Research Paper

A )24 Acta Microbiologica Sinica
48(10): 1330~1338; 4 October 2008
ISSN 0001-6209; CN11-1995/Q
http://journals.im.ac.cn

YR B B & B 47 b & 4 B #4321 R R S i BY 4 Bl RE L
R, BEEA BEER IHe, AW

(v T o2 g ol A A 0 O Al A 0 R 0 e T S 90 %8, bt 100101)

WE: LEHM Y LEREREH M b R RS ILEEIL (GPI) B 244 GPI & 057 T 2t At Rt sl 41 ffw 2%
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(1 C-%ii3 J7 41 5 GFP ¥ C-i Al 46 I il GFP 11 4 M 17 K 285 51 IR ATT A 00 il 85 L T s g AfChiB1
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B 1A TR R 5 T AL . AR T AfPhoA ZE 11 GPI B4 1 40 L AR 2 i
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W SR X ERE GPI 2R 119 2 i s 5 8 T A T IR A
5T, 1B GPI {5 5 ik i 200 M 2 o7 D) e © A s 2 i
HINIR B 1 7 B 20 M % 1 4 2 7 Bk P

5EEE GPI B ML, XZREHK GPI E A
1T R A B A TE 4 2 B 22 R B 1 GPI & 1
R —HS 5E AR iz e, 5 5
A BERARE2 R 2R A E GPI E A
I AL 0 IR 5 8 o AT B IR AL T A X — 5 A%
A 5 2 DI O 1 T B A A W 2R B 0 1k 2% ( Aspergillus
fumigatus) & —F T IZAEEET AR A PR 2Z2R A,
HAMEEA S GPI A FE YA M 3, w2
il B A K BT T B, 7E Pi YR BEAIR T 10 wmol/L B4
B ANBEAE K, i R E L A Y R M W TR I
( AfPhoA ) (XM745014) K # B2 i A Fi 35 58 o 0
Pil?2l, AfPhoA 24 h 25 40 Ja At b JL AN 249 GPI 2
M1z —PUs [t s % AfPhoA W] 541 i k¥
B-1, 3741 R AR LA 45 A DT 2 07 T 2 s 122 A
AfPhoA MBI HRTIA TG IE . NF5E AfPhoA
ML, FRATRAAR A LT i AFChiBL 19 N-Uii {5
SRRAL AfPhoA 1Y C-3ii J7 41 43 il 5 4 6, O R A
(GFP) [ N-digFl C-vifl & J5 7640 ih & h %k, IF
XA GFP [ 41 M e 1 2647 T W1 A% .
1 MAAh
11 ##
111 wtkSBkL: Mihd (Aspergillus fumigatus)
YJ-407 ( CGMCC0386) - T~ H [ B} 2 B il A= Wy i 5%
I AR oL, AR CEALT kR (JRTF/IR eI
EFREFARE ) A1 pCDAL4 Bk iy vk [ 15307 5 0F 50
DEnfert 1+, pGT21 Fkirh pGT10 74k ifi
K18, GFP KL A gfp(2-5)h S65T/V163A/1167T/ S175G
137 4 578 R FE IR 24
1.1.2 SRR ERAA . ORISR e ks
FE (CM) BN 5 mmol/L FRFFIRMENE A58 4 s 5

(CMU) P, QIFESRFEEN : 1% BAILT R, 0.05%
E, 0.05% BEEFE, 0.1%Fi%451E, 0.03% KH,PO,,
0.07% K,HPO,, 0.05% MgSQ,, 0.001% FeSO,, 0.0001%
ZnSOy,, pH 5.0, MHMIZETERIK CMU | 37°CH;5% 48 h
&, BT S 0.1% Tween 20 () PBS FilE 51K i
e 2 WRiHE. ¥ 100 uL 98B (110" fi FimL)
T 200 mL CM ARG S Her 37°C, 250 r/imin }55%.
1.1.3  FZEUNAAE - FREIME N YIS . EX Tag DNA
polymerase 11 T4 DNA 421l B £ 4 Y TRA R
A]; RNase® Plant Mini kit 8 T 3% [E QIAGEN Sci.
ONE] WA IR B b R B A M S S T ks
RICTIEIEWINE B Pierce 24 Al 5 Hi i 4 bric 2% 381U
%N Roche Applied science (177 & s i ISR 77 £k
T R AEMER A\ . e at,
FEALERA 721 ST LIS 7= ),
AR A AR A T B Z PR BT I ), R URES
LAl GS-15R ., Avanti™J-25 #3250 HL XL-90
( Beckman 2] ), &0 T4 (SEE Jouan A H] ),
T (35 Stone Ridge 2w ) F{EIE 9t B s
( Axiovert 200M, Zeiss /3 ),

