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UTTLIGATION OF B-Fhenyl Galactoside 26

Nov 15 1y47

Inocula from 23.5P15. 0.1 ml/tube T(BMTLB1) base.
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B-@-galactoside classification of straéins Vy

Nov. 2/, 194°

Test on EMB agar using heavy water suspensioms of cells from

YP agar slants, except W-28 amd W-29 from galactose MB agar.

HB ly. rende
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W38 tt Y'/0 +t

te R12. tt 4h +t 1140 ++ ¥53 ++
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W51 +4 Wet tt
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60
TREHALOSE*#+*MALTOSE CROSS-ADAPTATION EXPERIMENT.

Dec.. 16, 1947.

Grow 4-12 in T90) plus .05% dsugar 24 h. Harvest and concentrate to ca 101° /m1/

Add 1 ml. cells to 1 ml 5% sugar, and in replicates add NaN, to a final conc. of

@ x 1073 M. Add 0.1 al M/10 phosphate buffer pH 7.0 and ,05 ml BromCresolPurple .15%

ddake up to 5 ml with water, cells added 2 P 16, incubate in 37° water bath.

Readings at 2h., 4 h., and 18 h., Neadings - unless indicated.
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A . ac . . +t+ ter A cells did not adapt in 18 hrs.y uy Arde + ett in presence of azide, either to trehalose
or to maltose.

~ ttM rt Av ♥ 7 B cells utilized maltose in the
presence of azide, but did not adapt to♥_
trehalose,t+ - +++

" +Ar ~ ~ © cells utilized malbose as well
as trehalose and glucose, even in presence
of malbobtse.B. tHe ttt

"© Ay - +++ Azide in conc. of 2 x 1073 M does inhibit
fermentation to some extent but seems to++ +++ block adaptation completely.yb RL - ER

Tr - $++ Conc. +rehalose and maltose cross-adapt,☜op Av _ ~_ but only unilaterally, trahalpse adaptation
implying maltose adaptation, but not the

x Jd He +44 tH, converse.

+A - thr
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The inhibition of lactose-adaptation fy
by Azide.

Dec. 18, 1947.

Harvest K-12 from YP-.l%glucose broth. 16 hr. cultures. Conc. 50/20.

Tubes contain in 3 ml. , : 1% sugar, 1 ml cells, .1lml Phosphate Buffer /10 pH 7.0
and indicated conc. azide or DNP Set up 12:20 PM

Glucose (3:20) LI. L. Lacbpse 2f. 4 _7 a MW.

1, Azide u/l00 x BHOPH. Gs 00PY apy. 3:10 00 PY, T:00PM (P
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8 . 1 . tr / v _ ♥_

durian setTn, 7.32
At 12:40, none changed.
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W1O8: Test for maltase and lactase activity. q3

Utilization of C-sources

Jan. 23, 1948.

Grow W-108, Y87, #56 and Y10 in YB broth overnight. Use } ml inocula into

10 mi. indicator broth with 1% sugar.

Maltose lactose ♥
108 ~~ - ♥ _ ♥ + «haplif
108 ♥_ _ _ a ♥ =

87 +++ a ♥ ~ _- - need, tarhor
87 fat ♥ _ - ♥ ♥

36 * ♥ ♥ +++ +++ ♥ he flay mv
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By PRS aL ttt ayespt Ws8/N..
cells☜herefore, W108 do not produce maltase detectable by the utilization of

the hexose gomponents by symbiotic W56, and converse&x with lactese and Y87.

Use small inccula from slant~suspensions. T(m) with .05% equiv. C-source.
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Metabolism of W-106. 17S,

feb, 11, 1948.

Harvest 2 batches (a.B) of #-108 grown in 50 ml. 1% YP-gluconate broth overnight.
Test sample for genetic purity.

A. (10 Ad) Cone. to 12 ml. Use 1 ml cells per tube, with $ ml. 10% sugar and
phaesphate-indicator. (No azide!)

gna gnafgl

=

gl gal galfgl Bu-gal. Bugal/glu aa
li aM +++ +44 ++ _ - ♥ - ♥~
ee ft - -~ nis ~ -

Pstyey
aa: 4 ml. cells 4 1 ml. gal. uN ml. phosphate-indicator for adaptation,to falactose.

