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Clone and Expression of NtAP1 Honologous

Gene from Narcissus tazetta var. chinensis
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(College of Horticulture, Fujian Agriculture and Forestry University, Fuzhou 350002, China)

Abstract: A flowering-related MADS-box gene named NtAP1 (GenBank accession JN704304) was cloned
from the flower bud of Narcissus tazetta var. chinensis using RT-PCR and RACE methods. The ¢cDNA is 1
155 bp in length with an open reading frame 762 bp which is capable of encoding 253 amino acids. Phyloge-
netic analysis indicated that the gene belonged to the API/AGLY9 family AP1 lineage. RT-PCR revealed
that the existence of NtAP1 was detectable in flowers, which the levels were the highest in pistil. This

showed that the NtAP1 gene which cloned in this study did not play an important role in the formation

process of double flowers of ‘Yulinglong’.
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Table 1 Sequence of primers

H B 2459738 Amplification of fragment

5|4 Primer

B K Tm/C

AP1: ATGGG(G/T)(A/OG(A/G/C/TH)GG(A/CO)ACA/G)GGTGGAG

R+ IX Conserved region AP2;CTGAGCATCCATGGGGGCAG 56
i — % The first round AP3:GGAGGAGGAGTGCATTACGAAAGCC 60

SRACE e — 4 The second round  AP4;GCAAACTAGCTCGTCTTCGCCATCG 64
% The first round AP5:CTGAGCATCCATGGGGGCAG 56

S RACE s — i The second round  AP6:GATTGGAGGTCTGTTAATGTAAGTGCTC 56
ORF AORF1; ATGGGGAGAGGGAGAGTGCAGATG o

AORF2: TTATGCTCTCATATGACGGCCAAGC
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Table 2 The amino acid sequences which to be made phylogenetic tress

PCR product of NtAP1 gene from Narcissus tazetta var. chinensis

K5 Class A HEMRFF %) Amino acid sequence

112 AP AP1IS & APL A2 APTUER & AP 22 AP1. & % AP1 IR AP 3T AP1 Alpinia

A oblongi folia ( ABS83558 ), Elaeis guineensis ( AAQ03221), Lilium longiflorum ( ADT78583), Dendrobium nobile
(ABQO08573) , Tulipa gesneriana (BAJ09452) , Cymbidium faberi (AGE15496) , Antirrhinum majus (CAA45228) , Nicoti-
ana tabacum (AADO01421) , Arabidopsis thaliana (CAAT78909)

B U IF PI Arabidopsis thaliana (NP 197524)

C PUH I+ AG Arabidopsis thaliana (NP 567569)

D PRI STK HUFIF SHP1 B IF SHP2 A. thaliana(NP849351) , A. thaliana(NP001078311) , A. thaliana(NP850377)

E PRI AGL3 97 AGLY  #h ¥ 5% SEP1.#,® 3F SEP2 A. thaliana (P29383),A. thaliana (AAB67832) , A. thaliana

(NP568322) ,A. thaliana(NP186880)
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Fig. 2 Phylogenetic tree of the NtAP1 gene from Narcissus tazetta var. chinensis

P KAl Narcissus tazetta var.chinensis(JN704304) 30
MEE Elaeis guineensis(AAQ03221) 80
111 2 Alpinia oblongifolia(ABS83558) 80
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Multiple alignment of predicted amino acid sequences of AP1-like from different plants
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Fig. 4 The NtAP1 gene expression in different parts of flower from ‘Jinzhanyintai” (A)and * Yulinglong” (B)

A. Jinzhanyintai: 1. Petal; 2. Coronaj; 3. Stamen;4. Pistil; 5. Foliage;

B. Yulinglong: 1. Petal; 2. Corona;3. Outer stamen;4. Inner stamen;5. Pistil; 6. Foliage
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TSRS SRR LA S A ZE A Rk o
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R W) 0 R I A7 76— 5 19 22 5. HE T o [ KAl
NtAP1 5[4 Al G825tk AL L Bl e LA B e e 355 D
BEM R . BeAh I TIZIE A S R G M B
T v i 2 R 25 A — 2, Al A5 o B B Y
AP JE R 7E v [ 7K Al o 10 A el R i R
IE .
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