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59

Lac-l and Lac-2 mixtures

Yec 16, 1947.

dake up 10 mb tubes of lactose 1% BCP broth.

Add .5 ml inocula of : Set up 2Pih

6 P16 10 a lp ALS x
W-45 - tt

W-45 ~ t+
W-54 - a
We54 - The Same -
WAS & W54 - t+
WAS & W54 - +t.
K-12 Hy,
K-12O

n
a
u
n
F
w
W
D
N
E

*herefore mixtures of Lac-l and Lac-2 are unable to utilize lactose, although
recombimnts are able.

¥ steaalima my bacle rcbably procs
Heath + colores Beals Botteyt w-45® bun,farts.



tecombination of Lac-l and Lac-2 on complete EB medium 61

Yec. 17, 1947.

Harvestxte W-45 (Malf Lac-1/ Lac-2♥)aak and W~54(fal-Lac-l-Lac2/ vy," ) from

fresh YP cultures, and mix at a conc. ca 1010 fml each in water. Store over

night in refrigerator. Dilute to 103 / ml. and spread .1 ml on EMB-Lac (NZCase)

plates to detect? possible Lacl/Lac2/ recombinants.

12/18 PM. 121 plates x 357/2 totalling ca. 40,000 colonies examined.
None were Lac#, This is a control on the reversion of both Lac-l and Lac-2
The recombination rate under these sonditions is apparently too low,
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Nutrition of Y132

Dez. 18, 1947.

PIS
Inoc. into T(A) 4 AIG. P19 har

i. Ye Extr. 05% $44 -

2. Y. Extr. .05% ++ ☜
3. YX Residue We vt ♥

4. YX Residue .Q5 rT LC _5. YX Extract g5% AKihiwt 4thea
6. YX Extract 42% - ☜
de Gelatinjvdiclyeste 5% + +
8. Tomat -a omato = ce p> +4

10. NZTone .3% Hy Lv

12. NZAmine B 05% tt t

13. YNA intact (NaNucl.) $4 *
14. YNA hydr. o§% | - -_
15. YNA hydr. o§% # YX 05% test tit te

for inhibition.
Idfeodiiorinocterx
16. ♥_♥ - ☝

17, M2taae Si + H+ C Mbnn or acti&)
18. CBeeCbeard 001% oO.

Foua tality nonoldeel

Lylbbasiderfeed spot)(Mgt U2Pase2]

10g. Yeast Extract Yifco extracted with 40 ml. CHC13 in flask. Separate, evapotate
extract and take up in water. Expressed in terms of original yeast content. (Very little
material was extracted, perhaps 1~5mg. at most.)

W/5-3 LY Plu) +
Pry

YX ,2Yo 4+ tt
 NeeV + rt
Nigar - th.



63
2-Chloro~4♥aminobenzoic acid

Inhibtion and resistance mutations

Dec. 15, 1947.

Prepare plates of T(0) agar with 25 mg% CAB. Do. (0) agar.

Spread ca 10☜ cells of K-12 on both, incubate 72 hrs.

A) T(o) agar: 400 colonies noted

b) CAB: ca. 42 colonies noted. However, direct microscopic observation and
smear impressions show a large number of "micro-colonies", probably equivalent
to the difference between CAB and T90) plates. Each colony contains, as a guess
104 ~ 10? cells.

This suggests that Strandskov's observations can be accounte d:for on the
basis of spontaneous mutation and selection among the relatively large numbers
of cells in the micro~colonies.)



Maltose-segregation and supplementary genotypes 64

Dec. 16, 1947.

Harvest from YP and cross W-55 x W-54, heterozygous for Lacy, Mal, Sal,B) as well
as V,". Cross on Eils-maltose with .002% glucose added. 4f,.

A20. a) Estimate frequency of maltose☁, and of sectored colonies. Score only those
where the sectors could be scored accurately.

