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=357 W

A7E 1

= 12] WAP(Whey acid Protein)-promoterS ¥ 33} #E (vector).
AT 2

Al 13kl delA,

7] ¥E (vector)E FAAEE ME (vector).

7% 3

Al 18l dofA,

A7) WE = selective markerE X3t ¥ E (vector).
AT 4

Al 38l AolA,

A7) selective marker+= neomycin #3A 42} Ti= GFP(green fluorescent protein) FAX FollA o=
shut o] S EEetE ¥WH (vector).

TS5

WAP-promoter, TNF-a-receptor +ZAF & human [gGl Fc F-AAE E3Fsl= 2123 DNA.

A+ 6

Al 28kl dolA,

}7] TNF-a-receptor +3A 2 “7] human IgGl Fc 3R+ S (recombinant human TNF-a-receptor-
Fc fusion protein :INFR-Fc)ol ¥ 35 = F-d=Fe]l A= DNA.

AT

WAP-promoter, TNF-a-receptor -F+7ZAF % human 1gGl Fc FAAES E3Hsl= 3
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A7) AAASA A EFE X (Sus scrofa domesticus)oll A F2ish A EF.

A7) AASE AEFE A9 AAME(somatic cell)Ql A EF.

A7) dAHSE ANEFE d=do]A(Landrace) oA Faidk A A E(somatic cell)sl Al
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A7) JAAEE NEFE X AfFolAE(fibroblast)Ql Al
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35, Al ok A& AAeE §A o] Loks g=skal it

webA] B dHo|AE human [gGl Fe¢b %%% TNF-alpha ReceptorE 4 o] promotor Whey Acid
Protein(WAP)7} #&¢ DNA WEld] F2dsle] FAAS AALFS ggstn AAEE o]&3 FHH
3t HAHAE skl 55 S8 INFR-Re Receptor-J AN 7Vhe S A B}

=
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£8A1Q0 Adalimumab 18]35 TNF-aell tigh Flolvle] ddZ 2 AQl Infliximab, 3&Fo]t}.
2 dgox FEOIH H, 7IUI I 5 AAFEY i FG4F, JTF oS X, TtESold &, HA,
N, G4, & % EAFER ol ¥, 28, A9 T lERE XS

2 dgox FAAS A= FF5oNA AAEE §FENALS INF-a A9 AF] 1g61
5 el o z o Al TNFR-F¢ -frzte] o] &l= Q).

azp gk ol AAlde B EHe 1o AR A
5

<AAY 1>

INFR-Fe¢ &% fAA & ¥g

Human bloodlA mRNAE F=, cDNA 3 #HAE &3 +3 DNAE <=t}. TNF-alpha receptor F32 &
extracellular domain& E}ZCZ 3l= XZgo|HE AZste] FFAALAMTNES HAISFS human TNF-alpha
extracellular domain *#& A h. o]= Whey acid protein(WAP) promoterZ polymerase chain
reaction(PCR)S ©]83}o] amplification ¥ T vectoro] 293} Human IgGl Fco} eGFP(enhanced green
fluorescent protein)®} &% TNF-a receptors Hdste FHAE ST}

= 1& eGFP-INFR-Fc vector ®A3F Ao 2 A WAP-promoter, TNFR A=}, IgGFc A=A}, Neomycin A4
ARF, ACSSG 2 GFP ¢AAE ¥aam 1 7] 16416 bp ©]t}.

<A 2>

AN HEF

<2-1> F AXE Fefulg

To] NEEe dego]~9 4649 Hol2HY 4 AfolAEE A&l =R efote] TR U,
ATz S AAT 22T B ske] DPBS(Dulbecco's phosphate buffered saline)® 33] Al23tx ZA 274
o}, 2 e 22 Trypsin-EDTA €43 0.8 % collagenase type II &9 &gNS Hrtsle] 39C, 5 % CO2,
23hEFE w7l 3020 A 1A AX ST A F A4 288 tubedl & vortexing@ pipetting ¥
Az 94 AAste JA AxEe 24 10 % FBS7F 718 DMEM(Dulbecco's modified eagle's medium)ol
fratod AR wF& petri dish® &7 39C, 5 % €02, E3tF% W7ol mdatsict. SHE Alfolrax
= 15 % FBS (invitrogen), 5 ng/ml basic fibroblast growth factor (Invitrogen), antibiotics

—~
—

nvitrogen)S ¥3}5}= DMEM (Invitrogen) BiA|o] H--FA17 60 mm dishollA widslict. v & E3pEl7}
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® A

rr

A2 petri dishZ Al slFst3ict.

<2-2> INFR-Fc &3 A =EF

At wj<Fst pig fibroblastE trypsin *&] 3}o], petri dishollA wWojuWlar, DMEM vij#|2} PBSZ A2 s
MES 106 717 H == 23 Gene Pulser Electroporation Buffer Reagent (Bio-Rad) 400 plol H-3}ar,
uge TINFR-Fc F3x #d HWEE 41o] 0.4 cm cuvette (bio-rad)ol &53}3lt}. Electroporation Gene
Pulser Xcell Electroporation System (Bio-Rad) °llA] Square wave “o“?jg ALE3ITE. ZF AlE v, pulses
ShH | 25 msec, 250 voltage = F~3J3}ATh. Eletroporation®] €% A|¥+= 15 % FBS, 5 ng/ml bFGFE X33}
= DMEM wiAIE XH7bste] mjdaldivt. 39 $, AlEe] 524 H=el wef A %E% SAsta, JFAVAES B3
eGFPE Tdale AEE A5k, AR neomycindl A IS 7HA= AEE Aoz wjgselt.

