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Fig. 2 GAPDH cRNA standard curve
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cRNA . GAPDH cRNA “F A7 3 47 3 ¥ 5% J 58 if
PCR, FEAH TNFa F1 GAPDH [4] 4+ D1 % i 2>
TR 4t b v i 2R RO RE A € {8 B Bh k5.
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(1), SFEAS TNF, 5 GAPDH [R#14G 4% U1 %L
LA 0. 005~ 0.202, x= 0.075, s= 0.071.
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Table 1 C; value and initial copy number of TNF, and
GAPDH in 14 samples
TNF, GAPDH
C, Copies C, Copies

Sample 1 23.24  9.970x 10* 21.40  2.564x 10°
Sample 2 21.80  3.461x 10° 21.01  3.237x 10°
Sample 3 2310 1.123x 10° 19.50  7.875x 10°
Sample 4 2259 1.743x 10° 19.81  6.577x 10°
Sample 5 22,83 1.423x 10° 17.38  2.769x 10
Sample 6 22.51  1.877x10° 19.97  5.974x 10°
Sample 7 22.98  1.252x 10° 18.19  1.714x 10
Sample 8 21.75  3.623x 10° 19.22  9.296x 10°
Sample 9 20.41  1.148x 10° 20.04  5.750x 10°
Sample 10 23.35  9.073x 10* 20.65  4.009x 10°
Sample 11 18.52  5.883x 10° 16.96  3.544x 10
Sample 12 20.58  9.879x 10° 18.83  1.173x 107
Sample 13 20.80 8. 176x 10° 19.65  7.230x 10°
Sample 14 19.56  2.387x 10° 18.82  1.182x 10
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Rapid Construction of cRNA Standard Curves in Real time Reverse Transcription
Polymerase Chain Reaction to Measure mRNA Expression’
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Zhang Yan, Shen Qian
( Department of Central Laboratory, The Affiliated Changhai Hospital, Second Military Medical University, Shanghai 200433, China)

Abstract To establish a rapid construction ¢cRNA standard curves method applicable to common laboratory,
PCR was carried to amplify the target gene and internal reference gene using primers containing T7 promotor
and polyT sequence, PCR product was cloned as the template of T7 RNase polymerase to synthesize cRNA in
vitro for establishing standard curves. The result shows that constructed cRNA curve has a wide linear range of
at least six orders and correlation coefficient is 0.99. The rapid and simple method can be applicable to

measurement of transcripts for any gene.
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