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Isolation Different PML Isofoom by PCR Analysis
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Abstract M L ( Prom yelocy tic Leukan ia) gene is bcated on chranosome 15 and canposed of nine exons More than
wenty d ifferen t M L. sofom s have been discovered and categorized in b seven groups by difrent splcing pattem  In o
der to ndentify different isoforms of the ind vdual gwoups five pairs of prin er were designed b be used for sofom-spe-
cific PCR an plification accord ng to the sequences at the C—term malof PML gene Analysis of the diferent sofom s was
based on the presence and the sze of he PCR pwduct anplified by using all the five pairs of prmers Contwol expert
mentwas done by analysis of a pc DNA3. I-GFP-PML plasnid which & known to be MLIV. In additon, PML &ofom
in a liver cancer cell line QGY 7701 w as detem ned to be a m kture of MLII and M LV by the sane way In concl-
sbnp PML kofom of the seven goups can be chssified by sinply PCR anp lificaton using the designed fie pairs of
primers
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UL RNase DU 70 RNA
1.2.5 #4#%
5HL RNA (1Hg) 2L Olgo(dl) 18 RN ase 12. 5 181, 70C 10
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mmol/L. NNTP 2. 0 BI, RN ase 0.5 U, MMLV 1 HI, 37C 1h 93C 10m in MMLYV,
, —20C
1.2.6 PCR¥
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BT, 25mmol/LMgCh 2. OB, 50 pmol/HL 0. 5ML, dDNA 1.OML pfuTaq 0.3HL PCR
94C Smhn 94°C, 1mn; 55~ 58C ( ), 30s 68C, 30s 35
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2 4
2.1
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Table 1 Primers designed for analyss of PML isoforms Tabl 2 The absence/presence and the size of the PCR products am plified

by using PML kofom specific prin ers

Ta up $ - GGTCATCAA GATGGAGTCTG - 3 ML
7a down 5 - ATCTGAGTCTTCCGAGCIGC- 3 I Il 1 \ i V1 Vi
7a up § — GGTCATCAA GATGGA GTCTG - 3 () TR 0370 237 bp 237bp 237bp 237bp 245bp (- )
7b down 5" = TGTGCTCTCAGCAGAGACTG- 3’ 7a down
Ta up 5 — GGTCATCAA GATGGAGTCTG- 3 (2) Taup (=) 35bp 400bp (-) 1000bp 367bp (- )
8adown 5 - ACIGCTGCTGTCATCCAGC - 3 7b dovn
Ta up 5 — GGTCATCAA GATGGAGTCTG- 3 (3) 731;)1) 279bp (=) (-) 279bp (=) (=) (-)
9 down 5 - GCAGCCAGCIGGCTAATC- 3 8a down
g > 7
Ta up 5 - GGTCATCAA GATGGAGTCTG - 3 (4) 93d11P 425bp (=) (=) (=) (=) (=) (=)
6 down 5 - AACGCGTTCCTCTCCCIAC- 3’ own
Taup
(5 1P (L) () (5) (<) (=) 25k (-)
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QGY=-7701 RNA, cDNA, , 2B , QGY-7701
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Fig.2 Detection and analysis of PML isoforms in QGY-7701 liver cancer cells
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