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Agrobacterium plasmid quick screenHoll o]sle] AHu|x|o| A FA13H GVSlOl«] DNAE #]3te] Z}zFe] primer
2 A}83F cross primer PCR & AA|8to] 4 EdofRrs H= dolsovt. 7 Ay, hGH2, hIL32 FAA
A2 primer AFo]Z<l 314bp(hGH2), 224bp(hIL32)9] ZL7|oll A W=7} FE 5o o] 2HeIHQit}.

AN 3: AF HAF(vacuum infiltration)o] 23 viA JFAA3

& 32 ofamutHEel AAS o8 WAZAHE Y AAS dehdo. o2 Fxste] dAAE AAHS A
Wakabd, Az2F DNAZF =91 Agrobacteriums LBWA|O] E38ke] 28T, 120rpm Z:Zjii 4877t vl st
ODgool.8~2.07+% Z=AIA171 = 4600rpmoll A 3087+ LA RS  Agrobacterium c 7]

Agrobacterium cello] <] 10Mm MgCl,S 7}l AE3 & thA] 4600 rpmoll A 3087 A5k, 44
e cellol A4 10Mm MgCl, & 7hete] HEA QR 0Dy 1.00.2 AT}

91
AN
=
QL
e
T
ox

1_4

=

O 2RE AlFHe ZEhwAS AAARES FFHoR 0.5 x 0.5emd AV HAoketar, Huksl
] A

=
L=}
S ODgpo 1.00.2 23} A7) Agrobacterium AE N Pl vacuum desiccatorol A i3] X3 el

157dEE AR

LR E oy
2
BN ol
%
tlo O

wrEo] FWA Agrobacterium BE N o] WA ZZ ] Fid] HFEHEE oF
SREE Al § AR el W | wAlxHe] Y =%

<

ZZ FHo| dolald 7eleo] =3RS whatman No.2 filter paper® ©]-&3to] Hus Al AsSIE petridishol
parafilme2 H&3d F 104 T 25C o =7A] subculture 3FATE. o] petridish®tel] F&o] I}

2 St parafilmEs HAWY FHHom RS AASNEH. 13 wlde] 9 HAZAS 30ug/mb
hygromycin®} 40ug/ml cefotaxim ©] $HH¥ LB A A A FAHSA HAS FE55 .

AN 4: YA ZA (particle bombardment)o] ¢]3 WA FAA3

Fol AR RE AFWe FrElMAS FHASR 0.2 x 0.2em AV|E FA ZE LB LAMIA] Fdo]
27 2.5cm Woll 20 ~ 257) X]38le] FH]% ¥ bombardment¥ A FEZ AFE-3}Ith. Bombardment -8 DNA A
Agrobacterium vacuum infiltration Wi} 72 DNAZ AFE3}3it}. Particle bombardment 7]7]2+= Bio Rad A}
2] 'PDS-1000'E AFE3}e] 70cmlge] A FgEjolA AFIIAE o] &3}o] bombarding JFATF. 60mge] gold
particle(AZA : 0.6im)oll DNAS 5ug/pl o %2 3.5M CaCly, @ 0.1M spermidines o]&3sle] ZEI & 640

YA %fﬁ,ﬁ_ microcarrier AWol] EZsle] A3 ¥ 1300psi AF7FA dHoz WAZATO AZE 9m=
ZA 3% & bombarding dFATF.

FAHEA A HAZ hygromyein resistance FHAE ©]-&317] 918k 50ug/mé hygromycin o] o] gl
+ LBIA|A| o] bombarding 3 WAZZS X4ste] 7 Bt oF widst & FHAH3 A S FAs5H8
b W 69 FHE kanamycine]l WS Holx= JFAAIAES WA A 2 IAAE I A
1}, AgrobacteriumB A A& w72 PA S o] FofRA A Kk HAZZA A= hygromycin FAA ] 9
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Fom A GAol olFolAA HEdleS AT & AT, 1A AT FEAS FAAT A zHE e
3Fe] thA]l 50ug/ml hygromycin ©] 3X3tE LB WX 2 Algiujetste] HEHo= YA