Proportion of Mal / (including sectors). Count sectors as 1 4 andl -.
+ Sec. -
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64A

a20

Score Mal~ segregants re Lac and V1. Also Score Malf

Mal♥ Lect VUtae V> Car-0" fee -Y> (Velscored wellrn, i e)
o,f, 1b 5,4 4 2

, , Gelanes rertaomnal

fo4 cert mn
wal £ bare v4 Lactlac -U" lae ~? ☜ty Recgue lt

Heer ¢ fate, £4 S*taaafasta
Pick 57 apparently sectored colonies to water N20. Store in refrigerdidor for
laver separation. Hecale out 7 "tol
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scores on ial p/m components of malgtose sectored colonies.
Lae p/m and V, r/s

Colony

D
M
W
N
I
O
U
W
E

W
H
P
F

k
t
.
o

idal p

ms -

ps:
ms -

ms.

ps-
ms.

ps-
fas:

ms.

mr.

ps:
ps☂
mr.

ms.

ms-

ps:
ps.
ms -

Mal g Scoring very clear except where total lysis may have

obscured fermentation reading in 22

 



( Ysaxys5.) » Mab ~ lee, - v,* x HoltLos+V,♥

Lac, V, scores of intact colonies:

 

 

A) Mal /
~ R -S +R + §.
Ss uy oO 7
2z 7 O 9
3 uy oO /O
2 of o '

{2 /9 O BT / $8
24 ☜Rave Fa yf

B)Mt- 5 7 | 107 $ ° 105 6 z S
y 7 oO /o
f 3 Q eM

15 28 3 H6 [1 =

PO 8 A

  37. 47 3 $Y_ 160 . .
£23.21 Coal ¢俉1.97) CV¥E.7I Cegieat wal Fille 5 Ahmed paps.

Lr . gs = 26 ( ° Dart. ( SfAicclecs

, i Her iceabue beden☂feu?

Meksukte bliin Marl B! (ne wbicecling with ba),

Mibat. D7 v7 » 7> 160.

Geld Yhy wey yu Go.

Noles Mane F-R anid difresney of +5.



A ng. M. bere bee/
y,
f- 

   

_T4

.
i.

a arth,

b. ps 4 O !
☜rg

N+ [rt
-

a y,
+

Te
 

  <A oeatt

Reafy Git Ot ls G be beth

a

 



V/dutagenesis with GE lOOW AH~4 lamp Unit. 8

N

Killing curve.

Ded. 24, 1947.

Spread <1 ml. young (ca. 107) 58-161 culture on EMB-Lac plates.
Irradiate at 25 cm. ♥_

Lamp borrowed from Stauffer. operated in horizontal position, with 10 mins.
warm-up allowed. This lamp has section of glass cut out to allow unfiltered uv
radiation.

58+DTL+ BBS. = To. eq. /o!

~ 10s cg tO + he. Wo
¥ 15s - v2 b+ ea feos, = sa0. Invlasding (sala hoy - ferabind+4sab!

20s TL + 26> = YZ .

30s Io>L+9$ +» 22

4 fejechapreter terhminand ub yak tay TH.

The difference between large and small colony noted on the above survival plates

breeds true on the first restreaking on EMB-Lac. Transfer to slants as 67~1 and 67-2

for the large and small respectivelgy.



TREHALOSE MUTATION RUNS 68

Dec. 25, 1947.

Use same cells of 58-161 as in Exp. 67. Expose .1 ml culture per plate to

15 secs. UV from GE AH-4 lamp, as in 67. EMO -Tretialorepater

A). 9 plates.

sdost plates, due to faulty pouring, had pitted surfaces and were very
unsuitable for scoring. 1 plates, prepared earlier was more satisfactory.
this had many (5-10%) colonies which had radial striae suggesting namerous
variations affecting intensity of fermentation. Hold plate in refrigerator for
later testing.

i[3/77. Mo ratefood)



Maltose Mutation Run

Dec. 25, 1947.

☜et up as in 68. EMB Mal plates.

Ca. 11 x 200 or 2200 colonies. 1 sector noted. Pick to slant as 69-1 for
later verification. =

large and small colony types seen as above.

Janr|3  Suehodl as EMSbeatend

ALL Hel. Mo uuctulas

69



Lactose siutation run

Dec. 26, 1947. 2et up as 68. Lac-EMB plates.

Killing variable. Ca. 200 scoreable survivors per plate averfage

65 plates, or ca. 13,600 colonies examined. 5 possible sectors.

/ II4 core df

2 Wotsehr

3. (e No unrfauta _ ACL lace

4. OD taud-. 5 bee

: ® Vo bec rtectrrete Maw Mecctore).

hiclile ato

219778. Shiba, ef Eris

70



wutations re beta-glycosides. 71

Dee 27 1947.

Grow W-55 (58-161 salicin pos. mutat,) in YP broth, harvest and cone. to ca.

