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Distribution of DNA and RNA in the Yolk of
Fertilized Eggs. LEI HarXin, YU Lei, SUN Lr
Jun, CHEN Chuw Chu ( Institute of Biop hysics, The
Chinese Academy o Sciences, Beying 100101,
China) .

Abstract By the investigation on different regions of
the yolk of fertilized eggs, it was discovered that
DNA and RNA were widely distributed in the yolk.
DNA and RNA in the yolk were quantified by the
method of fluorescence spectrophotometry with the
reagents Hooechst33258 and RiboGreen respectively.
The results indicated that DNA was uniformly
distributed in the whole yolk (about 65.7 Hg/L) and
it was most probably that the DNA was contained in
the yolk granules; while the distribution of RNA in
the yolk showed another pattern: the amount of RNA
in the superficial yolk beneath blastoderm was about
0. 43 mg/ L, which was much less than that of lateral
yolk (2.87 mg/L) and vegetative pole (3.63 mg/
L). The significance of the existance of yolk DNA
and the unique distribution of yolk RNA remains to
be elaborated.
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K2R RHIDCHT R, SR, HRSER, LR, G

FRSES Q785

A I 8 (adeno- associated virus, AAV) %%
POE T A FE M SE I He B 404K, AAV JE 417> DNA
WiEE, JE 4K 4 700 bp. FEE AAV FAKET,
LASR U503 [A] 1) 2638 B2 51 G AR AAV 19 4 14 ) 51
(rep/ cap FE[Kl), SUOR TR ILIE 41 i1 145 bp 11
O BRI . B e S A e ——13)

GRS (ITR). 4 AAV 84K 54 AAV 4%
i 41 ( rep/ cap) FE &l B J5RE 36 B 4% Al 1B 99
(MR ) YL 293 40 i, BPfEdR R, &I
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AR EH AAV IRFFR. AAV BRRERA
BRI R ER S TS NARERA . Fok
BRYAYT I H MR EZ R4l b B H L RN
MEDIFENTFRERAR THNSYS, BHilt,
FKAZEFEARFER DNA FFIEBMER. HER
HRARBRAPEE EAEREK, FmEERSREY
MREAKE. HTEIMBENFX KA BERN
REEATZAMMERANERER L, R
DL AAV hEfk, D pREBEARXENEER, FE
EPhiEEH (Neo) Nifititr&, WET AAVE
Hik. ZMBEHRFLARYM (MEL), 2 TER
BAHRE.

1 ME5HE

1.1 FEHH

AAV #E k& (pAVS3) 55 BI R K. (pAAV/
Ad) HEERREEN B LBE. Hi k.,
e, BEREMAMR G A ZRE. BN IR,
B4R . T4 %W H Promega A A, DMEM ¥;
FHEWH GIBCO A F], BEHHE#E («¥PICTP)
W E W HEA .
1.2 FEFE
1.2.1 BHREARREBHRER AR

DNA 9. B, ER . FiH#E Sambrook
i AT
1.2.2 FREEHRCESRERHENE

BT 10 am FEFE LA 293 40K Z 80% il
4 (confluence) J&, FHYRT4 h, FIRLEHEEHN
10 %R (AdS) JR3L 203 ZiME. BX 10 pg AAV
FAAF 10 pg pAAV/Ad i B BB SRR 55 I UTTE
BEYL 203 4. 8 h /G, #H&E DMEM HF K.
BFH40 hE, WM. 28K 3 K%M, 56T
KIE AS FRE 30 min. BOBE B, 4%,
—20C1R7F.

REERWIE 1:10 HBEM T 5x10° HeLa 4

M. Bt RE, 1:10 5408, 24 h)E, MAS-

500 mg/L G418 i) DMEM #53: ¥, vk 10~14 d
Ja, BTk, AR WE/CFU-ml™ =
G418 Ptk TR < R M B R < A A AR 5L,
B EA AAV R
1.2.3 HARFRK T MEL 41/

A 1x10* CFU/ml FEADRE 500 pl 52X
10° MEL 40 t8E 5% 24 h, YE¥kE, A& 1 ¢/L
G418 1 DMEM 1 R &, %A 2 X 10° ##

F 24 7LER 96 fLiRH, 10~14 d 5, BoitE &S
BERTIEY Y, SEIFEY .