12 REEERMEE

i BamH T /Kpn I ] pMCB17 ks & ofp(2-5)

B, ¥ ofp(2-5) H M % #] pGT21 ik k1%
pGT21:GFP; I EcoRI/Kpnl JHfkiY 1.5 kb 576 M5
AfChiBL JE[H 5 3T (Panige) 1 AFChIBL 235 Sk 4
XA . Kpn 1 /BamH T i1k GFP [ gfp(2-5)
DI BRI ) TrpC 2 k7 X L[R5 H25) Ecor 1 /Kpn 1
THALAY pUC19 3RS pehiGFP; ] EcoR T /Kpn T 144k
1.4 kb U A A EE AfchiBL KL S 3) T (Papy) 125
EcoR I /Kpn I 741k pchiGFP $£45 pchiGFP-S #44; H
overlap extending PCR 4" 1475 3| AfphoA (XM745014) C-
Uikl 477 bp gWRBIX 5 GFP [ C-ommla iR B, K%
Bri#E %] EcoR I /Kpn I 71k pchiGFP H 3k 15
pGFP/PhoA il 5 itk . ZMAAEE BT IS 1P L3 1.

R1 AMRWERKAAGY

Table 1  Primers used for vector construction in this study

Primer Sequence (5'—3') Purpose
PhoA-mid-5 GGCATGGATGAACTATACAAATCCGTGTCCGCGAACTGG Construction of pGFP/PhoA
PhoA-mid-3 CCAGTTCGCGGACACGGATTTGTATAGTTCATCCATGCC
pGT21GFP-N GGTGGTGATATCGCATGAGTAAAGGAGAAGAAC GFP amplification for construction of pGT21: GFP
pGT21GFP-C GGTGGTGGGCCCTTATTTGTATAGTTCATCC
ChiG-N GGAATTCGAGCCATTGCCTACATCCTTCAC Perigi5' amplification for construction of pchiGFP
ChiG-C GGGGTACCGCGCGCGCCTCCAGATCAGTAC
ChiG-CS GGGGTACCGCTGTTGTCGTTTCAGTCGAGCTTG Amplification of Peigi3'without signal peptide for

pchiGFP-S construction
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13 RAEEil

Fi Yelton 2219 )7 2:2%0 pGFP/PhoA il 4 JF ki 5
pCDAL4 JtHefk CEA-17 Ftk. 78 MM 15373 I fifi ik
JRT 1 PR W5 WE B SRk [0 52 e b+, SRS TE SO B
Bi Nk — Bk R Is GFP MRk
1.4 GFP B3

WA RS TORL A 2 (L 776 CM IR0 iR
Ji , PR LR e b 9 AR ( Zeiss microscope,
460- to 480-nm excitation filter set ) T WIELIF4TIRE .

15 RENE

¥ 2 PBS (pH7.4) shEmik, I 0.5 mol/L
LA 5 i Ak B )5 P s A
1.6 PCR 5 Southern Z+3%%

PAGH 82 3 24 DNA S #4, GFP-N-1( 5'-GG-
GTACCATGAGTAAAGGAGAAGAACTTTTCAC-3' )
1 PhoA-C( 5'-CGGGATCCTTAAAGCAGGTTTAGA-
GCGAGTCC-3') N45|¥, M Tag DNA polymerase
(Tiangen, China)i#47 30 MEF AP 1 (94°C 30 s,
60°C 30s,72°C 45s) .

¥ 10 pg F Kpnl/BamHI fi44k 5L K 40 DNA F
0.8% 35t IS H% Hi UK 73 25 71 ¥ % 3| Hybond-N Jg Jg i
(Amersham, USA) I, Al DIG-#ric#Y gfp(2-5) i B
( Kpnl/BamHI ) Z&%Z
17 ZEHENE

¥ 10 ug % 1 1 12%SDS-PAGE 43 55 )5 5 7% 5 fit§
FREF4EZ AR I, A 5% T TBS (10 mmol/L Tris-HClI,
150 mmol/L NaCl, pH8.0)i il Wiy &1, LI 1:
1000 i B HY anti-GFP Z 4 (Clontech) k114252, #RJA
Ffl TBS+0.05% Triton X-100 (TBST).TBST+0.5 mol/L
NaCl #1 TBST ¥ fiE, F¥E5 HRP-conjugated swine
anti rabbit IgG (1 : 5000 % )& - el Al enhanced
chemioluminescence (ECL) substrate(Pierce) . 5% .

