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(57) Abstract: The present invention relates
to a method for mass producing a plant-de-
rived osmotin protein by using insect cells.
The method for producing an osmotin protein
in insect cells by using baculovirus, of the
present invention, can save time and costs, in
comparison to a method for producing an os-
motin protein by using tobacco leaf callus,
and can mass produce an osmotin protein hav-
ing an effect of preventing or treating demen-
tia and metabolic diseases, and thus can be
useful for the development of a therapeutic
agent using an osmotin protein.
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Wl & 2 ulo] 2] 2~ (Baculovirus) = 5ol 9 g A 02 7Hds Ao 7| =
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ol A a} §ALSE A S S G glo] A A o= w9 -85t
shA, g ) 53 A11999-0086091 50l 1= 'L F A X E o] 83 7H8-A
CDK 4 /P16 = 3+A| o] iz Whio] 7iA ¥ o] QlaL, g5 5 53]
06821715 0| = upZ &2 ufo] 2] 2~ W 1Fg] 7| o] A o] whulA ul-E] ubii o)
MAIE O] o), & o] FFHEE o] & A5 Frifl AR E whilg o]
& A4 g ol thaf A= 712 E wkzE gl

g o] A e A

jus

X o

r&ﬁﬁﬂr&g

R SO Yo a ¥o

1
-

B e gr\sh ge oo od SEH A0RA, B uAES A E
2R E g 9 shs fAAE W F R ebole] 2 A 28] 2 shol

Az vl g 2 utol el 2 eI S A AR, o] & THA o) FUAA A
TEAZRPE AR FoH LARETR FA /)5S 2 0 20H G Aol
SHEE S GG RN, B e daehsT)



WO 2017/119762 PCT/KR2017/000192

3

oA HE

[11] A7 A E A7) Y, B A DT 22] ol et A A E o] Fo] 7
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T2 shek 19l o)t
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[18] 543 LARE FAAE £kl o= A= v E Zulol g 2= el E
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infected cell whole lysate, Bl & 2 H}o] 2] 2 793 §f9 M| 3 8-3]| &; NiNTA purifed
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M) 2ol A AALE @ AR ¥ dil A (20ug, YA 2.
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oo mE 7] S5 EE AXEE T EH e LR 7] 9 2(Spodoptera
frugiperda)2] Sfo Al ¥, ~A¥ =X g2} X 77 M:ELDH Sf21 Al 3,

E g FEF Ao} Y(Trichoplusia ni)2] BT1-Tn-5B1-4 M| i, 2] /I E 2o} T] 23K
Lymantria dispar)2] LD652Y A| 3, Z 3} 2] (Drosophila) 2] Kcl Al 3£, Z3}2] 2] SL2
AE B 7] (mosquito) AEF 5 9, vharAshAE 2 ¥ 5 e}

ZE7IH 2] SO A XY 4= 9o, o]l A dHE] X] gF=t},

oy & gk, 2ol o] A2l Rl 2~ WE B A 3o
HAANA L2 dhla g gaksh= & Al gkt A A 05 = ()
A G 29] olu| At A7 o] Fo| R Whll(Nicotiana tabacum) F-2 2.~ E
g It FAAE et A2 wERuto] Y 2~ WE & A x5h=
S () 7] (2) DAY AT Al EEZefolel s MEE FEHEE A Y=
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aul e B 2 A s GA S 3 4 9

Bodbgof wh2 g7] AR E g o] ofu| At A7 UMD A&
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1. &2~ 2 ¥l DNA
Sl (Nicotiana tabacum) F- 2] 2.2~ 8 -7 2F2] cDNA A4 D AKX =
GenBank(accession H &: M29279.1)& #3138} St}

=

g 4 H]—lﬂ

b
o

2.RNA &

el 2l =4 ¢l o 2 H-E| RNeasy 2 = A ¥4 7] E(Qiagen, 5
RNAE F531 ) 7-d3HA], 100mge] 2 &4 918 A4 A4
5, 450109 RTL Bl ¥ (& H o) E a1 E 84515 5
23 A-do] £7131 13,000rpm & 253 AN F e T S-S ddH 1.5m
FHE £7]31 o §FL2-(absolute ethanol) 225402 A 7} o} w2 &
RNeasy 1|4 =3 A5 S 2 7|31 10,000rpmol| A 153 7F 2=FA A Z]
700109 RW1 Bl & Z H ol E3}A] 7] 3L 50040 RPE B ¥ & 5 ¥ S
RNAI= 40409 RNA %3] 5471 9l3= & A # o) ¥ 3l 10,000rpm
A8t §=A73

o

3.cDNA &4 2 o ~v ¥ F-Z 2} A

A7)0l A FE 3 RNAS ©]-8-3}9] cDNAE $H41 313t} cDNA $HAl of =
QuantiTect & A A} 7] E(Qiagen)E AF-&315 3L, 35 3F 3= RNA°l gDNA
9}o] 32 o}-9-(wipeout) B H & ] 7}35}o] 42°C0l A 2487+ HH-& Al A Al =7 DNAS
A At GAA A4 Zefolw E W B o 47 H7bstar 42°Cel A 204 1T
HE-S Al A cDNA TS F g &, GHA 5 4E 524
95°Col| A 341 7 ekl vh. 3 ¥ cDNA ZAMA =
A8l Zefolw A E YAl ALEE St} @ AR HE
ZZA 7171 A3l EcoR13} Bgill A| 3t 8. A4 AF2] 71 A 71w 32 2} o] = VectorNTI11
R IME ARESte] Y ARISHGl AL, - g of| = e st efo]
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Aupak I glo|
5-TCGAGAGCTCGAATTCCTACTTAGCCACTTCATCAC-3(X W5 4)E
AF-&5k3l T

