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Fig.1 Neighbour—oining phylogenetic tree based on 16S rRNA gene sequences of Halobacteriaceaee.

Numbers at the nodes indicate the bootstrap values(

50%) based on neigubourHoining analyses of

1000 resampled datasets. GenBank accession numbers of the type strains of each genus are given in

parentheses. Bar 2% sequence divergence.
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1
Table 1 ~ The related information of thirteen samples
Soil sample Sampling sites Soil types Altitude N({rthern East‘ ol Salinity
number /m latitude longitude /%
1 140 km to Lup nur entrance( 140 km ) Loam 782 39°56-104" 90°11482" 6.5 3.5500
2 Surrounding of Loulan city ( ) Loam 776 40°14°161" 90°167712" 6.8 7. 0400
3 Surrounding of Loulan city ( ) Loam 914 41°28°464" 84°18994" 7.5 3. 6025
4 Surrounding of Loulan city ( ) Solonchak 910 41°367423" 84°467619” 7.8 9. 8050
5 Lup nur entrance( ) Solonchak 777 40°307784" 90°18418” 7.0 2.9475
6 gg tz 0 )L“p nur entrance ( Sandy soil 785 39°41979"  89°54496" 6.5 5. 3400
7 ]138 :Z 0 )]‘“p nur entrance ( Sandy soil 785 39°5499” 90°9°281" 7.8 2.5950
8 Loulan city entrance( ) Solonchak 782 39°58-723" 90°15-517" 7.0 1. 9800
9 Surrounding of Loulan city ( ) Sandy soil 775 40°23812" 90°17°618" 6.5 13.9325
10 Surrounding of Loulan city ( ) Clay 774 40°35°127" 90°187491" 8.2 5. 1350
11 15 km to Lup nur city( 15 km ) Sandy soil 780 40°228" 90°5273" 7.0 13. 0150
12 Surrounding of Lup nur city ( ) Sandy soil 779 40°132" 90°379" 6.5 7. 4050
13 Downtown of Lup nur city ( ) Solonchak 778 40°27954" 90°52°63" 6.5 29. 0250
2.1.3 2
o 2 2 o
345
2 13 16S rRNA
Table 2 Species strain numbers and 16S rRNA gene sequence accession numbers of isolated halophilic
archaeon strains from 13 soil samples
Soil samples Number of Accession . . Number of Similarity
number isolates number Closest species each species 1%
1 YIM 93654 JF449415 Natronococcus jeotgali 1 99. 241
YIM 93701 JF449426 Halalkalicoccus tibetensis 1 99. 457
YIM 93656 J¥449425 Haladaptatus cibarius 1 97.932
2 YIM 93792 JF449427 Haloterrigena turkmenica 4 98. 167
YIM 93793 JF449428 Haloterrigena turkmenica 98. 099
YIM 93684 JF449421 Haloterrigena salina 98. 169
YIM 93787 JF449388 Haloterrigena salina 98. 521
Group 5( YIM 93767) JF449399 Haloterrigena turkmenica 1 96. 667
YIM 93541 JF449418 Halosarcina pallida 1 99. 186
YIM 93749 J¥449434 Halorubrum saccharovorum 1 99. 046
Group 3( YIM 93588) JF449414 Halovivax ruber 2 94.126
YIM 93589) JF449437 Halovivax ruber 94.271
3 Group 4( YIM 93590) JF449412 Natronomonas pharaonis 1 88. 115
Group 1( YIM 93598) JF449401 Natrinema ejinorense 1 96. 260
YIM 93705 JF449386 Halostagnicola larsenii 2 99.563
YIM 93786 JF449387 Halostagnicola larsenii 99. 490
YIM 93594 JF449407 Haloterrigena turkmenica 6 98. 167
YIM 93593 JF449416 Haloterrigena turkmenica 98. 506
YIM 93597 JF449405 Haloterrigena turkmenica 98. 235
YIM 93596 JF449413 Haloterrigena turkmenica 97.895
YIM 93595 JF449411 Haloterrigena turkmenica 99.117

YIM 93641 JF449417 Haloterrigena turkmenica 99. 050
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Soil samples Number of Accession . Number of Similarity

number isolates number Closest species each species /%

4 YIM 93592 JF449438 Halopelagius inordinatus 2 97. 891
YIM 93605 JF449439 Halopelagius inordinatus 97. 861
YIM 93664 JF449420 Halalkalicoccus tibetensis 1 99. 254
Group 1( YIM 93608) JF449410 Haloterrigena thermotolerans 1 96. 414
Group 2( YIM 93794 JF449430 Natronorubrum tibetense 4 96. 676
YIM 93795 JF449435 Natronorubrum tibetense 96.472
YIM 93762 JF449424 Natronorubrum tibetense 96. 404
YIM 93797) JF449436 Natronorubrum tibetense 96. 533

5 YIM 93621 JF449394 Halopiger aswanensts 1 98. 764
Group 1( YIM 93789 JF449391 Natrinema ejinorense 8 96. 754
YIM 93696 JF449392 Natrinema ejinorense 96. 610
YIM 93755 JF449398 Natrinema ejinorense 96. 048
YIM 93680 JF449423 Natrinema ejinorense 96. 260
YIM 93615 JF449403 Natrinema ejinorense 96. 189
YIM 93756 JF449397 Haloterrigena thermotolerans 96.414
YIM 93671 JF449419 Natrinema ejinorense 96. 471
YIM 93689) JF449400 Natrinema versiforme 96. 240
YIM 93581 JF449432 Natrinema pallidum 1 97.370
Group 2( YIM 93699 JF449404 Natronorubrum tibetense 5 96. 404
YIM 93796 JF449431 Natronorubrum tibetense 96. 676
YIM 93737 JF449402 Natronorubrum tibetense 96. 540
YIM 93763 JF449441 Natronorubrum tibetense 96. 540
YIM 93694) JF449422 Natronorubrum tibetense 96. 608

