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Localization of PML (NLS") Protein in NB4 Cells and
Transplanted Tumors in Nude Mice
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Abstract To verify the existence and location of PML (NLS") protein after PML-RARa cleaved by neu-
trophil elastase (NE), the plasmid pCMV-HA-NE was electroporated into NB4 cells and NE protein was verified
by Western blot. We extracted the cytoplasm protein of NB4-HA-NE cells and detected the PML (NLS") protein
by Western blot. Immunofluorescence assay and confocal laser microscopy were performed to localize the PML
(NLS") protein in the cytoplasm of NB4-HA-NE cells. Then, NB4, K562 and NB4-HA-NE cells were expressed in

xenograft of nude mice. Western blot and immunohistochemistry were done to detect PML (NLS") protein in the cy-
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toplasm of the NB4-HA-NE cells. The results indicated that NE protein was detected in the NB4 -HA-NE cells and
PML (NLS") protein was verified in the NB4-HA-NE cells by Western blot, which demonstrated that PML-RAR«
was cut successfully by NE. Immunofluorescence assay and confocal laser microscopy showed that the PML (NLS")
protein was localized in the cytoplasm of NB4-HA-NE cells. Meanwhile, PML (NLS") protein in nude mice was
expressed and localized in the cytoplasm of NB4-HA-NE cells manifested by Western blot and immunohistochem-
istry, while PML protein was almost localized in the nucleus of NB4 and K562 cells in nude mice. In summary, the
pCMV-HA-NE plasmid was successfully electransfered into NB4 cells and PML (NLS") protein was verified to be
in the cytoplasm of NB4-HA-NE cells with the use of Western blot, immunofluorescence, confocal laser micros-

copy and immunohistochemical techniques, which could provide new evidence for early diagnosis and treatment of

acute promyelocytic leukemia.
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tex 30 s, TEYHHITTIE 76 AR T7 H 0 HUT, SR TRK
7, BERE2 min = E R E Vortex 30 s, 2430 min, 4 °C
16 000 r/min/>10 min, 37 B EL_F 7% 2 74 I EP
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Fr B 0 25 3 30 mine FE25, WA
PMLPLR(PBS 1:300), B & N4 °Cil#, PBSH L
3x3min. [REPBS, UIA BRMAEY R 9, EH T
i 5 30 min, PBS?¥E3%3 min. FRZPBS, V1K i
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pCMV-HAZ J AL YA L
1: pCMV-HA-NE group; 2: pCMV-HA group; 3: untransfected group.
*#*P<0.01 compared with pPCMV-HA and untransfected groups.
[Z]1 Western blot3& P45 2R HINE
Fig.1 Expression of NE in NB4 cells detected by
Western blot
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Fig.2 The expression and localization of PML (NLS") protein detected by Western blot
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pCMV-HA

Untransfected

K562

Normal

L KS624H M Bz 1EH N AR JE i R A
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Fig.3 Expression and localization of PML (NLS") protein detected by immunofluorescence (400%)
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Fig.4 Expression and localization of PML (NLS") protein detected by laser scanning confocal microscope (400x)
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Untransfected

Normal
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A: pPCMV-HA-NE4!; B: KFEGL4; C: KS624H .
A: pCMV-HA-NE group; B: untransfected group; C: K562 group.
E5 S%EANERNREBERTPMLINLS)EBRIE( 000%)

Fig.5 Expression of PML (NLS") protein in nude mice model detected by immunohistochemistry (1 000x)
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Fig.6 Expression of PML (NLS") protein in nude mice model detected by Western blot
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s EEY). B, RE ST APLIIHE 7T F EE R L
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