2 #

21 5MiGFPRIGERMMESRIX

HT GPI & A B8 N2 C-imfs 5 K, 1
AT N-sG{E 5K, L FRAT i Je7E GFP it 4371
N-Sifl A N-Yi {5 5 IR LA SL IR 3 430 . A AT SRl
AR 2 A N-3R{5 S IKE pGT21 A EkiAfE
M 2Rk GFP, 45k P pGT21: GFP fEM 2+
TR, o 2R m R E e i TR,
S S RO i 5 G e LA = et b 38
bR AT A LT T A L AfchiBL 19 E Bh

(Penipr ). N-3i {5 S KRR Mh 7 TrpC &k FIXHEE T
—AHIEIA, FFAE N-vinfs 5 KA C-didi A GFP Ak
P45 pehiGFP; SBANAHIEE T A N-3ifs 5 iKY GFP
FHR3UA pchiGPF-S. ¥4 pchiGFP il pchiGFP-S 435115
pCDA14 &4y, CEALT TRK)T , T VEIR TR MEIE B 577
Fikk, EARASEMET (CM B53R3E ) MHEILEMRAE #
22 R (7 h), AR AH (30 h), “FE#I(60h)
FIET- ] (140 h) (9 GFP RXIATIIFE . WK 1 PR,
£ pchiGFP-S AL Bk GFP 33k 52 A6 K i R
¥, WA RIS, AR KR &
GHETESR, HIERET AR R, 7ERE IR LI R AR
F| GFP EH, W Puigr \T ATEIRIA RS F R 3 GFP
ek, HT A MIE S K, GFP HAETER L (&
1-B ). pchiGFP R4k bkt 7E i 22 A KW i 3R ik
GFP, {HTEXTEUN . & M T R 24N B
RPN RS, MikFR R 27 kDa Y GFP 7£
PR 22RO 30, BG5S T 2
S, 1 H GFP /435 JLT il AFChiB1 (1% 53 Ub R &l
1-A), UiB] AfChiBL i1 N-3ii {55 BKAT LU GFP 4335
st
2.2 GFP/PhoA Ri&EBMMERRIE

ATPhoA Hi 448 MR ILIRFR AL, A 12 MELER
SAUARL A 5 424 72N I C-din s 5 IR o7 £ (B
2-A); TEw-10 Ew-1 1 5 Fkw-3 ) Ala flo-5 #Y Pro 4k,
HAM R SRR IEY N Ser, %S S I AN fEAEmERE

AIANI IR R 7 5 55 e C-ImhY 150 N2 SR AR L
Ser/Thr &8 19%. M THRACHP ., REREE GPI
EAMME M AE ST Cumfs Sk C-umiy=l
170 AN FERRFRIL, PRI R b G it i o] RE AR I A o
55 fiRE GFP BEVERf AfPhoA TEAR i Hh 14
ez, FRA T GFP i C K5 AfPhoA C-%iiift) 159 4~
RILMRA S . B4 Uk pGFP/PhoA 5 pCDA14 3t
CEAL7 Wtk)G , ik A% —~FHE 7EfE PHOA-7. 4 PCR
1 Southern 2«38 43 ik SE Rl A LR £ 4% 45 31 PHOA-T 1
PRAGELFZH DNA ([ 2-B); PHOA-7 BtKTE 37°CH;
77 48 h JEHEUBEE T, F$T GFP HUiAAT AN GFP,
Hrh—4% 45 kDa My K FRlG & AR S T it

(435kDa), ZrHrl RE MRS, A GFP
AlE Y ATPhoA J1BIAT 4 MBTERINESALAL & S PiA
oy it/ 43 kDa 1 45 AT REST 2 AR B LA B iR
PR REfR AL S GFP (] 2-C), UiBARLG GFP AL
FEN 25 LE 8 R I s S AR |
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Fig. 1

Intra- and extra-cellular expression of GFP in A. fumigatus strain harboring pchiGFP (A) or pchiGFP-S (B). The conidia slurry

of 100 pL (1x107/mL) was inoculated in 200 mL CM liquid medium and incubated at 37 ‘Cwith shaking of 250 r/min for 7-140 h. At

intervals, the mycelia were harvested and analyzed under fluorescent light, using Zeiss microscope (x200) equipped with a 460- to

480-nm excitation filter set, captured with CCD camera. The culture supernatant was taken and analyzed using SDS-PAGE. EC, ex-
tracellular protein; IC, intracellular protein.