6 YIM 93604 J¥449406 Haloterrigena thermotolerans 1 97.103

7 Group 1( YIM 93788 JF449389 Natrinema ejinorense 6 96. 824
YIM 93798 JF449393 Natrinema ejinorense 96. 754
YIM 93683 JF449440 Natrinema ejinorense 96. 895
YIM 93790 JF449395 Natrinema ejinorense 96. 822
YIM 93697 JF449390 Natrinema ejinorense 96.613
YIM 93791) JF449496 Natrinema ejinorense 96.613

8 Nothing

9 YIM 93700 JF449429 Haloterrigena thermotolerans 1 98.070

10 Group 1( YIM 93606 JF449408 Haloterrigena thermotolerans 2 96. 692
YIM 93607) JF449409 Haloterrigena jeotgali 96.726

11 Nothing

12 Nothing

13 YIM 93622 JF449433 Haloterrigena turkmenica 1 99. 185

2.1.4 40 9
5 4 o
ISP5 .HV 16 2
o 2 o 3 o
3
Table 3 Species and number of isolated halophilic archaeon strains by four selective media
Media The genera and number of isolation strains
CCMS Group 1 (8) Group 2 (7) Group 3 (2) Group 4 (1) Halostagnicola (2) Haloterrigena (11)  Natronococcus (1)
Haladaptatus (1) Halopelagius (2) Halosarcina (1)  Halorubrum (1)  Halalkalicoccus (2)  Group 5 (1)

Modified Gause 1 Group 1(10)  Group 2(2) Halopiger (1) Natrinema (1) Haloterrigena ( 2)

HV Nothing

Modified ISP5 Nothing

The number of each genera are given in parentheses.
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Table 4 The results of salt concentration tolerance and enzyme tests

Number of Range of Na(,] Optimum NaU Starch Skim milk Gelatin Tween 20 Tween 40 Tween 60 Tween 80

isolates concentration /% concentration /%

YIM 93680 10 -35 20 -25 + + - - - - - _

YIM 93581 5-35 20 -30 + - - + - — _

YIM 93762 10 - 35 20 -30 + + + - - + + + + -

YIM 93763 10 - 35 20 -30 - - - P ‘4 - _

YIM 93588 10 -35 20 -25 + + + + - - -

YIM 93589 15 -35 20 -25 + + + + + + - - -

YIM 93622 10 -35 20 -30 + + + - - + + - - -

YIM 93594 10 -35 20 -25 + - - + + + + + + + -

YIM 93700 10 -35 30 + - + + + + + + - -

YIM 93767 10 -35 20 - - + - - - -

YIM 93621 15 -35 20 -25 - - + - - - -

YIM 93705 10 -35 20 -25 - - - - - - _

YIM 93654 10 35 20 -25 PR - - - . _ N

YIM 93664 5 -35 20 -30 - - - P .+ _ _

YIM 93749 10 -35 20 -30 + + - - - + + -

YIM 93592 15 -35 20 + + - - + - - -

YIM 93656 10 -35 20 -25 + + + + 4+ + + + + + + + + -

Note: +: positive;

2.3
2.3.1

217
12

+ +: the higher positive; + +

93654.YIM 93622.YIM 93762

o

2.3.2

2.3.3

35.3%

o

20 40 60 80

+ . the highest positive

70.6% . YIM

80%

YIM 93656

o 17
14 82.4% . YIM 93700+
YIM 93594 .YIM 93664.YIM 93763.YIM 93656

o

YIM 93581.YIM
93762. YIM 93622. YIM 93594. YIM93749. YIM

93592 YIM 92654 ; YIM 93588.
YIM 93589.YIM 93700.YIM 93656 o
4 o
3
67.9%
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Abstract Objective In order to explore the diversity of cultured halophilic archaeon from hypersaline environments in
Lop Nur region and their potential application. Methods  Total 13 soil samples were collected from Lop Nur regions.
Halophilic archaea strains were isolated and identified by 16S rRNA gene sequence analysis. In addition 17 strains were
selected based on different branches in pylogenetic tree and their salt concentration tolerance and amylase protease

esterase activities were further detected by conventional methods.  Results The 16S rRNA gene sequences of 56
selected strains were determined and the phylogenetic analysis was carried out. These strains were classified into 10
known genera and 5 new potential genera and the Shannon index was 1. 820. The range of salt concentration tolerance of
most strains was 10% —35% ( optimum at 20% —25% ) . Amylase positive rate was 70. 6% protease positive rate was
35.3% and esterase positive rate was 82.4% . Conclusion Diverse halophilic archaeon were discovered in Lop Nur
regions. The isolation methods that we used were successful for isolating halophilic archaeon from these areas which
provided the technical basis to future explore the resources of halophilic archaeon in Lop Nur regions.

Keywords: lop nur halophilic archaeon culture-dependent microbial diversity
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