1010 ml. Irradiate 3 ml. in quartz flask ca 5 secs. rotating at font of
Hanovia UV lamp, and inoc. ,5 ml samples into 50 ml T(m) with .05% sugar.

1. Unirr.

a. salicing.14) 3f
B. Cellobiose -

C. b-e Glucoside 34/

<. 5. Cellobiose -

C. beiie~Glucoside 37

Incubate 37°

Examine Jan 3 48.

~treak out the b-wdeGl cultures on similar kam EvB plates. +his may be slow
rather than mutative utilization ,a s has been observed before,

1eaiefoepe

PiceeeOE ethfonproces Moparan
AB8. & ) t ar tamrmtal yng a

thas _ rsa Bear. ote
76 (oo)

Pap

facoe b colniepolelor, £0 genet.

Als. 1B (Cbbtewin) wtp bene vechad 114, vlele besLL)

Al3 Fre anges tahacento f Keli☂ | Kicbe



Cross-lest sini tose mutants

Jan 4 1948

6K. i-1l Xx

Pesudele A8 (Ppoton#
-☜
♥

1 W-56 -
2 w-58 + Ca tito Malt

3 ii-60 + ca 1:20

meeeyTrae☝ Paura
5 a-71 + Calico

6 W-78 ro ta 150 Mal t.
oP ae WeeBO +t

8 we20 + ca 1.50

wbx YSR ghht Parent +.

weSornysz allt

abw-l 4 W-S6.

b) WS8 Wha W-20, W-7/, W-76.

aitdeed od Up 0

-_ +

wl. OX,
w ye. ok,
wWw58 ox
UW bo. On.

w 7h OR. Nuyntigus ShiehnD

78: MalceHereloe

73



trehalose sutation ☜un Th

Jan. 5, 1948

Irradiate Y-53 on Tre-FiB plates, 10 sec. under Hanovia UV lam.
' 10 plates.

10x ca lS> ~ Foo eolorrced .

Aeclowee's slipmed fork, heatincdAeelovny
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C~-l Fermentation ☜nutants 75

Jan 5, 1948.

3P. Inoc. Y105 into YP broth to obtain calls.

♥f ee eer

Ure Ybuep " Quadeabs ey Cy enifnop Oy Has at Le

2.

Nw ENB 37pldis * e090 [pate. = 700 colnrers . ;

Mo

vexxr

tamHe

Leet 1h 39 x ta 26 = 7232 tlreees| |

Jae ehoual steale nef ny Yo! and!Late.
MNol♥- on. Lact vad wiooplerleahle Aiviletal vl, Has "ypeer.
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Nutrition of #93

Jane 9 1947

Inoc from fresh slant into:

T(Val) plus:

UPA.

HC +
Vits ~
HCVits ++
NZVits hep

HCOV~ YNA _
XY. ☜xtr $td+

Sodichwaex

75
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Utilization tests 80

Jan 9, 1948.

Lactose analogues 1% EMB

b-Me-galact b-N-butyl gala. 0-Cresyl-♥b-galac -

Y1O Lat +h te aie bua, %

153 bey th a O phedf

¥35 bac, - ♥_ ♥ - Phraageenailed

YAS Lee, - ♥ ♥ ♥

Heldrastactok,rolls tburrced beef loping2jahraffacet|

Futre Huh (Mol

YYo
lu ~| ree



vbross-*est Lactose ~wutants &]

January 4, 194%.

Inoculate YP broths with foilowing:

Y¥53 (Lacy~) and: Cross each on three plates.
A&.(fopotrns +)

ao W~-30 .
mm 7 2 #35 +t 3 .

3 eeA Lileg 635. Ca Sito.
☜4 4a = A@® -♥ pifriot utd!
a) W-43 ☁hoo + LihebS. Chor < ilo.

; sinehd

7 W-45 t+ Yr - "a. Ses ¢!
8--♥♥♥♥W477
9 W-48 ☁lou +

10 +65 - AL - Dit eelay 10 fs 160.

darvest and mix cells. Plate dilute on Es♥Lac(B)).

oe Vive pwnte be elleta uth $2. lac,- -

a) W3s, wus ot lac theontoraty.

b) Wye, Wr, VHS WHS JbS.- ta. (%le bact Kecontuute .

c) Y 53. (8 7 >) . deyrrealdate ai VS) ipcce Eta

e

litea

bene

Streaben eth be - aud Mal♥ wachenils frvneebectel



sial tose segregation: Effect of preadaptation on maltose. FD

☜anuary 8, 1948

.Prepare inocula overnight in YP broth,

Y40 10 AM add 2-3 ml to YP-maltosa (4,B) and YP-glucose (C,D) broths.

