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 E MAERLIEEE (Trichosporon cutaneum) ¥ £% 7 Facl £ AR 5" - L5 5], 3 5F Facl £ B
BHES - EHFIRATT 247, REFWHGEBELERNF LR, KT T 898 bp DNA F51, Ay K ah,2
RAZ ) Fe .4k # (Genome walking) 75 i, 4 3 343 T 854 bp #= 1 236 bp 5~ DNA A7, HIEHKIFHH SH=3%%
A5, R34 A TH 3 Facl A B #94 K DNA #2 cDNA 5|, SAT KA, ARk L T0BEH Facl % B cDNA @4 —
A~ 1662 bp &4 FF ik 4E , DNA R4 RNE-F 55, FIRTRFT 482 bp 895 - Lasgs5], £5 - Li#ERF KBE
FE— R PR 6 XA R M, A6 4 R AR T. cutaneum #= Rhodococcus erythropolis % Facl £ 58 5

FlAAAE R B o EATI B A JE 48 Facl R AW i REGH T R RS LT KA,
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FEE A RE IR BI K #E 0B DL RAE S BE H 28 %
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2R 22 BB ( Trichosporon cutaneum ) J&— Ff1A]
LA ) it o) R % W R AR B P i B R T cusane-
um AN{SURT DA R 3 B 0 A AR , 38 BT RAF & b A=
1R K AR, A9 RS BB AR 7 A kok B
Hok R %, B, T. cutaneum T4 450
BAT WM R R, BE,XF T. cutaneum JHAE
EREERENTREIEE D, RE THAEERT

HETE  ERBE T #TR (2011BAD14B03) , B &K A SRR
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BIiER CoA ZEHEME(Facl) W] LAELAE AR ATP
1 CoA G AUIEHEE CoA, B iBAL NS UF B N W mR % 1L
EATIE CoA BRBE, 7EA R BB A 4253 18 o R
EFEREM, BI5HASEY & B A8V 8RR | A
Rl EERE ZBRHWBA FERIMERRE
IR, Facl 46 A9 I BLE T W B AT B
5, BERTER A ATP N7 A= IR Bt — AMP A1 8RR
HWK, I8 Bt - AMP H1 CoA SN, 4 RS B CoA F
AMP,, MRYFBREE VKB, I B BR FT LARE R 43 3 Fk
REYSHHE(CL - C4) , PgE(C5 - Cl6) FIREE(CKT
C16) . 5 Facl 7E 40 M AU B 2 Fh Sh BEAEXT BL , 14
2R EA AR RS B B EE IR BT ERRY Facl [
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5380 BIAERLUS Facd BFEMTIRES T EE R
BHFFE W RIBFT T TR T, cutaneum SR
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Taq Fff .pMD20 — T #44& . T, DNA Ligase , Genome
walking kit , 3 JHE R 2 (5] 0 i 70) & RNA 4R B 5
RNAiso Plus reagent. [ ¥ % ¥ PrimeScript Reverse
Transcriptase ; K% % 4 $) 2\ 5] ; PCR {{ Mycycler: Bio
— Rad 24 5] ; .0 ¥l Centrifuge 5417R ; Eppendorf /2
A BB AR R 4t Tanon - 1600 I K BERL £ 4 FR
INE] KRS DYY - 7C b A— 1IN,
1.1.3 5973

SYmAETAEY TR(EE) REERAAE
Blo 514IHRHE Genome walking kit 1257 & {8 Fi 15 B

Bit. sIFSIILE 1,
F 1 BORLHIBER: Facl BEY WM

519 FHI(5' -3")

Facl(5spl) GCAGCCACTCGCCGAAGGGAT
Faci(5sp2) CGACTGCGATGGCGGTGCTGC
Facl - 25spl ACCTGCTCCTTGAGTCGTTCCT
Facl - 25sp2 TGAGTAGATAACGCAGTGGGCT
Facl - N ATGACTGCCCCCGCAGATCCG
Facl - C TCATACGGTGATCTCGCGCCG
Facl(qgs) CGGATTGATGCCTACGATCGT
Facl(qa) AGTCATGGGATGGCCTTITCGT

.14 AYER¥aHr

=] ¥ L X 58 i3 NCBI Blast 8 2 4% & 3H (http.//
www. ncbi. nlm. nih. gov/BLAST/) , ¥ 7EH) motif
7 ScanProsite Results Viewer T. B4 & ¥ (http://cn.
expasy. org/prosite/) , 4§ H & pl 14T i &8 i3
Compute pl/Mw T B8 i+ 1} (http://www. expasy.
ch/tools/pi tool. html) , 4 b X A Clustal W %Rk
4, BRI EER ] MEGA 4 3x4F, ThEeis
A H NCBI M3k NCBI CD Search 7E£R T H. .
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12 ¥ F B PrimeScript Reverse Transcriptase #4172
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AL EAERN T cutaneum 3 FH 4 SCEEW