1.2.4 ZAMuFFEA DNA #2505 DNA Pl Y&
Sambrook JEEHEAT.

2 & R

2.1 BPHREAEARBEXFEHEHNREER
HIEN AAV BiEA R, SEMER T X REEHR
MK B REAERETE _NT FHRIFIIR 3
BERTFEH], 318 2.0 kb BHRBEHEN AR. AR
A 545 341 bp A FRMEIEF B HS2 MiE, 3
METBENHENR (Neo) HI%E, A AAV H
1k pAV53 18 B E 40 Kk AVS3HS2ARNeo. 41 R 3
BT H2 F B B EARFRELRAA R RIE
£iE, BiEP ITRHE AAV BEKR. ZHl. &
HREH AAV KE (B 1 ME2). BetaRkis
BAREHE N 10°~10° CFU/ml.

Ad Ad
ITR{Rep {Ca ITR

B R (PAAV/A)

Xba 1 3.4kb
L R
B 1.0kbB 2.5kb B
L 1 . 1
Xho 1 2.4 kb Xho 1
L 1
BamH]1 BamH1 BamH 1
ITR HS2 AB2 Neo IIR
B —

AVS53HS2ABNeo (3.8 kb)

E1 BREXFESAGK AVSIHS2AR2Neo SHEIE K
pAAV/Ad TEH

E2 AV53HS2AP2Neo EH k) BEL] %
1: HFEESFICNVBstEL; 2: Xoa I 8Y); 3: EoRI
BYl; 4 BamHI1 EY; 5: Xho I B,

2.2 PHEOEEFRBEANSE MEL ABPES
F DNA EPis & AV53HS2ARNeo HIHE AR
A B, X BUREHSHRERA
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DNA, DA AR HEFEKE W& TR #ITAR.
RWE] 2.4 kb + 548 7] B UI 09 BRI B — B 2%
M, VLB HS2 M1 AR2 BB e #% A4 F MEL 41
M. B BamH 1 BY], DI HS2 F AR BB A&
FIFIWERETHATIAL, BRER: BN
PISEP0 2.5 kb A1 1.0 kb ZAH, SHk:
MR-, #—FUEELE AAV KBRS, B854
RERT. PHREARAAFERERRNC SR E
HBREMELAM (KA1, B3ME4). IHEE
MHRFBOEST MEL fIlRMEREA S, HEHAR
HEAAPFERNBEUIN SN NI Xoa 1 Y
A FRER AR RREMERYA DNA, DL AR2
M NS FRIIMERS, #47 DNA EIESR.
it b, RN Xoe 1 BEYIMELRFH DNA
RFBEHETES THMEREANARE NS L,
DNA 2 HKEAR/MF 3.4 kb (B 1). &RIIW
SR EAM IR T T AR B K AR B Y
KF 3.4 kb 384, HEEL AVS3HS2A32Neo %
FEAKLSRFBRICREES THRARYS (A1
ME'S).

2.5

B3 AV53HS2AB2Neo B A &) DNA ENiEE 5 #
1: BamH]I /Xba I BEYIMAZEE 4 DNA; 2: BamHI B
P BIAVS3HS2AB2 Neo A #L 53 : Bam H 1 B Y1 B
AV53HS2A32Neo %A 14 B L F 4 DNA.

B4 AV53HS2AB2Neo A K & 1) DNA EDiES #7
1: BamHI 7Xba 1 EEYIM AZEELA DNA; 2: Xho I BEY)
B AVS53HS2AB2Neo R BL3 ;3 : Xho 1 BB U0 19
AV53HS2A32Neo ¥ A 41 fi B K 4 DNA.

#

B 5 AV5S3HS2AB2Neo EAHKE S DNA BN H7
1: EoRI BRI AREA DNA; 2: Xba 1 B§YIA9 MEL
MEEEH DNA; 3~6: Xba 1 BEYIAY AVS3HS2ARNeo
BAEMH 1% ~4% MEL 4085 BRI 4] DNA.

3 3 it

— B (YT A EE L R B A SR R R KO
EEFENSTROERFINSS, pwEaR
H%. PHREAREARIIHAHRSNIHEESM
BRPILES, MAREREREE, mETHR
RVAMEAY, SBEHA RVIEFES 4K, &
HEBI T AAV Bk iy T AR R AIZE DNA KR

B, REREAMFEEA, ReHMEE RV R
& FARRE T3 RNA S5 iRPFE . Fpikim™

AR, EHE. RIS RIEL T AAV WiE
BEE, FEREORFBRERE TR I+
FxhH—EKF EREH mRNA. [FA, WEK
P R R AR UM A TR E
HE, BAmBEMNN66.7% (HERER). B
I, XFHFE RV kT Esk B B4R ER E K
RE, AAV B HBEHBRE T - REN
EREBRYE. CFHLREFRIEE AAV B4 T
L H R RERN ZFHAS PRI EREEXE
BIFKFRZEESY), BR T RN AR,
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Stable Integration of Genomic Gene of Interest in
Mammalian Cells Following Adenc associated Virus
Vector Mediated Gene Transfer. LI Bin, LIU De
Pei, WANG Jing, DONG WerrJi, GUO Zhr Chen,
XIA Wei, LIANG Chich-Chuan ( National
Laboratory of Medical Molecular Biology, Institute
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Medical Sciences & Peking Union Medical College,
Beijing 100005, China).