A

AfPhoA(AFUA_1G03570):
ASVSANWGLESLGRWDCGANILEIVANKTGYVNYDVDTTNLRLNETYPGEMSAGEYS
KYSPVWPNALTRGDCSAGHGILDIVKETYANTEPTYNYSSPFPYDTASNYNTKVTAT
KKNVTGTHRSSSSSSPSASSNAAVSAVAPAAGVSGLLLGLALNLL
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Fig. 2 Construction and expression of the GFP/PhoA in A. fumigatus.
In A, the C-terminal sequence used for the chimeric construct is
shown. Bold letter indicates the  amino acid that was predicted by
the Big-Pi prediction program (http://mendel.imp.ac.at/gpi/cgi-bin/
gpipred.cgi). In B, PCR and Southern blot were carried out using
genomic DNA isolated from strain PHOA-7. In C, the membrane
proteins from strain PHOA-7 incubated at 37°C for 48 h were ana-
lyzed by Western blot. Anti-GFP polyclonal antibodies (Clontech) at
1:1000 dilution was used for Western blot.

2.3 GFP/PhoA Fi& & B WM E L5 7

¥ PHOA-7 tk#E CM th 37°CHEFRI}, ALA K
1 GFP/PhoA TEXT UL KW (10 ~38 h) HBLFE
22 MR R, JFRE MR B B E K IAE &
(60 h) AITEZZHH 0.5 mol/L 1115 s kb 005 3 22 21
R K, 2 e FEE 5 4 P R 43 15 )5 & B GFP/PhoA F%¢
JEAF 5 8 FURHE 40 M ) 40 MRS |, 1568 GFP/PhoA
JEALT UM (1B 3)

R E S GFP [R5 5 LI 40 i RE bR
Ao, BATEILT B &0 FRismA GFP,
¥ PHOA-7 1£ CM KR FEE #5535 24 h J5 %k A 345
TIPS TR, SREMEILT RIES 2 h 5,
GFP/PhoA ¥ 1 1 4H M 4 K A5t & I I s 11 B0 76 4
R, PF 36 h F2OUE S EE 0 T AR
A [R] 35 5 K5 37 B (6] 19 T 22 300 47 o BE 43 B A
GFP %6, KIES 2~ 76 h (1) GFP 98 6(5 S £ 54>
A TAMIRE B, fEFERE5R 76 h 5 dnfideE Fdf b
BAES, ULHAZENH & T GFP/PhoA 2 & (i T4
B IR 4-A) o BEIEURH [R) 35 5% B 1] 1) 127 22 40 B R R 1
Western 73 #7t,1E 3% 30 kDa B GFP/PhoA 1£i5 S 3% 55
8hJ5 K& BAEA A I, JF7E 36 h ik Fm Ak, il
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(1.5 mol/L sorbitol
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X
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Fig. 3 Expression and localization of the GFP/PhoA in CM. The conidia slurry of 100 uL (1x107/mL) was inoculated in 200 mL CM liquid medium
and incubated at 37°C with shaking of 250 r/min for 14-60 h. At intervals, the mycelia were harvested and analyzed under fluorescent light, using Zeiss
microscope (x200) equipped with a 460- to 480-nm excitation filter set, captured with CCD camera. Plasmolyzed cell is marked with arrow.

50 um

A 0.5 mol/L sorbitol

2h

8h

36h

76 h

B 0h 8h 36h 76h  116h
-‘ — 44 kDa
’.- S — 30 kDa
e

4 GFP/PhoA & E R MM TP RIS SRIZMME R
Fig. 4 Induced expression and localization of the GFP/PhoA in A. fumigatus. A: the mycelia were grown as described under Materials and
Methods. At intervals, the mycelia were harvested, treated with 0.5 mol/L sorbitol and then analyzed under fluorescent light, using Zeiss micro-
scope equipped with a 460 to 480 nm excitation filter set, captured with CCD camera and edited with the image analyzer program Image (AxioVi-
sion Rel.4.6) (x1000). Plasmolyzed cell is marked with arrow. B: the membrane proteins from strain PHOA-7 cultivated at 37°C after induction

