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WE i RT-PCR B T W EH TR MR (Ha) 4K RNA, JFXHK v B RT-PCR 4 W AT T
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- PRy« SO Pk g B SRR T RNA, W7

PGB RNA Fidh; BLIE RNA B, 7600 RNA Bl 0000 56 s B 4E R, O O BE cDNA; 4k 4k
LU cDNA HEHT, FIA] 32 mer SERATEE G4, 7 Taq A1 Deep Vent DNA £ B85 1945 ] F L4 PCR

g, £RE 7.4 kb (8.
FEiA WHME S, 41K RNA, RT-PCR i
ZR4SES R512.6, 0522, R977

WO PCR ¥ 1 DNA B Z IR T
3~ 4 kb, fi CATHRIEY KT 42 kb ADNA 1
22 kb A B BRE EHEIH R B A
RT-PCR, H 7N RIER Y4 2.6 kb 177
BY?), EAMRIE AT 9 kb )T BRD, B
ZAEE WA LLS kb R By BN AR S, Al
ks it, K BERT-PCR 4 8RR B RT-
PCR 4" 3975 J5 ¥ _E & AH W), (HAE S PR i AE
HVF 2 2 158 PCR 4 1 (9 2% 11 91 AS i il 2
KA B PCR ¥ 1. e MR AL BERR 4, M g™
WEE, Taq B, SRR R IGIEIRM K
T3 kb [ PCR 729, PrUALEsERR N AR, K
JrEX DNA ) PCR 9™ 975 22— 5 5 v BEA R
HI9 59 %A, AR SCE XK 7 B RT-PCR ¥
SO AR 74
1 #RFI7E
L1 ##

93 BE ok # BK (Ho) el o B B 22 B o2
B B W 1 2 2 e o B A3k, #RMRIICY Sigma
2]k, W ok M DNA R G WA
Boehringer M annheim 2 % f#, Oligo (dT)
i Sybersen (USA) 2w, PCR 5|4
Sangon ( Canada) /A # &k, PCR {4 Bio
RAD 2w 7% fih.

1.2 A%

1.2.1 Ji#E RNA M8 HG  HUW 25 80 &
Pt Ho M35 )5 2 L, DOUE 2 B Chomezynski
Sl P (AT Esh) AT RNA $RHL
1.2.2 WGk N 4% 0 5 A5 (1 v R i
Fa sl 1. S-TTTTTTTTTTTTTTT-
TTTAT-3. HUAT & % % RNA 5 ul & T
200 K1) PCR 4789 & HI/ME ., A 100 pmol
P51, &1 65CAE 10 min 5, LHIE
TUK b, N 10 x 3 S 2% ph i 2 ul,
1 mmol/LL 4 x ANTP, 20U RNasin, £ 50U
ExpandT"‘I Reverse transcriptase, K 42 2441
20 Wl R4 G 42 CHLT 2 h.

1.2.3 PCR ¥ 4%

a. W #E4F5] PCR ¥4 %Pk 5
SR TR A RS 2 FE 1 3. 514
2:  5-TTCAAGAGGGGTCTCCGGGAATT-
TCCGGAGTG3 (1~ 32); 514 3: 5-ATT-
TATTTACTAATAAAAGAAATAAACAAACC -3
(7451~ 7482). HU LR Wi =4 5 wl & T
200 HI f] PCR ¥ 34 % /N N, A 10 x

LB A B A EOE SR, B 65003 1.
3 I RN
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PCR 2% /¥, 350 pmol 4 X ANTP, 350 nmol
519 2 #5141 3, 8U & Deep Vent #) Tag DNA
BAH, RAJEE PCR U7 %, 1§55
¥: 96C 2 min 1 NMEFH, 93C 10 s, 69T

50 s, 72C 15 min 10 &3 ; 93T 105, 69T -

50-s, 72°C 15 min (XM 20 s), 30 &
. RBIFEYIE 2 pl F 0.8 % AR N B B s 1K
. ' :

b. ¥l PCR ¥4 #%555 %0 sy
HHEM3 Y 4~9. 5319 4: 5-TTCAA-
'GAAGGGTCTCCGGGAATTTC-3" (1 ~25);
3l ¥ 5. 5-CCAAAGAACAGTCCAGCTGTT-
AATG3 (642 ~666); 5l # 6: 5-CCTA-
GATCAGAGGAAGATAAAAGA-3" (3078 ~
3101); 3l 4% 7. 5'- ATCTCTTAACCAGT-
TGGAAAAACTC-3" (3995~4019); 3141 8:
5'-TGATGCTAGTCTTAGTCCATTTATG-3’
(6691 ~6715); 514 9:5-CATTAAACAAAT-
CATGAAAGGTCAC3" (7398 ~7422). Lk
PCR =% 1: 10 HBEER 2 pl #5IE T =4
PCR % R/MEW, A 2.5 1l 10X PCR &
¥, 250 pmol/L 4 X ANTP, 350 nmol/L. 5| %) 4
55 516573514859, 2U Tag DNA
BE®, MKE 25 4, BAYEE PCR {UHLT
P, EHRBE: 96T 2 min 1 E3F; 93T
30's, 55C 30 s, 72C 1.5 min, 30 ~1E3F,
1x72C 7 min 1 MEH, KM= 2 ul
HEAT 0.8 % B B W 5 e el kR

