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“for his discoveries concerning the genomes of
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Leaves inhabited by the microorganism

Figure 10.7: Microscopic appearance of Phyllosphere Bacteria
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0 do before starting : ;
®  Dissolve figoteinase KPowder in 1.1 mi sterife H,0 and store at -20 C.
® Il ANA-free genomic DNA is desired, prepare RNase A solution by
dissolving fNase Apowder in 220 yl sterile H,0 and store at -20°C.
@ Pesheatwater bath of heat block at 37, 56.€,70G/60-65¢ 56% th.
respectively,
@ Dissolving Lysozyme powder in Lysozyme solvent: Add 1 ml Lysozyme
solvent to Lysozyme powder, vartex until completely dissolved, transfer
all the salution to the Lysozyme solvent and store at -20°C.

General Procedures:
* Please follow suggested sample amount to avold clogging of column,
reducing DNA quality and yleld.
1. a) Gram-negative bacteria: Centrifuge cells (< 2 x 10°) at top speed
112,000-14,000x ) for 2 min. catefullysemove-the supernatantand *
resuspend bacterial pellet in 200 pl Extraction Solution, Mix by vortexing &
ot pipetting, Proceed to Step 2. 13
b Gram-positive bacteria: Centrifuge cells (< 2 x 10") at top sun.e.?__...
Ingubite the pelet 1 80 Clor 5
min {or In liquid nitrogen for 30 seconds), and then immediately incubate
the tube in 37°C for 2 min. d the In 180 pl of v
Solution. Mix by vortexing of pipetting incubate at 37°C for 30 min apd
_idd 200 l Extraction Solution, Proceed to Step 2.
2. Add 20 pl of Proteinase K Solution 1o the microcentrifuge tube, mix by
vortexing,
* Do not premix Extroction Buffer and proteinase K solution befare use to
prevent X from going self-digestion without substrote.
3. Incubate samples at 56 C in water balfy or Incubator for 0.5-1 hours or
- longer until complete lysis of cell , vortex 5710 seconds at frequent
~ Intervals during incubation,
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2. BB KEENERERMEANRE (BEEEKY ) *
TR —  EREME ( leaf imprint methods )
®75E  ERWEEA (leaf grinding methods )

PIFTSLgsRlo~ 10183 5 BB B Emp ik - HY2 mIRY0.85 % NaCl

KERMEE R - FAEP20089M 2 RS IREY 100 WA R TR IS &
Edh . 2GR ( Spread plate method ) 5= - LUREERILEL R 55 i
=182 . BIEHRRTRKBERESE | -

=

3MEERIZE24-48/\IFE ( FBETF12:15-2:30 A EEREHRRCHE
BHE EEHES) MR SIEEEEIICIRIEEE T ALE

fi

JUE02mL M ERCE Y A THAARAEY :

| | &8 DNA L |
| DNA 5 5 5 5 |
| 317 e e T
| Forward primer (10uM)
2 2 7 2
| Reverse primer (10pM) |
5xMix buffer (g Dna %
4 4 4 4
488 - NTPs ~ % #:%)
ddH,0O 9 9 9 9
total volume (uL) 20 20 20 20

dNTPs : dATP ~ dGTP ~ dCTP ~ dTTP -
ZHEDAYESE © ddH0— 3] F—DNA— SxMix buffer(& % 5 %% #u)
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ﬁmmm%mggmgﬂﬁ nﬁ*m,__n%_

strain name T.E%M».&%(m ._3.,._‘__:_:: :_E:z.a coverage

Microbe-1 Bacillus cereus 100% . 99%

Microbe-2 CCUS W T 100% 100%

Microbe-3 Bacillus subtilis 100% 99%

Microbe-4 | Pseudomonas hunanensis | 100% | 100% ‘
Microbe-5 Bacillus amyloliquefaciens 100% . 100% .
Microbe-6 Sphingobium yanoikuyae 100% | 100%

Microbe-7 Curtobacterium citreum 99.73% | 100% RIEBEERSITESR -
Microbe-8 Kocuria indica 99.86% 99% RESEB AR SE M8+
Microbe-9 | Bacillus aryabhariai | 1009 99% IBS ; BRSO B ENMEY
Microbe-10 Pseudomonas sp. strain 100% 100% HBEENE ZRIFREE wpﬁmuu
Microbe-11 : 99.60% 100%  1FE4S %qu 1 =
Microbe-12 | Moraxella osloensis - 100% 100% @ ToasE2iEs \lmnu ,\14_
Microbe-13 | “ 98.43%, | 100% B m - Bacillus cereus &)
Microbe-14 | 99.18% 99% ’ Staphnvlococe :,_m_}
Microbe-15 Micrococcus luteus ~97.49% 98% ES @ BLEARETE N IRTE
Microbe-16 Bacillus subtilis 100% 100% \_/ RIRZE . —miE m nﬂ
Microbe-17 Bacillus aquimaris 99.44% 98% iz WM = i {8 D EfE
Microbe-18 Mierococcus luteus 99% 100% YA 8R4
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