were analyzed by Western blot. Anti-GFP polyclonal antibodies (Clontech) at 1 : {1099[ QQE%%n W@E Hﬂs?g j HWﬁEe}r%b%ot
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fi3hr &3 (& 5-B) , 30 kDa iy GFP HE [11EAS: 8
h & LI b6 1 IR AR AN, I Fif il 5% 57 s [] (9 S K Tl
WD s W RIK S R R, BRI
8 h i ifL 4k 30 kDa 4 GFP/PhoA & 100%, [fiifs 5%
7% 36, 76 Fl 116 /NEFE W45 A 14.3% . 8.6%F
5.2%. SULARXS BSR4 36 ~ 116 h A3 5% FIF iR
H AfChiBL Wy ZE M (B 5-A) . dEMEIEfk
GFP/PhoA HYHLIE/rF 2N 43.5 kDa, HEsLALhy
GFP/PhoA /3 T4y )y 54 kDa, eI 1{E1A S5 9% 36 ~
116 h {48 V0 -t R ARG 81 /0 i 1 3 Ak Al 3
byl G GFP (Bl 5-B) , #Eil 44 kDa F1 54 kDa [
SEASR G GFP 22 AL TA 22 A 5 B ok 1

kDa M Oh &h 36h 76h 116h
94
e6 — o — ¢
- & e — g—

45 .. W - AFChiBI
35

- — ~GFP
24

A

0h __ 8h _36h __76h _116h kDa
. ' 54
44

30

& 5 Rash GFP/PhoA Hy#a i

Fig. 5 Analysis of GFP/PhoA in culture supernatant. In A, the
PHOA-7 strain was grown in liquid CM at 37° for 24 h and then
transferred to induction medium as described under Materials
and Methods. After 0, 8, 36, 76, and 116 h of induction, 4 mL of
culture supernatant were taken out and precipitated with
4-volume of cold acetone. The proteins were collected by cen-
trifugation (12000 r/min for 20 min) and re-dissolved in 150 puL
of 50 mmol/L Tris-HCI. 20 puL of each preparation were ana-
lyzed on SDS-PAGE. In B, the membrane proteins from strain
PHOA-7 incubated at 37°C after induction were analyzed by

Western blot. Anti-GFP polyclonal antibodies (Clontech) at 1 :
1000 dilution was used for Western blot.

3 ik
31 BN LREHKLE

AR R SR AT RN S 3 A R RE ORI
AP AT A — S8 AL B A ZR S8R T A

B, WPLFLIE R -5- B R MR T SE R pyrG A i ik
FRIC Y pCDAL4, pCDALS 5 4k A il B bR 1T 1 PR W6 e 755
TRk CEALT Jo nl A2 {5 FRAT /PR W WE 1) 5 9% 2k 1
i 1 1 75 G AL T BRI R IR A7 e G AL R A
YA R IR, AT 2 H WA 53 A i 8 3 TR ) R ) =
BFB ARG 1B A — T 1 R AR R 58]
FAEM M rh R E

FEASWEFE TP 3T 1 58 A A 2 ol A 2 W VE R
fig 5[5 glaA J3 3 (Pgaa) Al N-3i {55 kA pGT21
R EAATE I ik GFP, BARZ IR 7E 2 th &
REAR b 1 2 Tk AN R 11, (ELFRATTE0 R B Pgan 16 18 i 57
H RGN B, MU AT RE S AE A 25 TR IR
MFHFRIRMIER L FEIRINE A5 . 0
PRIE . PRI I B — A3 00 T 8 1 3R R A
K EF| LT FilE AfChiBL mTAEM M PiE SR
PRI s BT IR AT puUCL9 A K Fokn,
AfchiB1 ()3 5l Penigy A1 A R 155 TrpC 2% 1L X 44
T —ASB R E A, IE LN SERE S B T
A AT AfChiB1 N-3i {5 5 ik (1) GFP Rik#k,
I EE R BR AfChiBL (1) N-difs 5 Kol LA 251
AN FAEA A P B Wk o TE Penipy BOFE ]
T, A GFP MR (7 h) Jripdkik, I
FEXTECA R (30 h) APEG 11 (60 h) & i,
HERTMEREES, SMhE&ENFEILT R
AfChiB1 YA FIANBFA (1), Ui Peigy 52 HH
22 KRR %, 325 AFChiBL Al fE 52k Kt #vh
20 B B ) R B AL 20 HIE A Ko T H Ponipr 3
JUT B, EFSRIR @A GFP il KKk,
TE GFP fy C-3ifi & GPIl {5 5 M58 v LI S aa
GFP &L FANAAE . W AR, A FE v Br ) £ 1) A4
LAy T DA 00 o B i PR ek R L BT
s e AL IR ST, Wl LU T S U e N IR
JoT A R 0 M P s L o A 3R Ik T 4 i 3R T
ik,