<
T

<2-3> eGFP-TNFR-Fc MEF 9l

T 25 PAASE A EFONA GFPY HHIRES s AL =AE Aotk AEHOE WAP promoterE AME
o] "= vector® transfectione AAEFA I neomycinl E selections AA8FATE. selection® cellolA
= GFPY] #d& &1E = QY.

<A A4 3>

HAAS F&

<3-1> A9 G AF 4 A=

A A EFAoA Z=FE HAY dAE EE ggeie] 28T Al wmasie AiA=
ettt e dae 18A40]A HhEol A& 10 ml FAE o] 83te] 3-8 mm AA e G¥EZRE ¥
Mg AFAIAT. FHE FEAL 37C F2Fxo] AAAA AHES 20 % FBS7F H7FE Salined A WAl
7b AheA FaE mgds IRk Zsivh SRS v s Ik AR S wiAolA 33 AFH et wdehs

g, AL)Ads wiXIZ+= Tissue culture medium(TCM)-199 wi%F wl#|(Sigma)E& 7]|EOo2 3} 10 % Porcine
follicular fluid(PFF), 0.4 mM L-cysteine, 1 mM Sodium-pyruvate, 2.5 mM Fructose, 0.13 mM Kanamycin, 10
ng/ml Epidermal growth factor(EGF) 223l 500 IU/ml Gonadotropin hormone(GIH)E % 7}8Fe] 4-well dishell
s GRS Yol 38T, 5 % C02 wiFr]olA] 22413 HH%%PF—, I F ZEES HAUbeHA &2 AYAds wiA
ol A 22417 F=7) vl F 44x13ke] A4 F 0.1 % Hyaluronidase® A sle] G AZE A A o
A 1549 FFE AsdRE =8 AAE SAao} ABike] o] 8353t

<3-2> AAME ZAuo} At

AAAsE HHY A= wAZF7](Micromanipulator, Narishige, Japan)7F &€ &w] 7 (Inverted
microscope TE-2000, Nikon, Japan)ollA AAISHATE. A< Pae] @32 Hoechst 333428 A18te] Ultra
Violet(UV)ell A =lal™ AHAISFI L INFR-Fe +HA7F FAH8E o AANEE Ao Aaiido] F518kdrt.
wate] AEA FoIHEZ F3S 9ste] Elecrto Cell Fusion(LF101, Nepa gene, Japan)2 ©]&3}e] 1.6
kV/cm, 30, 1 Dc B9 A7|A=S FAk. §8" WA= Porcine zygote medium(PZM-3) #i=]o] A tig]lx
of o2 A=A ALQujF 33Tt

<3-3> 2 WAZEE D@ o]4

FAAZL AAE EA vlole] o)A 8] dgRe] WA r|sE T2 FAR 2ASY. o4 697 1000
IU9 Pregnant mare serum gonadotrophin(PMSG)ES TFFAbstaL FA} % 10000 10U human chorionic
gonadotropin(hCG) & <&FAF 3l U= TAHS 71361 Y. A 7|8t ggRo| o4 sF5uHE
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FAetel 444 HEo® el ol 45,

<3-4> FAAZ shA| o] INFR-Fc §4 &§ &l

efoit Aol M INFR-Fe 84 2d& &elskr] flaf vjofdt Abxke] 7 =45 AF skl

<3-5> A&

eGFP-TNFR-Fc 027} Eo17} GFPE d@shis AlEst Adeste] vhs FAdE AAZ5Aobs it o]
g A, F EkEle] diER & b Qe shala o F o2nkEvh AbAE Adbela vbele @
| AFolth. z} e B 2000970 EAlujolrt o] A= Hit Fusion raterx °F 80 % BEo|th. Elold A
g ow A= 7 Tk eh avtEl R F 11vkel el A7 Bolgtou dAf 3vkelel w47 AbgEolth, Blold Ak

A
wASE W71l M GFPE 2@ s3aL PRE &7 HTAFME = AFAbEo] INFR-Fefrd s 2dskqltt.

ol o= A}

i)

371 3 1.9 WEW eGFP-TNFR-Fc A7} E01t JA AR AAEEA oS dg| e o]2 s A2 A 2u}f
glo] A= AYAad ).

x 1

H 1. ofFP-THFR-FcE Zt= FAAE =iz A

Delivered piglets

Porcine Delivery No, of
Estrus Syn, (&, Efficiency
18] (ovulation) Embryo
delivered! transferred)
7 Cesarean secrion
it Gilt (Pre-) 213 Hormone
(33 50
4 Cesarean secrion
2 Gilt (Post-) 253 Hormeone

(16 25

% 38 ERERE dold AAES BAF Aol

T 42 ot AAREelA PCRE B3 TNFR-Fe fFlzbel &Qlsh Ao =A 181 AbAH(Embryo 213) 2 21 ARz}

(Embryo 253) 5% ZF AMZo| A TNFR-Fc §AAS ztal glgo] ey grt.

© 5 Hloly Abae] B3 47l A P MRS ela] gle) Held RozA P HAAV} BAw
A AR, W, 2, AR, W R B3R Bel 716 B9 wrge] Uehti: JlomyE §adde] ofF

© o o} 2= 0
= 2 1 X

22

ol AR HkS wf, eGFP-INFR-Fc FHHE AA]

SR B
o AbEl7h S g Aolm AME A vlole] W] Qo 2 e FA $ed mar),

SJAZA el thate] 1 vgAR N5 FAez Avngd. ® W] &a s)% Popld E
o QA AR AR B owo] B owne] BAA S40A Holux g wWeldA wEn dez rag
e oladd 92 B2 AAE AN $4A Bl ofe A¥ALl BelA 1
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