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Wovhinrsuunanstai-Alalusfusenain@fuvevifinusnifinun® 50 wa,
Tova8anaznouniu i nBousuTuifuudaivin, blue dextran absorption uar
Sephadex G-200 chromatography Haqnﬁﬁuiiidﬁﬂuﬂunu1 20 wn, Tusfufl
(doun linaseuauudgn Tou38 immunodouble diffusion warimmunoelec-
trophoresis wualy  finLTuazneufy anti-human sérum W L Ain L FURE NBY
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Tusfuaseuazdarwudgniaq
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Alpha-fetoprotein (AFP) fulusfiuwda globulin Journlasuasy

warguUsznavyewnsnezdluindaufiu albumin 1uﬁiu unlahqmﬂuﬁiwﬂvﬁﬁu immuno-
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Tuszmirefifinoglunssa AFP gnasaefulay fetal liver uaz yolk sac
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M ifinennsaunusIngn lugual n19eday AFP Ganuduiustiunas ey fulaveviaas
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\wansoufuuing feenain ioaseaufinite AFP Suule naswsaw AFP dvdanudu-

fustuanynan lusumuariszasae AFP lafinanlusugsn

nftnenfuafu AFP 94 funoviaduy AFP Anlaudgnd i funou T8naanin
AFP u3gnEfeynatuisaaufiu oy Alpert ua:mmz{la wun AFP pansn@iuniuina-
0a 3 dumpu #e starch block electrophoresis, sephadex gel filtration uaz
isoelectric focusing @uwafllafithng albumin tuaygniu Gold ua:ﬂmz(l4) uun
AFP %1n ascites fluid Qﬂﬂéd1ﬂdkﬁﬂ11ﬂu:t%ﬁﬁu fu%8 chromatography 5 wiln
rufiu Sulnnadlusfiu i fAuveln (Ao masoundui8  polyacrylamide gel electro-
resis. wws¥ufitelannaevlysinny physical waz chemical launasAnmzneuAFP
297370 globulin ﬁau waa%eusn AFP asnaqn albumin Taunaly albumin Joaun
ngfulnuintufu blue dextran wauwnsensin AFP #aui8 gel filtration dyns

ns e st q wazswrsont lasunawmesesin q U

Jaguazidnag

8%y : le;sniRossuazfoidnusnaaen (cord blood) Weawun@3unen
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ndinBenuas wiwatniuua vl -20° e sunaaszuteenunle

nramnmznou AFP ¢ wh@Suwswifinusnesosun 1 sau weuAudtndu 1
# usaAey 9 My satulated ammonium sulfate (SAS) avlustitegn q 2 a9
Wi outun s uNE I LT TNR e Sauanfefivlifigamgdvey 1 wu. fieln  globulin
annznouet ey e uhlutuunazneusensiuiadestuaawusy 5,000 g, 15 uad, f
0w, wuminle q sawunliussfienznouly  whaawle g y I L TunInmruEuKTLYeY
0.5 M acetic acid 1 du #u SAS 1 s wnaxite pH inafiy 4.9 uandefivlad
qamgl 1 Au  wiveanduuh Lt ieeeneulusfuunans 3 afuniudunsueoy 1 M so-
dium acetate 6 7w fiu 1 M acetic acid 4 i uaz SAS 10 dw ifertvasy
3 afousy avaUATNBURIU uNANYONWANEY 50 §u fu 1 M sodium acetate 8 du
sanfiu iBussazate SAS avlyliuan ifune uaaUdu pH Inlamatu 4.9 AausIuNey
woy 1 M acetic acid 1 #u fiu SAS 1 s waafelifigamgives 1 &u  wwatuen
ALNBY BAvMRZarAtUAtnouALNIAE Rusuasy 3 afu  gamanuhEasazateTusfiulunt

dialysis fuvindu 1 fu uanlnuneifuneaied8 lyophilization

Blue dextran absorption : (flauun albumin ganaan AFP  37nN135
naaovld blue dextran msufulusfuludnsadiumie q My fe 1:5, 1:10, 1:15 uaz
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1:20 wuaafinanaau 1:10 Inwanas absorb lafidge $vlaly blue dextran ma7m
routuiia m¥unisveaewrely azany blue dextran 1 wn. lu 0.5 ya. PBS, pH
7.4 waufiv 10 un. 98y lyophilized protein ﬁﬂzaﬂuaﬁiu 1l uyw., PBS uﬁuiﬁtﬁﬁ
mntuawnlulalad 377 o w60 uafl Touiutdmaoayn q 15 uafl  wadud lukou

Sephadex column

Sephadex G-200 column chromatography ] uﬁﬁvuuﬂuﬂiiiﬁnn11
absorb sy blue dextran y s sephadex G-200 column (2.5 x 55 o). ,Phar-
macia, Sweden) i equilibrate 1insuua’niu PBS, PH 7.4 Udusnsnaslnavaniy
nla 20 ya, /oy, (Aunsfisenua (eluate) wasmaz 2.5 UA. Fav3uralusfunae
\n¥0y spectrophotometer f 280 nm whTusfiufilaluusazaulunnIniououdu uazu
Tunesaurnuusgvfusy AFP fap38 double immunodiffusion (DID), immuno-

electrophoresis (IEP) uar disc electrophoresis

HAaN1INAaoN

nsanaznau AFP 31n cord serum 50 ya. #uglusfusay 3,000 un.uss
neusay albumin 1,950 yn. uar globulin 1,050 yn. wdvananaznou 3 aseuan
inBaTusfiusionun 300 un, (it albumin 200 un. uay globulin 100 3mn. waziile
uh'ly absorb map blue dextran warwu sephadex G-200 w7 qnﬁﬂuiiTUsﬂu 20

un.

