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- Yeast Genomic DNA Preparation: Glass Bead Method
1. Grow a culture overnight in 30 medium, O03mL 16TE

™ 2. Spincells at 3, RPM for 3 minutes. Wash pellet with 1 mL of ddH,0 and transferto a
sterile eppendorf tube. Pellet cells and aspirate all supernatant,

® 2 ML
3. Resuspend cells with 600 uL of DNA extraction buffer by vortexing.

i 4. Add 300 uL of glass beads (Sigma, 425-600 um, acid-washed).

N
A
i

Misc ke — !‘ww’llg tc

= 5. Add 300 L of phenol:chloroform:i yl alcohol (25:24:1; Tris saturated) mix and vortex
4 minutes. Spin at max. speed for 5 minutes.

6. Remove supermnatant to a new tube. ("V\*$('-’¢M-o~ 8co -qco ﬂ)
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9.

Add 5 uL of RNAse A (100 mg/mL) and incubate at 37°C for 30 minutes.
Phenol/Chleroform extract once more (with 300 L of phenol:chloroform:isoamyl alcohol)
and remove supernatant to a new tube (at this step, if you would like to use a phase-lock
gel to ensure removal of organic solvent, it would be appropriate).

Add 1 mL of ice-cold 95-100% EtOH. Spin 5 minutes at full speed to pellet the DNA.

10. Wash pellet in 80% EtOH, dry, and finally resuspend in 100 uL of ddH;O.
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= 11. Check and record DNA concentration using Qubit or Nanodrop. i 1'1;;'
- DNA Extraction Buffer HrEr
2% TX-100 15
- 1% SDS
100 mM NaC! 16
L 10 mM Tris (pH = 8.0)
1mM EDTA 17
Fy NOTE: This DNA works just as well as DNA prepared using a Qiagen column for use in llumina- 18
~ based sequendrlg methods =
19
20
1 | 21
|22
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" RMS1-G02_240 0.351 35.1 351 m [hzse 1 SaspecT av 1
RMS1-G02_335 0.112 112 112 _ | 155
RMS1-G02_415 0.065 65 0.65 | — ,
RMS1-G02_505 0.172 17.2 172 ?’L Y -Ec‘é_%_g A T L reclec k"[{/
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———  RMS1-G02_825 0.0801 8.01 0.801 : .
RMS1-G02_910 0.866 86.6 8.66 | . |
RMS1-G02_1000 0.225 25 225 i 1 1
RMS1-HO8_0 0.166 16.6 1.66 | !
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-  BYS1-AD9_415 0.0598 5.98 0.598 5) 2o ' L"!&-,— ¢
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—— BYS1-A09_585 0.0776 1.76 0.776 7 '
BYS1-A09_665 0.247 247 247 1) 0
T BYS1-AD9_745 0.163 163 163 7
| BYS1-A09_825 0.107 10.7 1.07 3) D 4 120
B8YS1-A09_910 0.125 125 125 , [
8YS1-A09_1000 0.213 213 213 D t ) -gé ls0 !
I (8 o (80| | ¢ ,

D 00 ~ O N AW N -

N e = =
gwmumm.ﬁ-mm—o

2




S W 0 O~ oWt & WM

35

37
38

5 B

Yeast Genomic DNA Preparation: Glass Bead Lysis Method

e 0 be ied as part of the sequencing colfebaration with Washingten Unieersity In' St Lour
DAY BEFORE
1. Prepare 2-mL screw-cap tubes to be used for preparations (one tube for each preparation):
a.  B00 L of acid washed glass beads (425-600 yum, acid-washed; Sigma)
b. 400 uL of phenol:chloroform:isoamyl aleohol (25:24:1, Tris saturated)
2. Place 2-mL tubes at 4°C until use.
3. Prepare (unless already done) a cell peliet from a 20 mL overnight culture. Store at -20°C in a microcentrifuge tube.

DAY OF

1. Resuspend frozen cell pellet with 400 uL of DNA Extraction Buffer using a k ion of pipetting and/or g

2. Pipette cell suspension into 2-mL tube containing glass beads and phenol:chloroform:isoamyl alcohol.

3. Insert samples into Bead Beater (in cold room) and bead beat for 2.5 minutes (the bead beater holds a maximum of 16
tubes).

4, Spin at maximum speed in a microcentrifuge for 5 minutes.

