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WE AdRT-HCREAVMTREHARTHESE () £ RNA, K ABE RTPCR Y WHETT
FEREHEY,. RAOLESRRERT,; SBRN-BRER. B —$2 284/ E RNA, 778
FRERBMRNASS; LU RNAMEER, X RVNABMNESEBENT., SHEE DNA; 2%
LA eDINA M, FIF 32 mer BEFRES|H ., 7 Tag fl Deep Vent DNA EEBMEN T #1T PCR

i, BE 7.4 kb oI =,
xX#Ea BESE, £ RNA, RIPCR I
EHSES RS12.6, Q522. R9T7

HMPCRIVEDNA FEBREERT
3~4kb. BIECHIMEHEL 42 kb ADNA F1
kb AXBHEEAZAEL. RKFEINW
RT-PCR, AREHNAMETI # 2.6 kb K
B, ESMRETY H#E 9 kb WA ERE, B
EEAINNU S kb BV MR NER. &1l
Kiik&R, KRB RT-PCR ¥ H##4E H B RT-
PCRY W FE FRHEFK, HEXRFRE
PFEHREEE PCRYVBRKEFFERR
KEBPCRY M. ¥ Efg, M2
HE, T, FPBFHEBEERBL
F3kb W PCR™=4. FUEZEENAS, K
FEBDNAK PCRYVHMBE-ES5EHEARF
Bi#EHd. AXEENKAFB RT-PCRY
B R E R FITEIT.

1 WRMAE

1.1 HH#

HHmEEEsE (H,) arEEZR S
RREEEZLYHRFRM, MY Sigma
LHEHFR FHRERMDNA RSB Y
Boehringer Mannheim £ 8] P &, Oligo (dT)
B Sybersen (USA) £ 84 A, PCR 31 ¥ &
Sangon {Canada) 4t 8] & A%, PCR {¥ % Bio
RAD A &= .

1.2 A&

1.2.1 HERNAWER: BUREERIIR
fLH, M#EGEHL, E2S R Chomezynski
2w (REEME) T RNA R,
1.2.2 BHERRE. #5EE %008t
HAE& RS ® 1. S-TTTTTTITTTITTTT-
TTTAT-3", RETEHE M RNA S ul BT
200 plfY PCR P iEERAED, A 100 pmol
#5141, EF6SCTEM 10minf5, wHIE
FHE, MA 10X BEFZRBE 2 o,
1 mmol/L 4 X dNTP, 20U RNasin, 1 50U
Expand™Reverse transcriptase, 107K 5 &% 4k 81
20 pl. REAE NLTHF 2 h.

1.2.3 PCRV#%

a. FFmE2FEPMPCRY M, HKS
B ttFa s 2 ME 3. 3y
2: 5"-TTCAAGAGGGGTCTCUOGGGAATT-
TOOGGAGTG3 (1 ~32); B[ # 3. 5-ATT-
TATTTACTAATAAAAGAAATAAACAAACC -3
(7451 ~7482). M ERBHEFZ~Y S ul BT
200 pl B PCR ¥ S R/DMEWN, IMA 10X

VR EERAEYHTE, BH 650031,
VEMBREA.
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PCR £ ™ #&, 350 pmol 4 - ANTP, 350 nmol
54 2 #5149 3, 8U & Deep Vent #] Tag DNA
Bom, BRYEE PCR #TY ¥, HHFS
¥. 96C 2 min 1 {E3F, 93C 10 s, 69T
50 s, 72°C 15 min 10 ~&¥; 93T 10 s, 69T
50s, 72C 15 min (H{&WEM 20 s), 30 M F
. OREHE 2 ol T 0.8% SIS B ik
.

b. #8 PCR 1% . #&EESCIHRIE
HHESH3IH 4-~9. 314 4: 5-TTCAA-
GAAGGGTCTCCGGGAATTTC-3" (1~ 25):
314 5: 5-CCAAAGAACAGTCCAGCTGTT-
AATG3 (642 ~ 666); 3% 6: 5-CCTA-
GATCAGAGGAAGATAAAAGA-3' (3078 ~
3101); 314 7. 5- ATCTCTTAACCAGT-
TGGAAAAACTC-3" (3995~ 4019); 5[4 8:
5" - TGATGCTAGTCTTAGTCCATTTATG-3’
(6691 ~6715); 518 9: 5-CATTAAACAAAT-
CATGAAAGGTCAC-3" (7398 ~7422). L
PCR =W IO BBER2 pl #AIBF=1
PCR ¥ H/MER. MA 2.5 ul 10 - PCR &7
# , 250 pmol/L 4 ~ ANTP, 350 nmol/L 5149 4
55, 51896 57#518859, 2U Taq DNA
BEME, InkE 25 ¢, BYEE PCR {{#1T
i JEFZH. 96T 2 min 1 FF, 93T
30 s, 55C 30 s, 72C 1.5 min, 30 4~#3F,
1-72C 7 min 1 063, B ER2 ol
AT 0.8 % FUE B8 e el Dok W)

2 SRMTE

2.1 % RNA AUHREX

RAD H DR SHES S, IR
FikE S92 10 000 r/min B L 25 min, FFig
AEH—#FERE RNA, 38 RNA X35
FEEE RNA, £ 1.4% 508 9 88 B i ok 21,
P RNA K/PMET7~8 kb B, 5XEBRE—
M, FEY RNABEHL (AL). BHERSD
THf RNA 755, FEE AT RNA BFREHE
B2, fRIET BT RNA KPR .

M1 RT3 RNA S0H BN REE ik i
1 B HERNAB RNase # L . 37T 1h:2: &
RNA: 3: HHHIR RNA.

