B SURER i
— L EREOERZETARPINRANME T ERNMERAEE, ATTSEARETEK
MNEZEHREITESAAER, BEIMENERRT, EREEEEENE RaLEt. &
N, EZEMEOREHHEFTEREEINT, fINHREERSHAIR. R, R
. BRINAIZPEE SR EARHTIRESS, XL TR,
— L EREAERZETARPINRANME T ERMERAEE, ATTSEAETEK
AEZERSEITEATURER, BEIrESERET, SREEEREE RETEE. &
(antt, BREYERREHEEFTEINERINLT, PN IRRAOBHEAIa. BEML. B
. BRINRIFZPEE SR EORHTIRBSS, XN TRZMENTET.
FERAEGEYFINENIRERSDWMEER, MM TR RIS IR MIEL
=EE, WEFEEREZEERIIA. BT DNA SABIIMIMEE XA EZNRE,
[EEZRIARNITRE,
AR ERERERILTMARPRAERR, BERAUTSHARRE:
(1) B RIS ER R TREANESEYEENE, WIEFmERER,
(2) XFTRISHER R TR E MK SRR THEREHITRIA.
(3) REEFNEARP—RABNERDEINELEYEEER.
(4) ARESMAREEARPRENEERRNEN S RIAREBEANEERIE.
(5) BIDHIEFEEARKESSEE RIS, BIREAREHSINENRR.
(6) (EHERSFIIAREERZEYNEGHIERER mRNA NERAEFRFISEIFRIX,

(7) BRFELESERFRAEREXAY DNA F5TH.



DNA # R AN CEHARERINGEIIEASTHNEETR, ERETRSEITTE, FiI)
NFTFHERSIEIE. BRI/ ZNADEERMBRISHNEE. BEFLA. REEdR, LUK
BRI SEERE.

PHTEAZEE R —ARAER

TebE B RVERE (SN F0IE) - R EZRIAEIR-1S BB EBANRA R AR - THit- &
E

TELA pcDNA3 93K, p16 ABER, NMARBAERAISEINEE.

—. HRES

1. HBS(Hepes-buffered saline): 876mg NaCl i&F 90ml ddH20, I 1M Hepes,
8 pH E 7.4,% ddH20 Z= 100ml, pH7.4, JSTRE.

2. ZRRCTER, TIEbRE.

3. IERE SMBHASMBN, BTERMERNERE.

=. BESER

(—)EENER

1. 1R#E GenBank 1t RRIBRIEREFS, ItT G514, FEL. TESHIR S -imo 5!
SINEgYMim BamH I#1Xho I, 47 RT-PCR,

2. EMUSRMT IR, BN THIR,

3. %4 DH5a, RIS,

4, EHLERE, WFRIESE.

(O) EEERABIAIIE

PcDNA3 R HEERFTEFERHNERZFS. ETHiETEARNAREINERNIE

R, LINFRIAING DNA FIRTUERITERERERIAE Y.



E2HFRS pcDNA3 £551IF BamH I#0 Xho I XS]

[EGEN AN pcDNA3 et ER

T4 JEEREIEE

#£4¢, DH5a

[RHIHIE

BamH I 0 Xho I SUESHILSTE.

(=)EEH pcDNA3 3£ SHG-44 78

1. G418 FHERESNIEE : SHG-44 1% TF 24 FLiE5:R—~G418 98I 100mg/L. 200mg/L.
300mg/L. 400mg/L. 500mg/L. 600mg/LAi0N, ZRE 3 EFL, RIEEER 3 S7L.
LA 10-14 KRB ERFE AR NTHIEIRE, 5579 200mg/L,

2, TEREHLSCIGRIRIEFMANE, SFRIERITARE ERIESM BRI RSB IAT
E. WHTHRSRMIBNIAZ] 60%-80%EE. —HRER, 6 FLIBFFM(35mm), &+l 1-2ml
1EFRE 3x105 4HfE. (KIBARK/IMEFIRARES A EXNAREE.
BRRINEEFARRR AR B AR www.biom.cn

RN AEKER (cm?)  KEAO4EIEE  1BARESR ()

HIALEFRM

28 6. 6x10° 5-6
(@60mm)
6 FLIEFFMIR

9.5 3x105 1-2
(@35mm)
12 FLIEFFR

4 1. 3x105 0. 5-1
p22.6mm)

24 FLIEFIR 0.5 0. 6x10> 0. 25-0. 5



(@8mm)

3. SHG-44 fBEREESR

1) BFEX, IMARERA/ DNABEYMZRIAVERERA, Bt 1ml FEa0a M7l
=

2) EFAEELAIRY DOSPER/ DNABEY), LIBEESNMIERNRELLS. @ BRA:
FH HBS #%%E DNA(pcDNA3, &4H pcDNA3)E 1.5ug EEYAFR 50ul(30ug/ml). @iaik
B: A HBS % 6l BERAZILATH 50ul(120ug/ml), GRAETEE AN B, BRERS(R
EifR%), =RMFS 15min, LAMERERA/DNA BREVIFIRL.

(3) AEBEEFE, FEIA 100ul JSRA/DNA BEMMNEARFL—BRIS—8), 00
LTS EB e i
(4) 37°CiiF& 6hr,
(5) 6hr SEE#EELZUEFE, MO 2-3ml FifFERKIEFRE.,
(6) 383 24hr [FRENNTHIRES], MRS G418 FEFEESR.
4. GA18 fmik: 1£ G418 TREikRE MRS 14 Xig, PkHERRE, ¥ AEHA, FEidE
# pcDNA3 B SHG-44-vect, FiRXJERELMMAD SHG-44,
(—)IBIEREE
(1E[F4H DNA 2B —PCR EEINFEE
(2)SHG-44-FE4H pcDNA3 [BHE4AHE. SHG-44-vect 2R RGBSR K — S ENIE
457 P16 EHFIA(Western-blot),

) MEINEMEFERT SHG-44 HiEIEERIF/N



RO SHG-44, SHG-44-vect, SHG-44-F4H pcDNA3—BEMEER—70%
EHEEIE — 2R — R IR EE B~ MU RTER B — LT G1 HAFD G2/M. S HALY
1,

QLK MLNE: SHG-44, SHG-44-vect, SHG-44-E%H pcDNA3—5x 104/FLjEFH
24 FIEFR—24hr [FRE AENRREHTEHHEE - ITEMEREIKDEHR S =R,
QUIFIS TR RS SHG-44, SHG-44-vect, SHG-44-F4H pcDNA3—104 4RiE
—0.3%(RIERIFAENELEFE— 1 -2 ARTHA R AT 50 NMAREASefE 2 — Tt B e R A2 AR
B,

=. FEER

1. JUEERFHERIARIFE. DNAZE,. AEEE. ERAF DNA BRESHESHE)E
MABREFIETRLY T T, FATHERIRBRN SEAMY, ERMENSHR, MAERIEEX
&, IRBERRERMNELESM T, X2MRIRENME. (B2, ISRIRLANAERA/ DNA
IREYTT RIS RRE.

2. FRERERA/DNA BEMIWIETCILE N T, (BE2EMERIBERA/ DNA SHE5H
R ERERES, MBNEEAEN—ERS.

3. TERERCRIRIGIESRE, FIIRSRRRER, (BRTAEFEYAR 37°CHUR.

FEERUS/ DNA BEYIN SZFEIIN, REJseRiF—2, MEFRM—B0F5—a, BNz

REEEFRN, LBRISS DB R BEERE.