While this sampfe & spimni ng prepare a st of microcentrifege tubes each containing 5 L of RNAse A (100 mag/mi)

5 R p to tube ining RNAse A (there will be approximately 500-600 pL of supernatant).

6. Incubate at 37°C for 60 minutes (could do this incubation for longer, if it is convenient).

ni & somples coutd be starfed and Brought up o the ANAse A incubotion... ollows for

7. Add 300 uL of phenol:chloroform:isoamyl alcohol to the sample, vortex for 15 seconds, and spin at full speed for 5
Then ~350 pl sup to a new tube {at this step, if you would like to use a phase-lock gel to
ensure removal of organic solvent, it would be appropriate).

8. Add 1 mLof ice-cold 95-100% ethanol. Chill samples for at least 1 hour {can go overnight) at -20°C.
9. Spin 5 minutes at full speed to pellet the DNA. Aspirate or decant the supernatant.

10. Wash pellet with 1 mL of ice-cold 70% ethanol (vortex briefly, spin at full speed 15 seconds, decant ethanol, spin at full

speed 15 seconds, then aspi g ethanol) and r d in 200 pL of ddH,0.

11. Check and record DNA concentration using Qubit flucrometer,

DNA Extraction Buffer for 100 mL

2% TX-100 2 mL of 100% Triton X-100
1% SDS 10 mL of 10% SDS

100 mMm NacCl 2mLof 5 M NaCl

10 mM Tris (pH = 8.0) 1mLof1MTris (pH = 8.0)
1mM EDTA 200 uL of 500 mM EDTA

NOTE: Whenever performing a phenol/chlaroform extraction, it is always better to leave some sample behind than to bring
some of the interphase (cell debris) into subsequent steps.

NOTE: This DNA works just as well as DNA prepared using a Qiagen col for use in lllumina-based
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Large population size cultures

12  96-well plate nomenclature
24 384-well plate nomenclature

RMB1|RMB2

BYB1 | BYB2

I:l Sample well
E Blank well

feog

Small population size cultures

96-well plate nomenclature
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Percent Strain cells/ml| ml ul cells | |
90.0% W303  2146E408 25 25000  5.365E+09 I il 3
10.0% S288c 2.668E+08 2.0 2010.9 5.365E+08 I 32

99.0% w303 2.146E+08 25 25000 5.365E+09 1|
1.0% S288c 2.668E+08 0.2 201.1 5.365E+07 3
99.9% w303 2.146E+08 25 25000 5.365E+09 34
0.1% 5288c 2.668E+08 0.0 20.1 5.365E+06 35
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— 5705 1-059 LTE_BYS2 C03-665 Missing from set
14 S-705 1-071 LTE_BYS2 C06-665 Missing from set
h_ 5-705 1-083 LTE_BYS2 DO6-685 Missing from set
15 5-705 1-095 LTE_BYS2_E03-665 -705‘ Missing from set
| M S-705 1-167 LTE_BYS2_B09-665 Missing from set
16 | 5-705 1-179 LTE_BYS2 EO4-66! Missing from set
e 5-585 1-022 LTE_BYS1_AD7-585 Need to be re-grown
17 S-665 1-023 LTE_BYS1_AD7-665 Need to be re-grown
— 5-140 1-089 LTE_BYS52_E03-140 Need to be re-grown
18 5-240 1-080 LTE_BYS2_E03-240 Need to be re-grown
— $-415 1-032 LTE_BYS1 A08-415 Need to be re-grown, something was wrong with the pellet. After bead beating and spin down there was no top phase.
19 5-825 1-037 LTE_BYS1_A0B-825 Need to be re-grown, something was wrong with the pellet. After bead beating and spin down there was no top phase.
_— 5-1000 1-039 LTE_BYS1_A08-1000 Need to be re-grown, something was wrong with the pellet. After bead beating and spin down there was no top phase.
20 $-140 1-041 LTE_BYS1_F05-140 Need to be re-grown, something was wrong with the pellet. After bead beating and spin down there was no top phase.
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Individual Name
LTE_BYS1_A07-585 1-022
LTE_BYS1_AD7-665 1-023
LTE_BYS1_ADB-415 1-032
LTE_BYS1_AD3-825 037
LTE_BY51_AOB-1000 1-039
LTE_BYS1_FO5-140  1-041
LTE_BYS52_C03-665 1-05%
LTE_BYS2_C06-665 1-071
LTE_BY52_DO06-665 1-083
LTE_BYS2_E03-140  1-Uif9
LTE_BYS2 E03:240 1090
LTE_BYS2_E03-665 1-095
LTE_BYS2_B09-665 1-167

oW OM M oM MoK MK K MW W

Sample Sul Processed Notes

Sweep
Sweep
Sweep
Sweep
Sweep
Sweep
Sweep

* LTE_] _B09-7.