A7) Zetol M EE o] 8¢k PCR BH&2 Amplitaq Gold 360 53 8.4

Ab-g-3to] 288kl a1, PCR 478 =71 VWF@%9MBQH$%&LﬂU%
457 2] #7942 353] ¥Hstal H§ 72°C, 558 13] 5l

o] AA|star, ¥2 ¥ PCR AHE 7} ¥ € DNA 1ugs
FlashBAC | 2 7 3l(ligation)s}7] ¢ & A 2H4d Wrid(sticky end)& A4 3171
s = Mol AFEAS AYsAT} A E A He] v HE] o] B9}
o} Al & 3} (acetylated) BSA 9} §HA| EcoR1} Bglll A 3t 8 A& o] -8-5}o] 37°Cel| A
3AIZE S R E AT L ¥ 1.5% o} 7FR 2 A AV E = B8 PCR A=
HE] DNAS] A2 gls 3l

5. T4 ] 7}Al (ligase) & %3+ 5

7oA A a R A2l s PCR AHE 7} W E| DNAS] A3 8H-8-&

23 eAh T4 A3 v & W3 &%) 10uto] H %= 2my1i1mm
75ng 4+ DNA, 240 2] 7FAl B3 2 0.5~110 T4 DNA 2] 7HA| & Z3}-8} o]
T8t

6. LA L Bl &
W5 E Sf9 A3 91 E(Gibeo, M F)S 37°C B2 oA 21438] 59 T 25m)
”H%“%ﬂwmmﬁmWVF:,%f%ﬂ%ﬁﬂgﬂ%ﬂ@Mmmxm
o)1, 130-140rpm, 27-28°C2] 2710 &
2x106 M| 3Z/meel] =shd Al o vl st Sl o}

7. A Z 3} vl F 2 ajo] 8] A~ =1
& E WA M (co-transfection) S H 3l], Hlo] 2] 2= A 7] 141+ Aol Sfo
M EE 35mm vl YF Al Oﬂ =o'tk 1mé 9] TC100 Wi <] (&8 7 ¢4
AN it FHo ¥l 5409 baculoFECTIN A] oF-2 % 715} <]
3Fshal, 100ng 9] flashBAC DNA 2 500ng # ©] ¥ ¥ (transfer vector)E % 718} a1
o] At 1 T Aol A 15~30% FF HH-SAI A DNA EHES FAA A
7] dbg-o] E}7] 2 A of], Sf9 vl A Al o A M| 3£ & F-(monolayer)©]
o3 ¥ 2] FEE 243 ME WA E A AL, 7] DNA E8]E 1nl&
golFdnh. L F AN & Seh e M=l A] gabel] Wi 28°Coll A H &
SAIZE = BHA Al ettt 1, Al A ] 1mle 7l A A el

<t

W F A&k 59 F, A2 vhole) 25
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Egtelal Q= MG MR & 8 sle] g H FEE &7]51, AE A7EA]
4eCol Al RISt A7) &N S A 23 vl F 2 ulo] 2] 2= seed stock©] 2}l
H g 519 o

8. A &3 flashBAC HJ-o] 2| =9 &%

SO A & 2x106 Al E/ml 2 1] 3L 0.5mé 2] A &3 vlo] 2] 2= seed stock=
A ) eF et ol] H7beho] 3~4 F<F 130-140rpm o] &2 S5 FH A
] F sttt Al £ 7} vlo] 2] 2o 2 ﬂﬂuﬂ 3,000rpm, 4°C, 15%-9] 7o &
Paldelstel A mF g 8 5akolar, Al vhol e (A AE
Wl F o= 4°CY] 7oA Bt 0}93\5}. Hl-o] 2] 2= A <& (inoculum)-= 4°C <]
Gz A 6~1271¢Y HEi= 1 o] BT FE S

9. A 2% flashBAC Hlo] 2 2] 7} 548 9 E2} 124 (Plaque assay)

Sf9 M| EZE 10x35mm "l - Al 0.9x1067] 7} ¥ 525 Zro} 5= a1 Aol A 1A ZF
& QF o] A EE o] © F(monolayer)E A TS 3 TE A7) vl %F

A ZE 52 vlel 2] 2 A7 A S 8l 10150409 3] A 8hA] 9 AT
upo] 2] 22 + 4500 A1 A1 g wl <)) B 107744 vhe] 2] 2= 9] 2 71(1/10) 3] A <&
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