2.2 PFRELFY RT-PCR I8

HRSI 1, X RNaseH FHE 2R
BERAT, 8/ cDNA, JFLUEE DNA A
#, Rmer BB FEBASIY. £ X Deep Vent
) TagDNA REBHEARAT, ¥ ¥ EH
7.4 kb4, mikEBRSEBAMHNT (B2).

FR BEAREE 3 0., S5 3 o (8] FF 7Y i 1
¥ %f & FP] RT-PCR & 1 =¥ B b {74 1,
ERALE 3, HRABEKXKADaH K 666 bp,
939 bp#1 731 bp., SEFFI—3.
2.3 KF7F] RT-PCR # M &AL o) 8

gy PCRY HMERHWERBE, BEK
FF3) PCR &ieeh, B T 38 il & 6 R Ah,
(N IN=Yk o3 ey
2.3.1 Hix: ODNABREEHKFEH PCRY
HRERNERNLE 3, 2 ng EHREBEHFEESED
HENRRE (A3F3H), HHEREED
100 ng L ERF, 483 T 7.4 kb ¥ PCR =4
(A3FE2%E). EAPCRERBHFTO0.5~
2 nglf), LREREWKRSEPCR I EFHE
BERBIEEMPCRY MEREER. KF5
RT-PCRY - EEX G HEMKNHATE
e PR KA T PCR &R, Mt 2
ML EEER, MET 4T, RETNREY
aEm (A3845%E).
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(a}

(b}

B2z 5% RNA RT-PCR 7= ¥R A58 RS B ok Mk
{a) HAV (H,) H42FFI RT-PCR ¥ #E=% R, 1. ADNA/Hindlll; 2: SFAFHEEY (7.4k). (b £
FRAFEEGAPCREN. 1 ADNA/Hindll + EoRI: 2:5| B4 558 My 3.8l He578 M=,
1: 3R 0 i,

2.3.2 M: KA X RNAase H ¥ 5 B
& Deep Vent S BH Tag DNA ES WX #Y
KA ESRLGEN. W3 KR, HEE
BB LR Tag BTN (B35
5, 6 3kiH).

2.3.3 FIMKE: ERMEEMPCR I KR
18~24 mer I B R KA B PCR ™4,
3FTIHIEA 25 mer BT H, DNA £
KHER, RESIAERET B0, ¥ 9
EEHEMA 32 mer, FA, WEBAXBEESE
69C B, FAIT 7.4 kb BT 1= 4.

2.3.4 WIFZ¥. F PCRIEFFAHEMEM
BHEEEFEREAFE PCRY B RIMEERZ
—, MRBEETHRE, DEERZH, [
Bf IS MEE A REfBf ], LIRE AR BT, &
BiNEE T, 94CTHE S min HERFRHERYE
FHEY (SRKRER), FEE2 min AY
Mg Th; IEMEEET 15 min HARRERE Y
W=t (E3, kil 3).

W B drifd, BHYE 7.4k
FRHBIE S R: RFHX RNase H B
W FBE S B cDNA, &% cDNA # i # t g B
24 100 ng, tFF 33 mer 3149, # Taq M
Deep Vent BIfER T #E47-6 1, REMRS A AT

15 min.

M3 FEFNRETEET PCR I HERHER
1: \DNA/Hindlll; 2: B& & T RT-PCR ¥ ¥ 7=,
M 3: g B BT =M, 4. BHEEKRERY
Wy, 5 EEAH AR RT-PCRET MY, 6
¥l TagM PCRYHEFE=; 7: 25 mer 518 PCR Y
W 8 EMEE 10 min BT %8 . R

% 5k, HikHBSRRESF—R.
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The RT-PCR Amplification of Full Length RNA
of Hepatitis A Virus H; Strain. ZHOU Xiang,
TAN De-yong, LAI Jian-hua, ZAN Rui-guang
(Department of Biology, Yunnan University,
Kunming 650091, China).

Abstract A method for RT-PCR amplifying
long fragments 'cDNA was established and the

7.4 kb full-length <DNA of Hepatitis A virus
{HAV) H, strain was amplifyed by reverse tran-
scription and polymerase chain reaction { RT-
PCR). HAV H, was precipitated by anti-H;
serum specifically, then the RNA of HAV H,
was isolated from this precipitation by acid
guanidinium  hydrochloride-phenal-chloroform
extraction. The first-strand of HAV H, cDNA
was synthesised by reverse transcriptase without
RNase H activity, then was ampliflied by PCR
using the 32mer primer and the Tag DNA
polymerase with Deep Vent DNA polymerase.
For obtaining longer PCR products, it is
necessary to prepare high quality RNA and
employ the longer primers and special Taqg DINA
polymerase,

Key words  hepatitis A virus H; strain, full
length RNA, RT-PCR amplificaticn
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Studies on Separation about Chl-Protein Com-
plexes of Blue-green Algae. LI Tong-zhu
( Institute of Botany, The Chinese Academy of
Sciences, Beijing 100093, China). .

Abstract When the thylakoid membranes of
blue-green algae broken over a longer time than
usual by sonication were solubilized with low
coneentration of LIS and subjected to discontin-
uous SDS-PAGE improved at 4C, 13 contain-
ing chl bands for the first time was resclves.
CPal-CPaf of them had similar absorption spec-
tra. The fluorescence spectra of CPas at 77 K
were very similar too, all having a emission
peaks at 685 nm. It is concluded that 6 CPas
were chl aprotein complexes of PSIl. The
resolved capability to PS Il of the new system
were 3 times of the popular ones.

Key words
complexes, resolution, absorption spectra, fluo-

gel electrophoresis, chl protein
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