2 SRMTE

2.1 % RNA HI8RR

HHANH, IERRESRESS, B
HEEESY2Z 10 000 r/min B> 25 min, %
TR — B RNA, 836 RNA X345
HREE RNA, 2 1.4% 35BN 5B B ik 40 47,
% RNA K/NE 7~8 kb {8, 53CHRiRE—
B, FEEH RNABHML (B 1). ZrkEs
T4 RNA 755, FrTE4 T RNA BEREHE
KIPLS, HIET B RNA R R

BEl1 HFFHE RNA SHE R R ik A i
1. B RNAZ RNase 54 ,37C1h;2 ./ F
RNA; 3: XER4Hf RNA.

2.2 HHEHLFZ RT-PCR ¥ 3
54 1, 7 RNaseH 16 A9 % %
BERT, &8 cDNA, 3HLLIHEE DNA i
], 32mer EHEFBRNFIY, & Deep Vent
B TagDNA R A B WMIEHRT, ¥ 8 3
7.4 kb=, HKEBRSTHHARF (B 2).
R %R 3%, S AR5
13t 25 RT-PCR ¥ ¥ =¥ #1741,
HGRNE 3, HAEBK/NGH R 666 bp,
939 bpfll 731 bp, HHIFH| 3.
2.3 KF3 RT-PCR ¥ A LA @8
®ui PCRY BB RMERMBREL, HEK
FF3) PCR ¥ 3w, BT 38 % R & Y R Z AL,
AT LA MR
2.3.1 #tR: DNAEREXKFF) PCR Y-
BENE W ILE 3, 2 ng BREHAEEET
WEMRE (H3%38), HAEREXE
100 ng LA LB, ABEIT 7.4 kb B PCR =%
(B3%2%i#E). BMPCRERERFE 0.5~
2 ngl®, BRGEREV KA E PCR Y HFE
MRELHH PCRYVHEREES. KFEH
RT-PCR N EEX G WA AT R
e F g R T PCR b, %55k R
EYLEETE, NEBT 4C, GENREY
Wk (F 3% 43%E).
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B 2 %5 RNA RT-PCR P35 A8 5 52 Ak i ik B iy
(a) HAV (H,) %2 K% RT-PCR ¥ =¥ &M, 1. ADNA/Hindll; 2: £FFIY ™9 (7.4kb). (b) £
BH P Y PCRE I . 1 :\DNA/Hindll + EcoRI; 2: 31 #4558 ¥ =4;3: 31965789 ™= ;
4: 5|85 9T H=Y.

2.3.2 F§: R AKX RNAase H 0¥ 7% 5% B fn
4 Deep Vent B4 B Taq DNA R4 B X 1Y
PRKFBARELEY. E3 R, AEE
P RS E Taq LY ™Y (K358
5, 6 TkiE).
2.3.3 B5IYKE: RABEEKN PCRY A
18~24 mer 5B ABK B PCR =9, B
3% 7 WKiB A 25 mer KIBIMY H H, DNA £
KHMER, REBARREET ™Y, B3P
KEWMB 32 mer, Fof, ABBARESR
69CH:, BBEIT 7.4 kb MY #&™¥).
2.3.4 BEHSH: 7£ PCRIEH AP FIGE
AR RK A B PCRYV B RIINEEZ
—, MREBHEEERE, DBFERZHR, [
AHE YR IEMEE, URBRAFBE™Y. &
RATIREF, 94CAH: 5 min B BF FEFHE
V=Y (ERXER), HEE2 min AY
BRT; AR EHR T 15 min BARBKREY
wr=d (B3, JkiE3). _
Bt EaRAAHRL, BHT 7.4k
FPHIR B &k : R RNase H M
Wi R EEE B cDNA, % cDNA R BAR 89 A
B0 100 ng, #F 33 mer 5| ¥, £ Taq
Deep Vent M/ERI T #4178 8L, MBS EKXT

15 min.

3 FRAFEEGTHCFT PCR I ERRMR M
1: \DNA/HindIl; 2: &R &MHF RT-PCR ¥ 3%/
Y 3: 2ng MREY W™Y; 4. BEREKLEEY
Wy, 5. LEXLEE R RT-PCR U #™~4); 6:
E Taq 8§ PCR Y38 7™=%); 7: 25 mer 514 PCR ¥
W, 8. IEAPRLE 10 min MY Y. B

BB &G, H&HHS5BNAH 3
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7.4 kb fulklength ¢DNA of Hepatitis A virus
(HAV) Hj; strain was amplifyed by reverse tran-
scription and polymerase chain reaction ( RT-
PCR). HAV H; was precipitated by antirH,
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 Taq 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 Taq DNA
polymerase.
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Abstract

blue green algae broken over a longer time than

When the thylakoid membranes of

usual by sonication were solubilized with low
concentration of LDS and subjected to discontin-
uous SDS-PAGE improved at 4 C,

ing chl bands for the first time was resolves.

15 contain-

CPal-CPab6 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 PSII. The
resolved capability to PS I of the new system
were 3 times of the popular ones.
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