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Establishment and optimization of the amplified fragment length polymorphism reaction system of Carthamus

tinctorins L. genome

ZHANG Zhen-zhen', GUO Mei-li'* , ZHANG Jun-dong’ (1. Department of Pharmacognosy, School of Pharmacy, Second Mili-
tary Medical University, Shanghai 200433, China;2. Department of Pharmacology, School of Pharmacy)
[ABSTRACT] Objective: To study the factors affecting amplified fragment length polymorphism (AFLP) of Carthamus tinc-
torins 1. genome, and to develop and optimize the AFLP reaction system,laying a foundation for Marker-assisted breeding of
Carthamus tinctorins 1.. Methods: Cetyl-trimethyl-ammonium-bromide (CTAB) method was used to extract the genomic DNA
of Carthamus tinctorins 1.. , whose concentration and purity were determined by UV spectrophotometry. The genomic DNA
was digested by restricted enzyme and ligated with one-step method or two-step method so as to find out which one is more suit-
able. Then the products were prepared with different dilution multiples (5, 10, 15, 20, 25 and 30) for pre-amplification and
with different concentrations of gradients (10, 25, 50, 75,100, 150 and 200) for selected amplification. Then they were subjec-
ted to PAGE electrophoresis and silver-staining after denaturing at 95°C for 8 min. Results: The AFLP reaction system for
Carthamus tinctorins L. genome included the following steps: the genomic DNA was precipitated with alcohol by CTAB method
to avoid contamination by any inhibitors; the DNA was completely digested by Mse | and EcoR [ at 37°C for 3 hours. Two-
step method was superior to one-step method in this AFLP system. The digestion time was 3 hours at 37°C and ligated at 16°C
over night, with Buffer 2 (NEB Company) as the specific buffer. Furthermore, the optimal dilution was 25 folds for pre-ampli-
fication and 75 folds for selected amplification. In this reaction system. the strips in PAGE electrophoresis were clear and less
decomposed. Conclusion: The AFLP reaction system in this experiment is suitable for silver-stained AFLP of Carthamus tinc-
torins L. analysis.
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Fig 1 Pre-amplification profile of 25
dilution multiples in Carthamus tinctorins L.
genome with AFLP
M: Marker; 1-3: Pre-amplification product in Carthamus tinctorins

L. genome
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Fig 2 Polyacrylamide gel profile of amplification
product of 75 dilution multiples

in Carthamus tinctorins L. genome with AFLP
M. Marker; 1. E-ACC-M-CAA; 2. E-ACC-M-CAC; 3. E-ACC-M-
CAG;4.E-ACC-M-CAT;5. E-ACC-M-CTA;6: E-ACC-M-CTC; 7. E-
ACC-M-CTG; 8:E-ACC-M-CTT;9.E-AAG-M-CAA 10:.E-AAG-M-
CAC;11:E-AAG-M-CAG;12. E-AAG-M-CAT;13:. E-AAG-M-CTA;
14.E-AAG-M-CTC
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Comparison of HER-2/neu, ER and PCNA expression in premenopausal and postmenopausal patients with

breast carcinoma

Zheng W,Zheng J,Ma L,Meng F,Huang L, Ma D(Changhai Hospital, Second Military Medical University, Shanghai 200433,
China)

[ABSTRACT] We attempted to compare the pattern of HER-2/neu, ER and PCNA in premenopausal and postmenopausal pa-
tients with breast carcinoma to identify potential biological differences. Five hundred and forty-eight samples from 318 premeno-
pausal and 230 postmenopausal women with invasive ductal carcinoma of the breast were evaluated for HER-2/neu, ER and PC-
NA expression by immunohistochemistry. HER-2/neu expression showed 27. 4% positivity in premenopausal and 24. 8% in
postmenopausal women; there was no significant difference between the two groups (P>>0. 05). In contrast, HER-2/neu ex-
pression was found to be significantly associated with ER negativity in the two groups (P<C0. 05 in premenopausal, P<(0. 001 in
postmenopausal patients). However, it was significantly associated with PCNA expression only in the postmenopausal group
(P<C0.001). 54.4% showed premenopausal tumor cell ER positivity, whereas 64. 3% of the postmenopausal group showed
positivity. ER expression showed a significant correlation with patient menopausal status (P<Z0. 05). The prevalence of PCNA
positivity in the tumor cell components is slightly higher in postmenopausal compared to premenopausal women (P>>0. 20). The
current study is consistent with reports from other groups regarding the correlation of HER-2/neu with adverse pathologic fea-
tures and with expression of other markers in carcinoma. We also observed there was no trend toward increased HER-2/neu ex-
pression in either premenopausal or postmenopausal patients, i.e. there was similar HER-2/neu expression in the two groups.
This suggests that HER-2/neu status could be used to determine assignment to specific intensive adjuvant therapy and evalua-
tion of biological behavior in both pre- and postmenopausal patients with breast carcinoma.
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