AAd 5. FAASRA A

)
st s 3x =FFE 33 AAHSE oS d7E whatman No.2 filter paper 9ol 1587 WXt} %24 3%
ol dolgls= RS s A At Rl AA"Y MAZAS Petri dishol parafilme® @WH-3 & 25

Agrobacterium vacuum infiltrationd AAIgH & A2 wHo| ol Agrobacterium HENE A A7
)
= A A=
ot & vtk 103t oF ol B F ¥AEAS hygromycin 30ug/me ¥} cefotaxim 40

3

Toll A 104 =
vg/ml ©] 3 Z oujx BELR ZAAZE A ER

2]
FHrEo]l 31 selection medium o] %A 10€ &< v s
W
=

CPEEE R

Tl

Particle bombardment ¥ DNA”} bombarding ¥ WA ZZE "W AL AFE3SFe] hygromycin 50ug/ml ©] St
F50] 9 selection medium o &7 79 B v 3 F FAATE A H R FAARAE AT

Ao 6: FEAGA Y AL 3}

Agrobacterium vacuum infiltration ¥ ¥} particle bombardment ™oz FAHMS AA T 7179
selection medium oA A3 FAHME FAFANE hygromycin 50pg/mé ©] $H¥ LB A wfA o A Fsle]
THo R FAAINANE AHES o =3 A HEA S PDA(potato extract 20%, dextrose 2%, agar
1.5%) iAol H3ste] ARt

)

AXNd 70 FEAAE A AN E

N

S fo Mz &L
g N
QL‘
9

e
N

Fol dAAAZ FAMA] MA|fSES PDB(potato extract 20%, dextrose 2%)HXZ 250m0 Zg}~=o] 100meA
121, 1.57190l A 2083 7kt & w2 A8, HFHor e Ade #AHH Ad
|2 0.7cm x 0.7 cn® 3F-ES Adsto] AA A HES §, A& w74 25601C, 120 rpmS =

RS RE TS

1=
el

AXd 8 FAAG FAAY @id £

35 WAl TAMAo 2o @S 7bsle] ultrasonicatorS AFE3Fe] 1087 943 & 4T, 6,000rpm, 30%
S AARYAIA TS gttt 35E T -T0CE A g 100% o €
Ko oers FEE 50%E AT T 1AIZF B 4TolA nNksle] 12,000rpm, 3034 =
3|=3lsith. 3lE AE5 e -70CE AE 5 100% Ae2S A3 7ste] FFHo 5
75%E A8 1AZF Fe 4TA wuksk T 4T, 12,000rpm, 30% Bk fAEE T PAE IHE
10mM Citrate-NaOH (pH 6.0) 580 AE3IFTE, E3F B4-ES AAS7] 915+ microcentrifuges o]&
o] 10,000rpm, 4C, 1037 AR, 4E5HES 35 & AR=2 AFESAT.

2.0
= =
e

¢

it no
offl

r_{

AA e 9: 28 EE EX(Western blot analysis)

WA oA o] hGH2, hIL329] AR5 syl AAste] 242l antibodyE A @late] A5Gt 2%

S 12%°] separating gel®} stacking gel® o] Fo]& SDS-PAGE gel AollA A7]d5 3}ith.  SDS-PAGE
ol 7195 @M AS polyacrylamide gel2F-E] PVDF (Polyvinylidene difluoride) membrane® &
transferd}l”] $1&}o] PVDF membranes methanolel] 7} shaker 9o & i 308 <9 =59 =4, 308
7kl WA F transfer $5-89(0.25 M Trizma base, 1.92 M glycine, 400m¢ methanol/L, pH 8.3)°lA 1583t
U2 % Bio-rad transfer kitE ©]&3lo] 100VollA 9087t transferE F:33FTt. T3 BSAZ 5=7F 397}
=2 TBST-E9 (20mM Tris-HCl, pH 7.5, 137mM NaCl, 0.1% Tween20)° <] blocking solutiong A %3}
transferred PVDF membraneS H11 3+ Al7F 59t shaker ¢l &8 ¥ 5o FAu. 3 A7 3 TBST &

_9_
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