Ak, e #AkEN S pCDAL4 Jhiefy CEALT
TR R BT AR 5 45 5 3 2o 7 2 PR Y /PR 15 WE 75 5% Bl
53 MR IEA T e o DRI, RIS oA 1) SOk At o
(10 2 Ak vk S FR 2 L R VR 1 T RE A ST 4RI T
— MR FIB R
32 GPlI A AfPhoA BYERLH

B R AN RE GPl ZE /Y C-4afs 5 Ik -2 A1k
Tyr, Val 2{ Asn, [FF7Ew-4 B w-5 {74 Val, Ile 5§
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Leu; 4fifffE GPI 2 /) C-tinfs S ik w-4 Eo-1 f72105E
WA WUHPEZ LR (Lys il Arg LRI Lys ) 181916261
IEAk, it GPIEE 1T C-3ih & 7 Ser/Thr BYF 41, Tl
AW T A RE , ZEREREH 70%LL L 41 i
BE GPI 2 ['1HY C-3ti & 45 8t 30%F) Ser/Thr 1% 187201
TR GPI Y C-3t 7 51 Al C-3it 5 5 K34 ] e 3
MM E N o (X BERE GPI 2R & M5 B i AFFE L
1 De Sampaio 2% B, /R4 Gaslp Vi M Ho-2EH
PR A 0 Gaslp HY C-difs 5 BRI & A3 HRAE 1 Y
RN SR, F X WS 2 1 3 A T A M RE
Gaslp Flo-2FFUBHT B A& & % Ser/Thr & H ,
EATTR A RE E LA S R AT A HRTIEANTERE . 54k,
A — L6 GPI 2 [ 7 40 i IR0 40 i B I 52 3% 252 0 A
M GPI AR5 F A FRML i B 0 42 2%
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Analysis of acid-phosphatase localization in Aspergillus fumigatus by
a secreted chimeric green fluorescent protein asreporter

Xiaomin Chen, Haomiao Ouyang, Guomin Tang, Aoquan Wang, Cheng Jin”

(State Key Laboratory of Microbial Resources, Institute of Microbiology, Chinese Academy of Sciences, Beijing 100101, China)

Abstract: [Objective] In yeast glycosylphosphatidylinositol (GPI) anchoring is a signal directing localization of GPI
proteins to the plasma membrane or cell wall. Some of the cis-requirements for the localization of GPI proteins are now
understood, however, little is known the signals directing distribution of the GPI proteins in filamentous fungi. Previously,
AfPhoA, a GPIl-anchored acid phosphatase in filamentous fungus Aspergillus fumigatus, was first isolated from the cell
membrane and latter found to be associated with the cell wall. The actual distribution of the AfPhoA remains unclear.
Meanwhile, the signature amino acid motif that determines the distribution of GPI protein in yeast is not found in the
C-terminal sequence of the AfPhoA. We aimed to elucidate the cell distribution of the AfPhoA. [Methods] The green
fluorescent protein (GFP) was used as reporter to track the localization of the AfPhoA. The C-terminal sequence of the
AfPhoA was fused to the C-terminus of the GFP. [Results] We first constructed the expression plasmid pchiGFP, in which
the N-terminal signal sequence of the A. fumigatus AfChiB1 was fused to the N-terminus of the GFP. After transformation,
a secreted expression of the GFP was achieved in A. fumigatus. Based on this construct, The C-terminal sequence of the
AfPhoA was fused to the C-terminus of the GFP to construct a chimeric GFP. After the co-transformation of the fusion
construct with plasmid pCDA14, a transformant was confirmed to harbor the chimeric GFP in its genome and could ex-
press the chimeric GFP. The transformant cultivated with or without chitin induction could express the chimeric GFP
mainly attached to the cell membrane, a prolonged cultivation led to a minor distribution of the chimeric GFP in the cell
wall. Although a 30KD of GFP fragment, instead of an intact 43.5KDa chimeric GFP, was also detected in the culture
supernatant, which might be released by the cleavage between the fusion protein and its GPI anchor. [Conclusion] Our
results suggest that GPI anchoring determines the distribution of the AfPhoA in the cell membrane. In addition to our
investigation of the GPI anchoring, an expression vector was also constructed, which would be useful for analyses of the
function and regulation of the genes and proteins in A. fumigatus.

Keywords: A. fumigatus; signal; glycosylphosphatidylinositol; localization
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