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Detection of stem cell factor mRNA expression in leukemic cells by in situ reverse

transcriptase-PCR
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Abstract: Objective Toevaluatethefeasibilityofdetectinglowcopystemcellfactor(SCF)mRNAinleukemiccellsby in
situ reverse transcriptase-PCR  (RT-PCR). Methods In situ RT-PCRwascarriedoutonPE480DNAThermal Cycler to
determinetheexpressionof SCFMRNAiINK562, HL-60andchronicmyelogenousleukemia (CML) cellsinblastphase.
Results SCFmMRNAwasdetectedinthe3celllinesbydirectorindirect in situ RT-PCR, butnotby in situ hybridization.
Conclusion SCFmRNAispresentinkK562, HL-60andCML cellsinblastphasebutwithverylowexpressionlevelwhich
canbedetectedby in situ RT-PCRcarriedoutonPE480DNAThermal Cycler.

Key words: polymerse chainreaction; in situ hybridization; K562cells; HL-60cells; leukemia; stem cell factor; RNA,

messenger
stemcellfactor SCF K562
HL-60 NIH3T3
SCF 2~3ml
SCF 1.2
MRNA 9 3t 2~3d K562 HL-60 NIH3T3
PCR 1-2 10° PBS 3 1000r/min 5min
RT-PCR MmRNA 4 20 min 10 g/ml K
PCR 10~15min 1~2
DNA 10°
RNA 1.3
23
RT-PCR A 5-AATGCGTGGACTATCTGC
SCFmMRNA CG-3' B 5-CCTGGGTTCTGGGCTCTTGA-3
5-GGCAAAACATCCATCCCGG-3
1 GibcoBRL
11
14
2001-11-23 4
39770831,
(970833) ( ) 1.5 RT-PCR
1963- 5 20 |
020-85141617,E-mail :wubin63@yahoo.com.cn PCR 37 90 min



6 PCR mMRNA 491
PCR PBS 2min 4
PCR PE480
PCR PE 48
PCR Taq 3
DNA 3 U 20 pmoal/ | 312 PCR 20 20
mmol/LANTP5 | 2mmol/LdNTP4 | 1990 Haase °©
10 Imol/LDig-dUTP5 |
50 | 50 | PCR 9
PCR 94 65s 57
70s72 100s 29 30 72
10min PCR 95 8min
-20 10min DNA
10~20 RNA
1.6 RT-PCR 10 PCR
16.1 PCR PBS 2min DNA
3 0.1mol/L 0.15mol/L RNA
NaCl pH7.5 1min 1 PCR
10% =110 30min
12000 60min 10min PCR
2 100 mmol/L Tris HCI 100 mmol/L
NaCl 50mmol/LMgCl, pH9.5 2min 2
100 | NBT/BCIP4 | 96 | 2h K562 HL-60
5min 1 10 mmol/L
Tris HCl 1mmol/LEDTA pH8.0 2min 2 MRNA
K562 HL-60 SCFmMRNA
1.6.2 PCR
PBS 2min 3 37 5h 42 SCF mRNA
6 SSC/45 10min1 2 RT-PCR RT-PCR
SSC37 10min 2 0.2 SSC37 10min K562 HL-60
2 K562 HL-60
2
2.1
K562 HL-60 NIH3T3 mMRNA PCR
duTP
2.2 RT-PCR RT-PCR
RT-PCR K562 HL-60
SCF
3
NIH3T3
RT-PCR
4/5 RT-PCR
PCR
2.3 RT-PCR
K562 HL-60 PCR PCR



492 (JFirstMilMedUniv) 2002;22(6)

PE480 PCR ber/ablmRNA J . , 1994,15(5):227-9.
PCR ZhengWY, ZhouSY, WangXQ, et al. Detectionofleukemia
residual ber/ablmRNAwithnestedpolymerasechainreaction  J .
ChinJHaematol,1994,15(5):227-9.

PCR 6 HaaseAT, Retzel EF, StaskusKA. Amplificationanddetectionof
lentiviral DNAinsidecells[J]. ProcNatlAcadSciUSA,1990,87
(13):4971-5.

7 LiuX, GiambronelJ, Hoerr EJ In situ hybridization, immuno-
histochemistry, and in situ reversetranscription-polymerasechain
reactionfordetectionofinfectiousbursaldiseasevirus J . Avian
Dis,2000,44(1):161-9.

8 AthanasiouE,KotoulaV,HytiroglouP, et al. In situ hybridization
and reverse transcription-polymerasechai nreactionforcyclinD1
mRNA in the diagnosis of mantle cell lymphoma in paraffin-
embeddedtissues J . ModPathol,2001,14(2):62-71.

1 LinenbergerML ,JacobsonFW,BennettL G, et al. Stemcellfactor
productionbyhumanmarrowstromalfibroblasts J .ExpHematol,
1995,23(10):1104-14.

2 Pesch T, KyasU,SteffensU, et al. Effectsof humanstemcell
factor (c-kitligand) on proliferationofmyeloid leukemiacells:
heterogeneity in response and synergy with other hematopoietic
growthfactors J .Blood,1992,80(5):1199-206.

3 : ’ v CONA 9 KoltaiH,BirdDM.Highthroughputcellularl ocalizationofspecific
- J : '1995'16.(6)'283'7' _ plantmRNAsbyliquid-phase in situ reversetranscription-polymerase
LiuBL, LIB, JinWD, etal. cDNAcloningandsequencingof chainreactionoftissuesections J . Plant Physiol, 2000, 123(4):
humanandmousestemcellfactor J . ChinJHaematol,1995,16 1203-12.
(6):283-7. 10 ) PCR M . : , 199,
M . . ,1994.59-72. 04-118.
5 , , . PCR

Invasive tophus in the tibial tuberosity and patellar ligament: reportof one case
510515
R589.7 B 1000-2588(2002)06-0492-01
1 10 ml
38 20 5 1500ml
2000 10 9
5 3
2 4
2.5cm 2.0cm
2
130 20 X
0.6cm 2.0cm B
22cm 1.7cm
692.7mmol/L
1.5cm
2.0cm 1.5cm 1.5cm X
2001-10-15 X
1966- 1995

020-85142265