» LTE_BYS2 B09-910 =1-170
#LTE_BYS2 B09-1000 =~ 1-171

—— o LTE_RMS1_E09-665 = 1-227

LTE_AMS1_E0S-825 = 1-229
LTE_BYS1_GO1-910 = 1242
LTE_BYS2_DO7-140 = 1-245
LTE_BYS2_D07-240 == | 245
LTE_BYS2 DO7-335 == {247
LTE_BYS2_DO7-415 = 1-248
LTE_BYS2_DO7-505 = 1-24%
LTE_BYS2_DO7-585 ~ 1-250

Fe5 -mlTE_BYS2_DO7-665 = 1251

LTE_BYS2 DO7-745 === 1-252
LTE_BY52 DO7-825 ~ 1-253

T 6% = LTE_BYS2 E01-665 = 1-263

By

LTE_RMS1_GO2-665 == 1 204
LTE_RMS1_GO2-745 ~ 1-300
LTE_RMB2_DOB-585 = 1-334
LTE_RMB2_D0S-665 = 1-115
LTE_RMB2_DOB-745 = 1336
LTE_RMB2_DO08-825 = 1-137
LTE_RMB2_DO08-910 = 1-338
LTE_RMB2_DO8-1000 o 1334
LTE_BYB2 FI0-0 w0 1-340

795 === LTE_BYS2Z CO1-665 w1381

o5 —LIE_BYS2 A1l 1467
NiE - 1-506

~1168

Clonal interference
Multiple Mutations
Multiple Mutations
Multiple Mutations
Multiple Mutations/Sweep
Multiple Mutations/Sweep
Multiple Mutations/Sweep
Multiple Mutations/Sweep
Multiple Mutations/Sweep
Multiple Mutations/Sweep

Steriles Rising
Aggregates

NI_23 1-642
GSY509 2-001
GSY501 2-003
GSY508 2:017

LTE_BYS1_pO7-0
LTE_BYS1_DO7-140 1413
LTE_BYS1_DO7-240 1414
LTE_BYS1_DO7-335 1415
LTE_BYS1_DO7-415 1416
LTE_BYS1_DO7-505 1417
LTE_BYS1 DO7-585 1418
LTE_BYS1_DO7-665 1419
LTE_BYS1_DO7-745 1420
LTE_BYS1_DO7-825 1421
LTE_BYS1_DO7-910 1422
LTE_BYS1_DO7-1000 1423
LTE_BYS1_ED3-0 1-424
LTE_BYS1_ED3-140  1-425
LTE_BYS1_E03-240 1426
LTE_BYS1_ED3-335  1-427
LTE_BYS1 ED3-415 1428
LTE_BYS1_ED3-505 1429
LTE_BYS1_ED3-585 1430
LTE_BYS1 ED3-665 1431
LTE_BYS1_E03-745 1432
LTE_BYS]_ED3-825 1433
LTE_BYS1_ED3-910 1434
LTE_BYS1_ED3-1000  1-435
LTE_BYB1_B01-0 1436
LTE_BYB1_B01-140 1437
LTE_BYB1_B01-240 1438
LTE_BYB1_B01-335 1439
LTE_BYB1_BO1-415  1-440
LTE_BYB1 BO1-505 1441
LTE_BYB1 BO1-585 1442
LTE_BYB1_BO1-665  1-443
LTE_BYB1_BO1.745 1444
LTE_BYB1 BO1:825 1445
LTE_BYB1_B01-910 1446
LTE_BYB1 BO1-1000 1447
LTE_BYB1_HO6-0 1448
LTE_BYB1_HD6-140 1449
LTE_BYB1_HO6-240 1450
LTE_BYB1_HO6-335 1451
LTE_BYB1_HO6-415  1.452
LTE_BYB1_HO6-505  1-453
LTE_BYB1_HO6-585  1-454
LTE_BYB1_HO6-665  1-455
LTE_BYB1_HOG-745 1456
LTE_BYB1_HO6-825 1457
LTE_BYB1_HO6-910

