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Fig. 1 The location of primers for PCR within the HSV I «4 gene upstream region
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Fig. 2 Construction of pCAT-PSE332 (a) , pCAT-PSE298 (b) , pCAT-PSE279 (¢) and pCAT-PSE244 (d)
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Fig. 3 Identification of pCAT-PSE series plasmid constructed with pCAT3-basic
and different length segment amplified by PCR

(a) Restriction enzyme analysis of pCAT-PSE332. M: DL2000; I: Digested with Sac | +Bgl Il ; 2:
Digested with EcoR | ; 3: Digested with BamH | . (b) The product by PCR amplification. M:
DL2000; I: PSE332(380 bp); 2: PSE298(346 bp); 3: PSE279(327 bp); 4: PSE244(292 bp). (c)
Restriction enzyme analysis of recombinant. M: DL2000; /: pCAT-PSE332 digested with Sac I /
Bgl Il ; 2: pCAT-PSE298 digested with Sac 1 /Bgl I ; 3: pCAT-PSE279 digested with Sac 1 /Bgl I ; 4:

pCAT-PSE244 digested with Sac 1 /Bgl 1l .

Table 1 Relative activity assay of HSVI a4 gene upstream

regulative region

. CAT activity 3-gal activity
Plasmid

(cpm value) " (A )"

pCAT3-Promoter 12 643.75 + 543.68 0.472 57 + 0.019 85

pCAT-PSE332 120514.5 =4 700.07 0.505 18 = 0.021 22

pCAT-PSE298 67 664.52 + 3 112.57 0.402 50 = 0.020 53

pCAT-PSE279 71 325.56 = 2 924.35 0.492 32 +0.021 17

pCAT-PSE244 58 831.58 +2000.27 0.463 66 = 0.016 69

Y The value represents a mean of three samples detection.

Relative activity

PSE332 PSE298 PSE279 PSE244

Fig. 4 Comparison of transcriptional efficiency of different

segments in a4 upstream regulative region
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Analysis of Herpes Simplex Virus Type I Immediate Early
Gene Upstream Regulative Region®

CUN Wei, ZHANG Ying, LIU Long-Ding, WANG Li-Chun, DONG Cheng-Hong, LI Qi-Han"™
(Department of Viral Immunology, Institute of Medical Biology, Chinese Academy of Medical Sciences and Peking Union Medical College,
Kunming 650118, China)

Abstract In the cells infected by HSV, various viral proteins are expressed in a cascade style. The expression of
immediate-early (IE) gene occurred in early phase of infection is under the control of regulatory elements in
upstream sequence of promoter. A series of pCAT expression vectors containing different upstream sequence
fragment of a4 - gene, in which relative element is deleted orderly, is constructed and detected in CAT assay. The
transcriptional ability of these DNA fragments on a4 - gene are evaluated to investigate their efficacy in early
phase infection. The data collected indicated that the expression of IE gene in cells is controlled by various
elements in its upstream. Topological distribution of these elements provides probably useful information for

further understanding about the mechanism of virus replication.
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