSLS o Yge o) BLLY als e il
slacble U Jobl alowg i 5 4 aido Ve Soe ay s
(eoyd Ve gD A Ae Ve Fe B by an) calize
Sae a Joill ped jslateds Colgd )0 ad 4SSl Sl 59,
o )l paSe s 9 4955l LT sl jo 4 s 80 Y
5L VEGAS Jue) SEM g, syl oSy S
(Jung oi plosl (S (5,900 35 TESCAN 5,5

& Mun, 2018)

S g Zoo 5l plinebl g 0959351 (5lslan s

s DLS (g, 5l oolal b gl ol 5o o sSsy sslulaz

sl dmlie Jlogai 93 Zuled)s 9 )15 (9 SUl 098y S

oad ] Sl a5 uSila 5 P gy DLS glis 5l gy
ol

DLS L ouls gilwlas )3 ojlail gy

o) 5 s jlliz Sl 518 DLS s, 5l ealitul L

5 ) U5 50 a5 jsbolen 285 18 gy 050 ol sl
bodd (sjloldr 3 b Sile wl oanlice BB Y S
e 5SILT S g g ST S G il gl slo b,
L sslelaz oy 5o wadloe gl WYY g VFY OVF oS
000,5 sdaline yegl YAV ¢ yin o, (ks Sl PEG
Sga> SISy a8 (i Sile (Glwg ST CaS @ls o (V JS2)
5 ol Jlagas gl b 4 (Y JS5) b aralons osili 1O
9 Sheme 5l (St ) S8 el gl (1 JS2) DLS

sl g 3ST ElS b oo (glulos &lyS o

31/%)

OF D) YT 5 ol )l g ke 2 i stosiil

L pgi955T sl sy Jolowe Culed yo 9 0l Jlis &S
a6 oY sles o sl sle cans alol

((Exosun) lwg sl cus

Vo oo an Yoo ous Lals s ol hgy ol jo
Al e soaxr Bib 4y gg) o ol Gk yile ad o
CF o) e Ll ey ST 2858 plugSt e B
800 e b Jolbo bolie s 35 8L 09, g
4 () P d> e (nl 50 ol ek Lo Sl SG S
Ol Ao s eoS A Bl g oad Jie o )b
sl az o F sles ;o od S oS SS9y ek g 0093
L elow o Sos dn pgj935T 0318 Cgm) (Sl g 00
plod!l jeuty il o, 5 il az 0 F (glos g Voo 08 ool
Sae d g o Jo PBS 3L jo Jol> 559351 gy 00,8
G Sl G 9 0D (5505 BT sles o el )
A0 )5 ot o 5 il a0 -V gles 4 e SYsb
-duadine jgbiiads 339351 Sl (sLigei (g3lw ool
L)
DLS o plxsl jgliiwds (g jlwoslel

Voo PBS jleslaiwl Lo 0gd 5l e p93955 ] diges
Zetasizer o5sws) DLS s plosl sl g 53, ol
b s 5lweslel (Malvern s
=955 @ gSg 5o (50 panSis jgliinds (g3 Lwolo
10,138

L 2959551 G b g ()5 b b (oo S
4 0o,0Y (PFA) saalls 8l,L d ke VLo glulas
Jsdoms 5l sy Ko ¥ L5 0 oy (uSed 4ids O s
Do dy g 0b 0303 18 e 35 (595 p95955T gmmilimgns
=g Jsdome 0,dad Yo b alolddly s ol 435S0] a2 80)
Sy Sy Lo ) s (g3, o ild V1 (UA) b
LlS 5l eolatwl b o 5 (g9, (Slol UA Joloa ol (s jual
s Ol o)lad S b s 4 05 s 0 Azl Lo
O3l om0 50 e 3l 1) S5, (BLal gl al> o il s
4885 Ve Doe 4 g ad oailig S B, SO L 5 (6,
PoSg S L (6,0 S s 5 08 S2S 5T sles o
oS i el EM10C-100 KV o) 6,105 g =S
(Jung & Mun, 2018) s 5 & 50 (LT 55 ZEISS


http://dx.doi.org/10.61186/nbr.10.4.27
https://c4i2016.khu.ac.ir/nbr/article-1-3624-en.html

[ Downloaded from c¢4i2016.khu.ac.ir on 2026-06-27 ]

[ DOI: 10.61186/nbr.10.4.27 ]

Gandchi et al. Isolating exosomes from bovine milk

I s slo pgj9351 (ilulaz o Ken 5 (il

300 -
250 +
200 -
150 +
100 -
50 A

0

Mean Diameter (nm)

UC-HCI PEG

sla s, o (Mean Size) wl,d [ s L Klo alie Jlogei =Y JSC
4o bgpe conl) ooz e A b loges 095951 (gilulaz it

Exocib Anaexo Exosun

Jigh oo Exosun 5 Anaexo [Exocib PEG UC-HCl sla s,

Figure 2. Comparison diagram of mean size in different
exosome isolation methods. The diagrams correspond to
the methods (in order from the left to right) UC-HCI,
PEG, Exocib, Anaexo, Exosun.
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Figure 1. Study of isolated exosomes via DLS. The size and
frequency percentage of isolated particles via A) UC-HCI, B)

PEG, C) Exocib, D) Anaexo, E) Exosun.
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Abbreviation

HUVECSs: Human umbilical vein endothelial
cells

MSC: Mesenchymal stem cells

DC: Dendritic cells

NK: Natural killer cells

PEG: polyethyleneglycol

PBS: Phosphate buffered saline
PFA: Paraformaldehyde

UA: Uranyl acetate

PI: Polydispersity index

NTA: nanoparticle tracking analysis
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