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Figure 1. lah-3%C mutant was sensitive to osmostress.

Ko FRATEEL T 082 MAPK T i % Fk i %%
FEE BT RT G2 gey-1 2 A% H il 5 06 2 1, 02
Hlh A s R ) — B sil-1 2 g R s R
A, 25 8] T s ot B2 b pek-1 W 2 5 85 7
AL R G B TR A T VAT T R R VB SE A, 3 AN
PRI 43 591 8 AN [] £ 248 L A= i o 2 v g %o 928 425 1 1) Jl
8, FRATARE B AE A b (B 2) , 7E R £ NaCl 4b3f
F,gey-1 Fl pek-1 # A — & & B9 mRNA 7= 4 72
A NaCl J5 , B I 8] B9 45 , 1 1> 2 A1 B9 mRNA fy
K1 T SRR T s i %, 72 AL BE 60 min f5
KB ey, 3R WM © X8 0 AR TN A RN
1M stl-1 () mRNA Fifi %5 NaCl b S (i [8] 9 ZE <, D) J2
I TN A RERRENSE, S5RIIca T
i B 5 DO AH— B, 7E 0s-2"" S AR IR L 1 3 A A
() mRNA KR8 %, 17 B AS 77 76 B A = 3k Ak 2
117 PR3 3K K PR % AR R B S . T AE lah-3"
RAR A gey-1 Fl stl-1 i) mRNA 7K B SRt A B
F ek Ab P 1) AE K B A PR % RN 4 e, HE
mRNA ()5 5 87 4 RUAH b, B B BRI, 31X — 25 SR i
—IUEM] T LAH-3 850 2 5 3 7 OHLRS k96 3 1Y 2
S AN HIECEU N L
2.3 LAH3 ESEERH THBIERLEME

WFIE 7, BT e ) vh 2 598 05 R R 45 1 — 4k
BE S0 Skol Al Hotl 257595 38 J5 0 34T AT LA#E
WERR A o 3 il 12 Ak AG i T L 38 B e s DR B
IR iR i ATkl N SR e S S R =S v
2, LAH-3 B 7R B & R T 26 W&k AR
A& 2

TN ORFRATWG BE 98 5 {7 F 18 Myc-LAH-3 & [



19 SCOUUAE < RLRE UK 90 1 4% Sk BT LAH-3 2 58 @ R IR 4%. /AR Y244 (2014) 54 (9)

987

0 T AR 1) 23 A 6L T 4 A 1 5% FERE IR AR 85 R Sk
25CHLIRR R 55597 20 h 247, il 4% NaCl 735l b
H10.15.,30.,60 min Ji5 W EEAE i, 42 BT H 2E AT TR
MR DN . 3R F PR G AR b, FRATT T P
Xt He, — 2T W R A R, — AN [
FATHOR 22 NaCl AL HR A9 2 1 40 g, I0A B R il
30°CiH Ak 1 h, LU BR LAH-3 3 H Al G847 75 1) W iR
PAB G , LA AE Xk IR . 45 5R s (181 3) , 22 B IR Tl

gcy-1 mRNA

Ab BRI Myc-LAH-3 25 [ AT — %% , 294 80 kDa 42
fio 50 min (E AW X, INA 4% NaCl J5 11
Myc-LAH-3 £ (M 2% H 308 800 #4547, /R 76 38
B R, LAH-3 25 1w 0 iR Ak & i o it 76 i A
T TR T 00 #4390 5, 3 T A M 1) A Ak R I B
MM 0 min (& A& R T BT, Ui
AIPE IE 5 00T, LAH-3 28 (A7 76— Se &0

stl-] mRNA pck-1 mRNA

Time after 4% NaCl treatment 0 15

30

60

WT

lah-3%°

0s-2K0

& 2.

Figure 2. Impaired gene expression in a lah-3 mulant strain upon osmostress.
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Figure 3. The analysis of LAH-3 phosphorylation under osmostress.
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Figure 4. Deletion of 0s-2 has no effect on the phosphorylation of LAH-3 protein upon osmostress.
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Figure 5. Deletion of lah-3 does not influence the protein level and

phosphorylation level of 0S-2 upon osmostress.
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Figure 6. The different impacts on osmo-responsing gene expression in lah-3%" 05257 | lah-3%" and 0s-2%? strains.
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LAH-3, a transcriptional factor involved in osmotic
regulation in Neurospora crassa

# .. # .
Wenshuang Gao”, Zhijun Wang”, Ying Wang"
College of Biological Sciences, China Agricultural University, State Key Laboratory for Agrobiotechnology, Key Laboratory
of Agro-Microbial Resource and Application, Ministry of Agriculture, Beijing 100193, China

Abstract ;[ Objective | In order to identify the function of lah-3 in osmotic regulation, we generated lah-3 deletion strain
and analyzed its phenotype by osmostress treatment. [ Methods] We used homologous recombination to replace lah-3gene
by hph gene and treated these cells with 4% NaCl and 1 M sorbitol to analyze the phenotype. Northern blot was used to
detect the expressions of osmoresponsing genes. Western blot was used to examine the phosphorylation level of LAH-3 and
0S-2 and the expression of 0S-2. [ Results]| In the deletion strain of transcription factor lah-3 gene, the expressions of
osmoresponsing genes gcy-1, stl-1 and pck-1 were significantly reduced. Besides, the phosphorylation level of LAH-3
protein increased under the osmostress treatment. The phosphorylation of LAH-3 was not mediated by OS-2. The deletion
of lah-3 did not affect the 0s-2 expression and the phosphorylation level of 0S-2 upon osmostress. [ Conclusion] LAH-3
involved in osmoresponsing was independent of 0S-2 MAPK pathway.

Keywords: Neurospora crassa, osmostress, 0S-2 MAPK, transcription factor LAH-3
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