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semiquantitative 

ß-actin RT-
PCR 

day1: compare RT-PCR 

with densitogram 

 
 
 
 
 
 
 
 
 

 
 
 
 
 
 
 
 
 

 
 
 
 
 
 
 
 
 
 

 
 
 
 
 
 
 
 
 

 
 
 
 
 
 
 
 
 

 
 
 
 
 
 
 
 
 

 

RNA isolation 
 

 
Total RNA was isolated 
from full-thickness back 
skin samples  
 
 
 
(homogenized in liquid 
nitrogen), using a 
single-step guanidine 
thiocyanate-phenol-
chloroform method  
with RNAzol B (Biotech, 
Laboratories, Houston, 
TX). 

 
Total RNA from full-
thickness back skin 
samples from 6-8 wk-
old C57BL/6 mice -
homogenized under 
liquid nitrogen - was 
isolated  
 
using a single-step 
guanidine thiocyanate-
phenol-chloroform 
method with TRIzol 
(Gibco BRL, Grand 
Island, NY 

 
Total RNA was isolated 
from full-thickness back 
skin samples, which 

included the subcutaneous 

panniculus carnosus 

muscle layer 

(homogenized in liquid 
nitrogen), using a 
single-step guanidine 
thiocyanate-phenol-
chloroform method 
with RNAzol B (Biotech 
Laboratories, Inc., 
Houston, TX). 

 
Total RNA was isolated 
from full thickness back 
skin samples  
(homogenized in liquid 
nitrogen), using a 
single-step guanidine 
thiocyanate-phenol-
chloroform method  
with the RNeasy-total-
RNA-kit (Quiagen, 
Hilden, Germany). Skin 

samples included the 

subcutaneous skeletal 

muscle layer (panniculus 

carnosus). 

 
Briefly, total RNA was 
isolated from full-
thickness dorsal truncal 
skin samples of 6–8-
week old C57BL/6 
mice,  
 
 
using a single-step 
guanidine thiocyanate-
phenol-chloroform 
method with RNAzol B 
(Biotech Laboratories; 
Houston, TX).  

 

Back skin was 
pulverized with liquid 
nitrogen and  
 
 
 
 
 
lyzed with 3 M lithium 
chloride and 6 M urea, 
centrifuged at 20,000 
rpm (3000g) for 60 
min, and extracted with 

phenol/chloroform 
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cDNA 
protocol 

 

cDNA was synthesized 
by reverse transcription 
of  

 3 µg total RNA, using 

a cDNA synthesis kit 

(Invitrogen, San Diego, 
Calif.) 
 

cDNA was synthesized 
by reverse transcription 
of  

5 mg total RNA, using 

oligo dT and AMV 

reverse trancriptase 

(Boehringer, 
Mannheim, German 

cDNA was synthesized 
by reverse transcription 
of  

3 μg total RNA, using a 
cDNA synthesis kit 
(Invitrogen, San Diego, 
CA) 
 

cDNA was synthesized 
by reverse transcription 
of  

3 µg total RNA, using a 

cDNA synthesis kit 
(Invitrogen, San Diego, 
Calif.). 

cDNA was synthesized 
by reverse transcription 
of  

3 µg total RNA, using a 

cDNA synthesis kit 
(Invitrogen; San Diego, 
CA). 

cDNA was synthesized 
by reverse transcription 
of  

5 µl of total RNA, using 

a cDNA synthesis kit 
(InVitrogen, Karlsruhe, 
Germany). 

 
PCR 

protocol 
 
 

 
 

 

 

 

 

Amplification was 
performed using taq 
polymerase (GIBCO) 
over 
  
 

35 cycles and an 

automated thermal 
cycler 
 
 
 

 
Cycling conditions 
not specified 

Amplification was 
performed using taq 
polymerase (GIBCO, 
BRL) over  
 
 

…35 cycles for… ß-

actin with an 
automated thermal 
cycler 
Each cycle conisted of 
the following steps: 
denaturation at 94°C, 

annealing at...69-70° 

for...ß-actin and for 

2 min at 72°C (... ß-

actin)  
 

 

Amplification was 
performed using Taq 
polymerase (Life 
Technologies, Inc., 
Grand Island, NY) over 
  

34 cycles, using an 

automated thermal 
cycler (Perkin-Elmer 
Corp., Norwalk, CT). 
Each cycle consisted of 
the following steps: 
denaturating at 94°C 

(1 minute), annealing 

at 60°C (45 

seconds), and 

extension at 72°C 

(45 seconds). 

Amplification was 
performed using taq 
polymerase (Gibco, 
Grand Island, N.Y.) 
over  
 

24–34 cycles, using 

an automated thermal 
cycler (Perkin Elmer 
Cetus, Norwalk, Conn.). 
Each cycle consisted of 
the following steps: 
denaturing at 94°C (1 

min), annealing at 

60°C (45 s), and 

extension at 72°C  

(45 s).  

 
PCR products were 
analyzed by gel 
electrophoresis (2% 
agarose) and enzymatic 
digestion using 
standard methods (57 , 
58 ). 

Amplification was 
performed using taq 
polymerase (GIBCO; 
Grand Island, NY) over  
 
 

36 cycles, using an 

automated thermal 
cycler (Perkin–Elmer 
Cetus; Norwalk, CT) 
Each cycle consisted of 
the following steps: 
denaturation at 94C 

(1 min), annealing at 

55C (30 sec), and 

 extension at 72C 

 (1 min).  

 
PCR products were 
analyzed by agarose 
gel electrophoresis and 
enzymatic digestion 
using standard 
methods (Sambrook et 
al. 1989  ) 

Amplification was 
performed using Taq 
polymerase (Gibco, 
Karlsruhe, Germany) 
over  
 

35 cycles with an 

automated thermal 
cycler (Perkin Elmer, 
K˛ln, Germany).  
Each cycle consisted of 
the following steps: 
denaturation at 94°C,  

annealing at 55°C,  
and extension at 
72°C for 1min each. 

 
PCR products were 
analyzed by agarose 
gel electrophoresis and 
enzymatic digestion 
using standard 
techniques 

 

  

 

 

 

 

  For semiquantitative 
RT-PCR, linear 
correlation of signal 

intensity for ß-actin 

was found between 

24 and 27 cycles, and 

for the other markers, 
between 30 and 35 
cycles... 

  

 