Abstract An adeno-associated viral vector containing
erythroid enhancer ( HS2), genomic B-globin gene
and neomycin resistance gene was constructed, then
packaged into recombinant AAV virions. Southern
analyses showed that recombinant provirus genome
steadily integrated into erythroid cells via virus trans-
duction. It was suggested that an adeno-associated
virus could mediate stable integration of genomic gene

of interest in mammalian cells.

Key words adeno-associated virus vector, genome,
gene of interest, gene transfer, integration
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(1 TG 2R 27 b, sl B

HE
Al Sephadex G- 100 ( 11y kEJ2Hr 4325,
2 Bl LR A i
290 32 ku, BN IS pH 2924 6.2, 1E pH 5~ 8,
2.3 mmol/ L. #EMi&EHE ¥ EDTA .
IV frg 4900 o 8 1D 35 1

KEBIA P Y,
ZFRHES Q554.2

AN Bacillus sp. 2 fIBFHGH L (NHy) 2S04 23 8040
alith 7 —

3 MRS RE AN, AT, bR,

3 Md TR A (R PR 3-DG) A SR S
MR Y2 —, JACHAG b 2 Sk i e
Jir Iy AR TIE S A 1A A0 G 410 5 56 1 138 S 2 1 v % B
B AT A, SR A A7 AE S SE
PSS PR, Kato 4511 14 T« 8 JH A0 K
FrRARE] T X 3 DG HATIE A s, (HAERUE
%hm MR ILAROE.  BRATT A T i ik
fHJX.T 3DG A3 583 J 3G M 1 B BE Bacillus sp. 219,
DR B EH A 3-DG ﬂﬂmﬁ’ﬁ}fﬁ’:é‘l.‘[{[ﬂ
%,%%K#%ﬁﬁ.
1 #EFTTE
L1 8
Wk Bacillus sp. 2 A TRE 41 i ik i £, 3
DG $% H A Kato 551 J7 ¥ #6. NADPH 4 Sigma
AP, Q Sepharose FF 24 Pharamacia JiUHe £F,
Sephadex G-100 & Pharamacia ™ /i,
apatite 4 BIO-RAD 7 &, TEMED 24 SERVA *

Hydroxy-

|’<|
14

L NADPH 4l 3- I8 5L B RE R (3-DG) Qi
fits. SitbEEATLETE 0 63.75 Ulmg, 75 SDS- 58 A M ik e ki I o
i RE 25~ 30°C 2 () il £ Ff A2 e
i K LRE B A B R

[, W7 530004)

\Q Sepharose FF Sephadex G-100( I ) Hydroxyapatite
SENEN
SR U, RS T
LA DG 1 Ko A
8.0

60 L R A OB 2R L N- ZOEIT 4G

aifh, s

=]
Hi,

Z 0 Wi 52 ¥ R-250 & Fluka HE 1155 %6 7=
Arc . Bis. SDS . (NHy4) 2803 b #3620 ik 114 3%
Pefh, AR R AR E R O LR AR AR
ARATRA T =5, A0 A EE (K gl
PR BHAALE 2 ) 7= 5. LA 0 = 3 M 4l
A LC-10AT WAHZHT RGN Bt 7] 7= .

1.2 H#

.21 BGdse: BaG e 2% 30k (3], 1
WAL (U)o SO I E 4 1E R BE 4 Bl b
1 Bmol NADPH JIT i R il 1k

1.2.2 AN E: H 280 nm R WG AR PR 2
FEEHTHH 8 A i, R RS S
FEPVIE, DL I AR AR B VERRE 2k
1.2.3 iyl SR ka1 06 5

PR IEBEAT M 2. SDS- 28 P M 8t Jig 4t Ji L vk 2 %
R

Tel: (0771) 3233258, Frmail: xiangp@ gxu. edu. en

WCRE HIBE: 1999-02-05, 12[=1H: 199908 16

3% Lowry

£

(29466012) A1) YRGB H