FFH3k18 T —~ 898 bp f) Facl DNA KB, BRI

IKIEHY T. cutaneum Facl EEE B354y DNA F 5, &%
T HF 5’ Genome walking 18,36 15145 Facl(5spl ) FI
Facl(5sp2) , 33250 & By Ut B $ 3847 PCR, LARER A
f 5" - %5 DNA %1, BB T% 1 X5’ Genome walk-
ing A RIMEILEFESF. FHARIESE 1K S Genome
walking 25 R, Wit T3 2 IR 5’ Genome walking
HI5 4] Facl -25spl 1 Facl —25sp2, PCR F=4y [l 4
b S EA TR E RN T A E R
BEIHT Y EA TS LB EREYHAR
A
1.2.3 Fad BR2K K S - L#F 505G Mo
br

WEBIW T. cutaneum Facl 3:F FIEE4r DNA
5552 K5’ Genome walking ¥ 1 3R15#) DNA FE5|
TTHfE. WMEIHEFTH], Wit 338 Facl ZHE DNA
1l cDNA 2K #5491 ( Facl ~ N Fll Facl - C) LA KXY 3¥
5" - LEFIIEIGY) Facl(qs) M Facl(qa) , RHE
BHEFIIRIESME . {1/ NCBI Blastx 34347 Facl
EE RIS, # A PlantCARE #{4-% 5’ - &
W PP 51 FR B TE BB A ST AT 4047 o

R 5%
2.1 Facl 834y DNA FE5IHIRE

BRI, cutaneum BRI SCPEIN P3R5 T 898
bp DNA, FIH Blast x 45 KB FH]. 4R
R T. cutaneum fJ 898 bp DNA 5| 8 F 8
FHJG 5 Rhodococcus erythropolis 1] Facl IR IFH
MRS, N 99% . 5 Rhodococcus opacus . Rhodo-
coccus imtechensis #1 Rhodococcus sp. DK17 ] Facl &,
BT I BN 87% 87% F186% , EiR%:
RBYTIRBHIFR D FPIN R Facl BRERFI,
2.2 Facl BEERI S5’ Genome walking R 5417

R ARIG ) Facl ZEEMI4 3], H S’ Ge-
nome walking B T IEY 112 R] T Facl B9 5’ %% DNA,
% VIR Facl(5spl) #l Facl (5sp2) H4THI 5’ Ge-
nome walking %78 T 854 bp K3, %555 898 bp
oL E &, RIS T IEMR DNA 5" 555,
B2, 25t Blastx HeXf, BB S| DNA 53 FF 51 AR
BEE, MRT AR RFEE X, EHit, RBEHK
1967 854 bp FHNEIH51Y Facl - 25spl F1 Facl -
25sp2 #4775 2 ¥R 5’ Genome walking, 3K18 T 1236
bp DNA 731, iZ/735] 5% 1 ¥R 5’ Genome walking [#)
HRES,RUIKBT EFHME 2 K5’ Genome walk-
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XM T. cutaneum 975 18 B By 3 X 7 2 R 4
WS EEBRITF I AT T 447, 3+ LA GenBank &84
I K HERI IR DR CoA EHEMEARRITHI N E
RHEAT T REHAT . BREFY BT
ARG AT ER CoA EHEBEH AR, H AR/ A 1 662
bp.
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Abstract The Facl gene and its 5°— flanking sequence has cloned from Trichosporon cutaneum and amalysis.
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Based on the former result of genome library sequencing, 898 bp DNA sequence was obtained. Based on the 898 bp
DNA sequence, the 5”genomic DNA was cloned by genome walking method; 854 bp and 1 236 bp DNA sequences
were amplified respectively in two genome walking experiments. On the basis of the 5”and 3”termini sequences, prim-
ers were synthesized to amplify the full - length genomic DNA and cDNA sequence. The full - length Facl ¢cDNA con-
tained 1 662 bp open — reading frame (ORF), while the full — length DNA did’ t contain intron sequence. In addi-
tion, 482 bp 5’ flanking sequence was obtained. There were a number of predicted cis — acting elements in 5°— flan-
king sequence. The results of similarity analysis revealed that the highest identity of Facl amino acid sequence could
be found between T. cutaneum and Rhodococcus erythropolis. The study has laid foundation for further research on the
function and overexpression of Facl gene, genetic manipulation of lipid metabolism as a success.

Key words Trichosporon cutaneum, Facl gene, 5°~flanking sequence, sequences analysis
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90% in tea seed oil. 28 varieties of tea seed oil utilized in the paper contain 17 kinds of fatty acids, 11 kinds of
which can be measured in tea seed oil. Principal component analysis showed that stearic acid, iso —oleic acid, sev-
enteen carbonic acid and palmitic acid are typical fatty acids. Different extraction processes have no significant differ-
ences on the relative contents of more than 1% fatty acids, such as palmitic acid, oleic acid, iso — oleic acid and lin-
oleic acid. However, it mainly impacts on the other trace fatty acids, thus affects the oil quality.

Key words tea seed oil, fatty acid, oil extraction process, tea tree cultivar



