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Saturday, June 28, 1958 1401/6

TIMED MATING, H:f:‘r._L and Hfr2

ORC Cultures of W 3936 (Hfrl), W 3948, (Hi‘rz) W 3052,

Spun, resuspended in equal amount of Penassay, and mating mixtures prepared
in flasks with 1,5 ml d and 6 m1 ¢ and 2 ml fresh broth., Samplings: 0,2 ml at
every time, dilution in 9.9 ml chilled water, ,OlL spread on plated (A) and the
same for dilution (B) of 1/10 for Hfry and 1/50 for Hfr

2.
Media: 1l, D=0 + Sm Bh ¥ L T
2, Sm Bl M T for Hfrl
3. Sm B M
L. Sm M
8., B lac Sm i
5¢ D=0 + Sm B 1 Prol for Hfr,
6. + Sm By Prol
Te + Sm Bl
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have ~UNSa actory until now
Y recrui and entry « In prE:iou.s
2| , varied as approximatsly 1/2 powser
3. e), 30 t sub t recruitment
4l is quite unsatisfactory.
-
6l iich may impede mating wi t preventing
7
8
9|
woll
R Adjust D(Q) by HCL or NaOH
Sl 2. tr
2 3. versene
3 Lc
4l 5. 1
s| 6.dead .
_s 7. £lyorourac joside ¥ | not availlable today
_7)|.. 8. periodate M/100Q M/10.000 ,
s 9. D(§ , ,
9 8 |ORC W-30640 and W-3064 (washed and resuspended in cold penassay)
0 for 3 minutes jat 37°, Dilute 1:10 into cated splutions [made up
d incubgte to 60', Dilute 1:100 for| plating L05 ml on
1B should gave a baqelin_e count of SRP ludéng some 104
2 .
3 will be indicated by a loss of SRP
ajInhibition of entyy will be indicated by failure of Gal+ among SRP
s|| No inhihition will be indicated by |marked rise in SRP
s/Inhibition of mating # inh. of entry will be indicated by stabillization of SRP with
7 establi:hment of Gal+,
8 .
of Controls needed: | Plate recombinants(plate ture after dilution) )
o Barly interruptian: plate mating at|5'; )
1:1000 dilution at 5'; plate at 5' 15' and 6p' ) Dilute in D(J).. .
. 1:10 dilution: plate at 5!/ 15' and 60! )
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1 R 2 3 4 5 6 7 8 9 10
), =306/ al each into [l ml water. (Keep philled during day

1 out sted differential effect of periodate.
2|[Thi. on with some a contrpls for viabildiy and reproduci-

3

4

5

[

- - 28,29 ),38 I 2T B AAG e
M/10000 - 49 78 20 15 | 1 V ofie fam 1
5000 - 32 8§ _ 7 8. B - 0/ Cgn2
2000 - 30 71 0 0 Veds! ‘ol
M 20| - 2 104 0 0 cwhice o Tminelis] o
& - 10000 | 107 &4 25 60sm. W )
o = 5000 30 62 T3 I
- 2000 36 52 38 37|
1 - 200 53 1 o o o
] 2000P =~ 43 68 102 55 )
1 - 2000P| 2 7 5, 3
- (A few SRP counts were slightly distorted by smearing) | = | | o

sfhese couhts reflsct a substantial pipetting érror, bu% not en to wedken the

g for (5!

. q Mﬂ,mmm,ﬁmmmummngmybmr to additdon pf the
1 . JETE O SR SR e S NN R
2
3 —

4 _
S _ ~
6 | 4 L
7 . _ _ _ -
8 e _
9
H 200 periodate is toxie; M/2000 and less 1s not.

iodate differentially inacitivates fertility ¢f d8] with no perdeptibde effect
ity of od or visbilily. |M/5000 has a partial inhibitory effect; M/10,000 is

ﬁut%@lorcmmmmmt of 99 Pertility;
1ally neutralized ~M/10000. This might beexpl 4f there-is a4 —
hase of periodate treatment iﬁh—sﬁm'wippuutim 'S -

Also nedd & more |careful dtudy now of effects on interruption pnd on spped of effests:
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JULY 20, 1958. . terminal notes for resumption of work in the fall

v -
It is now clear that Hfr, crosses tend to give both Lac and Lac hemizygotes.
It is probably not profitable to attempt to categorize more of the Lac™ from the
1410 series; it may be worthwhile doing a time sequence experiment for the pro-
duction of diploids, though it is reasonably clear that the occurrence of LacT
is related to the production of LacV, while the Lac™ are hemizygous, in supp ort
of the progressive entry hypothesis. But the nonogcurrence of GalV (compared to
GalT is enigmatic, and probably some more GalV or should be looked for

However, in orddr to distinguish GalT hemizgous from homozygous, it will be
necessayy to use complementary Gal mutants, allowing either Gal' or Gal® to be
analysed by reversion. This will also afford the opportunity of using Gai/Gal

selection for Gal heterozygosity.

Therefore the main programs are:.

1. Time sequence on heterozygote isolations, to complete that picture. Include segre-
gation of Az, V1 and V6 as now available.

2, Gal x Gal selections of diploids a) are there any Galv; b)Ara2,4 pos.eff.

3. Complementary to 2: crosses of diploid x haploid.

L4, Nay be worthwhile to look for automictic derivatives of LagV diploids as a
Lac™ homozygotef would probably be a preferable Q.

5. Time exogenote entry in crosses of Hfr heterogenotes.

Probably first item will be the review the accumulated Gal~ stocks for identity and
complementarity to Gal,.

ﬁﬁﬁ, Augnoo/Lv—/%;42%%4q¢2ﬁ@:' /Lf?
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