uav I sun TusAuflnainnasanmzneuuas absorb uaa luWu  sephadex
G-200 column §awrsauunlusfusen 2 s (U 1) #ruwsnifusrunsueey albumin
blue dextran Inwaaume specific anti-AFP serum wasd-uflmevifus uwey  AFP
fylinauanae specific anti-AFP serum fousnasnfl 26-40 (qufl 2) downTussu
lunsenfl 26-34 squfu (No. 1-9) waalumaweuffy anti-human serum  wuaaluifin
viunzneuiay (U 3. waudl 5) warideutlunh  disc electrophoresis laisuvey
Tustiu 1o duiies (U 4)

ATl inuazausEnaay blue dextran MuTusfluwuandednsasau
woy blue dextran molustuidu 1:5 lumwrsousnTustusonsaniule (quil 4) e
Smsramite 1:10, 1:15,uax 1:20 swasouenlusfusonsntula ity 2 s wazd
1:10 wunlusfiueenlndnisufign
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U 1 uEANHAUBNNIULN AFP 98NN blue-dextran albumin complex
1nun1u sephadex G-200 column @uusn (first peak) 1{u
blue-dextran blaumin complex dauflaevi iy AFP wanefl 1 fiv
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A%130
38n13f 10 inun AFP Tnutgndluvwdtel Tnuentunuaudintanu i adfdng
wpy AFP fiumpunns purification Ussnsumiu salting out, absorption Uas

molecular sieving iflavsin AFP fanaut®lus unisanaznouinfeufiy albumin fied
isoclectric point wazumiinluianalnaifiveiunn #otiu 1fonnnznouniy ammonium
sulfate Wiy AFP uar albumin SwaAnsneuymiufiu Travis and Pannell(l3) W31
blue dextran faamui®¥ulafiu albumin fusurek (96 %) wazduiuTusfudulaune
vanuoy (2-6%) v wA¥uffeifenly blue dextran niduffauun albumin paNvINAFP
sanuanimaasvezifiuaa blue dextran ﬁﬂaﬂutﬁhﬁhqv 7 usnanszdufiv - albumin
usn fedufiv  AFPlasqu fennifusioy titrate 1fisinlagminaufineinunz

Aosslnluu ¥uffu AFP wuanfismsndauwey blue dextran selusfiuitu 1 : 10
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WAnY double immunodiffusion pattern wey AFP |
ntunlnlunaoedl 1 61y 16 (sangU 1) C = AFP con-
trol uasngunatwwevunazgald specific anti-AFP

serum szifiuiynmaeninus identity My control

UMY immunoelectrophoresis pattern ¥sy normal
adult serum (1) cord serum (2) albumin-AFP
complex (3) pooled peak 1 (4) uwaz pooled peak

2 (5) lusevnatvusaziovld antihuman serum 3% ifiuln

antihuman serum luifiniqunznaufu pooled peak 2
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3 4 usgmy disc electrophoresis pattern. cord serum (A)
albumin-AFP complex (B) lusfusan peak 1 (C) uaz
Tusflusan peah 2 (D) azifu AFP #iafuylngTusfuey i Ruvedin

ifius (D)

fmindufinuzaufign uazlaftnunfeiaaafiln blue dextran dufy albumin uargam-
qﬂﬂlwuﬂzauiﬁu wu31i2a1uewns incubate 60 undi wazilgamgd 37°C inunzauflgn
blue dextran fpusuiMiufulusfuuived vlaiouifivafiy Evan blue g1 fululaan
n13duwsy blue dextran o19tfululunuevifivafufile (e blue dextran  fufu
albumin uamInifin complex wuanlng blue dextran Susminlyianauszuin 287y
fuFwNIauun albumin sensan AFP 1 Taus® molecular-sieving chromatogra-
phy, sephadex G-200 ifaunf inurssusmivlauunarsuauiunain Lnuﬁiwnauv

(34) Tnuly  ascitic fluid

\n3uy AFP 31n ascitic fluid sangthulsauz i Sedy
o1l lu sepharose blue dextran column iag @vlu ascitic fluid ﬁTU1ﬁuud
natweln axfiun1s purify Svinlussufiin wivwidefly cord serum whwannaznau
1ol UsfuelnBu q asnluneu IMindoitan: albumin-AFP uaaSwuwn absorb  mav

blue dextran @wuiazlawafinan
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PURIFICATION OF ALPHA - FETOPROTEIN

%* %k
PaKorn Thaiyanan, - M.Sc.

* %
Sanit  Makonkawkeyoon, Ph.D.

/gerum alpha-fetoprotein (AFP) was purified from 50 ml of
pooled cord serum by means of ammonium sulfate salting-out, blue dex-
tran absorption and Sephadex G-200 chromatography. The final yiel of 20
mg protein was abtained. The purity tests for this isolated protein
were done by immunodouble diffusion, immunoelectrophoresis and disc e-
lectrophoresis. The result of the first two tests showed that no pre-
cipitin line was seen when reacted with anti-human serum, where as only
one line occured with anti-AFP serum. The latter test one single band
of protein was seen, These tests indicated that the isolated protein

was AFP and highly purified.
rd
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