B. ll aM «as above. Cone to 10 ml. 1 ml. cells/tube

gba glu gna gna-glu gal gal gnagal gigal Megal.
Ways - - + + oo ~ x _ ♥
JLN = - +++ +++ ♥ - +++ - ~
igo ♥ ~ - en ☜ - ♥

C Cob), Aq. Wart, aud fertas:

30/4. Dna Bh, al Xgh KalA hiek.
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accumulation of monoses by mutants -327,254 156

March 15-16, 1948.

Grow Y-10 & W~254 into YP 1% Lactose, 2x50 ml. each.
Y-10 & W+327 into YP 1% ialtose, do.

Harvest each, and concentrate in 10 ml volumes in sugar .5%, phosphate M/100.

At same time set up no-cells blanks, Lu:

Incubate at 37° 9A-1P 16. Add 4 ml. Barfoed's reagent to clarify. Boil

supernatants 10 mins. Cool, add 1 drop dil. aerokol CT to wet Guy0 ppt, and

sediment and wash in HO. Take up sediment in acid ferric solution and titrate

against .0200 N permanganate,

1. Y-10 Lae 0.10 There is therefore an almosty¥equimolar accumulation
2.Y-10 Mal 0.10 254
3.327 ©6Mat 0.30 of monose by $R¥, but none by 327 on lactose and maltose
4.254 Lac hee
e♥-~ «Glu 9.40 respectively.

6.---- Mal 0.98 | @x@R
7.---♥-Lac 0.28

The blanks contain 5 mg. sugar each. Note approximately 10% recovery pf maltose,

but negligible recovery of lactose.

seep remainddeys off suspensions 1 und 4 for further characterization of

the accumulated material.
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172
Lactase preduction; K-12, lactose synthetic mediun

apr. 9, 1948.

Inoc. $x 50 ml each. K-12 cultures into 10 1. bottles (2) of synthetic medium
(v. supra) with 1.5% lactose USP. serate at 37° A9-Al0. Gollect in sharples.
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uj) - 340 and W- oF2.

May 3, 1948.

Add i drop iwcula to BCP-fermentation bnoth, at indicated temperature:

W-340 glucose lactose maltose vane. gluconic
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Critical temperature: Temperature mutants. [70

May 5, 1948.

W-340 and W-~382 inoculated inte BCP broth tubes at indicated temperatures:

30° Plus on glucose, lactose and maltose in 12 hours.
an@ galactose

32° Ditte. Inecula from gma bréth .2 ml

33-34° Bitte.

5P 5. Inoculate W340, W-382, 58-161, W-108 as above. Tees. pevaltee Jhcele,a
9A6 16h. glu lac mal gal , ! f
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W327 WZST: adaptation on maltose
LP

May 6, 1948.

Harvest cells of w-2b7 from overnight cultures of YP-broth. 50 ml. / 3 ml suspensions.

A)- maltose 1% B)- gluconate 1%

To lml 5% substrate, add 1 ml cells and 1 ml. .01 M Phosphate buffer plus BCP indicator.
Incubate at 36°. Set up 11:15 A6.
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To 1 ml. B cells add lee glticonate and .5 ml 1% triphenyl-tetrazolium hydrochloride.
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May 7, 1948.

Prepare 8 ml cell suspensions from 50 ml. YP broth cuktures (YZ-sugar)

Cells: A: no sugar, B-glucose C- galactose D- lactose.
Substrates: 1 glucose, 2-galactose 3- lactose. or at 40°

xiutx After harvesting, icubate celhy without substrate or bufferd at 33-34° for
two hours. Then (1:30 P 7) add 1 ml 5% sugar and buffer-BCP
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Cells: A-glucose, B-galactose, C~lactose Substrates a& above.
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Way 8, 1948.

Grow Y-10 and W-382 in 50 ml. batches YZ-sugar broth at 34°.

A. Glucose (2 flasks each)
B. Lactose (2 each)
俉. Gluconic ( 1 each).

Dispense 1 ml. volumes to tubes with 1 ml indicator buffer (with and without azide)a/Yo
At stated times add 1 ml. substrate and record time required to ferment.

Cells: A,B,C. Substrate: a,b Azide t+. ♥; .
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