1458
LTE_BY81_H05-1000 S6Y

2517

~From Schulte grove soil

From Van Home wild plum leaf

in 2009

Described in 2009 Genome Research Du
Described in 2009 Genome Research D

Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnarmal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Peflets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Peliets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Peliets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnarmal Pellets
Abnormal Peliets
Abnarmal Pellets
Abnormal Pellets
Abnormal Peilets
Abnormal Peflets
Abnormal Pellets
Abnormal Peflets
Abnormal Pellets
Abnormal Peflets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Peflets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
Abnormal Pellets
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12 96-well plate nomenclature
24 384-well plate nomenclature

RMB1|RMB2

BYB1 | BYB2
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D Sample well
. Blank well

L g

Small population size cultures

96-well plate nomenclature

23 24 384-well plate nomenclature

RMS1 | RMS2

BYS1 | BYS2

D Sample well

] slank well
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@16 L NEW PR STRATESY FoR SEQRUENCING RBuiik-S, AT
#(—l___’ - ECRECANT EXPERIME
 Universal foraward

——
SNP-specific forward ‘ [SNP (44)

(40) 7 SNP-specific reverse

_
Sample index reverse (56}

FORWARD PRIMER DESIGN —-====—=m=—=—— >
At e Consa Aa «// J(/r;
oGIL421 Universal forward (58 bp)
ARTGATACGGCGACCACCGAGATCTACACTCTTTCCCTAC L o/ c/ofta/ 'r(o ab’q
OoGIL422 GAS1 forward 1 (40 bp) Ma ?rmﬂbu; Scbeare ?./[7)
3ACGTCAGACAATACATCAG » -ﬂ %
0GIL423 ELOl forward 2 (40 bp) /A Ve, o /I5 O -
TTCCTACATACATACCATC
oGIL424 STE1l2 fox:waxd_ﬁi (40 bp)
GCCAAATGAAAACTGTACA
OoGIL425 ERGl forward &(40 bp)

TGTTTGCTTTTCCTTTTCC -n\( geCoAﬁg ;,{ ,/ 6.—.#..,‘.‘( Pw-wvr

oGIL426 GAS1l forward X7(40 bp)

TCAGACAATACATCAGCGA ba = L,ﬂu 6 = “j’ a {,’(gw‘la/

oGIL427 ELO1l forward 2 (40 bp)

EEESR  "17CATACCATCATG ltrp lexrvy (. ¥,
OGIL428 STE12 forward (37(40 bp) wu frp lexa H I bepe

AAATGAAARCTGTACARAT
oGILA29 ERGl forward £2(40 bp)
TTGCTTTTCCTTTTCCTTA

REVERSE PRIMER DESIGN <--=-==========

oGIL430 Sample Index0l (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCAC HIBRBEATCTCCTATCCCETCTTETG
oGIL431 Sample Index02 (59 bp)
GATCGGARGAGCACACGTCTGAACTCCAGTCACEBMIBEATCTCGTATGCCGTCTTCTG
~— ©GIL432 Sample Index03 (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCAC [IBBEBATCTCGTATGCCETCTTCTE
oGIL433 Sample Index04 (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCAC INBEEATCTCGTATGCCGTCTTCTE
oGIL434 Sample Index05 (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCACHENBIBATCTCGTATGCCGTCTTCTE
oGIL435 Sample Index06 (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCAC BERBAT CTCGTATGCCGTCTTETG
oGIL436 Sample_Index07 (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCACEHERIBATC TCGTATGCCGTCTTCTE
OGIL437 Sample Index08 (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCAC HEMBNATCTCGTATCCCETCTTENE
oGILA438 Sample Index09 (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCACEEIBRBATCTCGTATGCCGTCTTCTS
©GIL439 Sample Indexl10 (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCACHNEEIATCTCGTATGCCGTCTTCTG
oGIL440 Sample Indexll (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCAC EBBIBREATCTCGTATGCCGTCTTCTG
oGIL441 Sample Indexl12 (59 bp)
GATCGGAAGAGCACACGTCTGAACTCCAGTCAC EIBEBATCTCCTATGCCETCTTCTG

oGIL442 GAS1l reverse (44 bp)
ATCTCGTATGCCGTCTTCTGCTTGCTTAACTCTGGTATCTTCGT
oGIL443 ELOl reverse (44 bp)
ATCTCGTATGCCGTCTTCTGCTTGACAGGAACCCATGTAACTGE
oGIL444 STE12 reverse (44 bp)
ATCTCGTATGECCGTCTTCTECT TGGCTGGAAGTTGTTAGAATAT
oGIL445 ERG1l reverse (44 bp)
ATCTCGTATGECCGTCTTCTEGCT TGATATATATATAATTTTCAAT
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