Incubate W-1 similarly in YP for five hours to 2 PM Cultures of Y-40O are actively
producing gas at this time. as and cross samples of A,B,C,D, with W-1. Plate
on synthetic EM-Maltose(B,).
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Y1LO5 Mutation run: Lac attempts

Jan 12, 1948

Irradiate .1 ml per plate (ffacKMB) 9 secs. under Hanovia.

71 plates x ca. 30 colonies or 2000 colonies.

3 suspicious colonies streaked out:

l: so

 



Gross-test Y1O♥ mutants & SS

Jan. 13, 1948.

Plate mixtures on Lac tose-EuisB;:
Y87 (Lac4♥) W-45 (Lacy~)

eo & .153 O18) We, et feelas wpheiaLen
waW108 We pe lac, -

W-112 a VAS eet we

Un Maltose EMSBy 3

a b
W56 (Mal,♥) W-60(ifal5)

W-1 (rie) tre Hely-; Wl w-se.

W95 aos. ++ Naly - 1: W-6o

W-%6 yt ++" NaQy ~ all thurs.
98 =(i:o00) Hb

WOO = - av
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Polysaccharide Utilization

Jan 10 ff 1948

Test strains indicated on T(m) plus .05% substrate.

As Enulin . We55 Apf (39)

P12 (48h) - -
♥_♥~♥

B. "Bacterial Dextran" =
Lot L-10 from fire =
K.P.Link ♥ ~♥

Inoe. P12

C. "Soluble Starch"
as above,
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FL .3 1948
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W125, W145

april g, 1948.

In neolactose tests it was noted that W-125 and W-145 were positive or slow
positive on lactose. when streaked out again as controls on outcrosses, this was noted
again, and suggests the need for reexamination.
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Lac. Crosses
3

May 4, 1948.

Cross the following on EMS-Lac-B,.

1. W-108 x W-249 (A conc.. susp) TWL♥B,-Lac, x B-M-Lac,
2. W-108 x Y-40 x B-¥- V1
3, W-249 x Y-46 x T-L-B,-V,*
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Lac 3 crosses / 9 wv

Lac 3 mapping. May 10, 1948

har Ens (We).
(OD. W-10? x Y4o. om ond gle (NF |

() w-i¥ix yy¥6

& W-108 x W-2Y4.

|

3 : . v

a

Si

S
y
,
~
<

+

oO

9

oO

Oo
oO
oO

. 84 %
u UY 3

22 °
25 oO

L Mt a
/ o

tL 24 °
3/ o

é Y/ Oo

L 16 o
L 17 Oo

s~ Oo
ree

bac: 197! °.

Gk! 310 oO
 

FabbwGo1 0 Poth ae p pall hats -.

spl



9

lf 2♥
a

Je of
3 2
3 Oo

Y O
A /

es oO
7 O
7 2

♥ - BLLscarce (Ju, ,

QM We is [~ Ga © sstrece
Ly le [ert☂ha *Aanloy

7 ☁y Ly £618A x
¥f -/6
29 2
3/
35 g
on 4
-

39 Sf
7> #87

10s] 607 > 11%bce. 93olaec-
Tort hort a, Xt, Tl:

  

R $
Le 2

rT 2
13 L|

52 9 ee =1, arenora, Lee +

Toot ber - mmManAvnT|



IPXf

Terk Lee - tegenento on T, ( Atle ox Bena Eras☂ )

  

R S,
iS) Ss Lo

ae 6
of G ye
I> 7 70

56 wl Sou 30%aru lee

The birbibtinn xo Hew: ond lcadewtted fener J
♥R 58 bt
-S 25) EZ 126

+R ws Lv 16
+ O42 a

/.00 jor [ef Soreper

Estima x foe Ylure Lake - .
- Ms Y¥-2Hecebs @ > ,OL2 x is/s8 x25 . 6235 |. et IE

b = 0tr x SBS IS KUT =  .3%0 583 67
© = ord x 12>T/ IT KSPR eg 6 253 26

 



aLac-3, Lac-4 crosses

May 17, 1948.

1. 108 x y4O On Lad♥\and on Gna EMS!

2. W-67 X Y46 On Lae
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Summary: Lac-3 mapping crosses

W-108 X Y-40.
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