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Cytologicel techniaue

painter, T.S. Acoto-carmine n&ch' . ' The writor ‘has worked
nigue. for salivary chromnsomes. - almost oxclusively with

tecmporary aceto-carmine
mounts and tho ‘commments niv n bulow anuly only to thHat type of
preparation. _

Much difficulty has been expcrienceq in bettlng a good
iron aceto-carmine stazin. Powdered carmines, from many diffcre
ent sources, have boen tried including the certificd product of
Coleman and Bell, Gribler's Karmin Rubrum Opticum, and Carming
40 from secveral sourcces. The trouble has been cither that the
stain would not teke or was not sclective enough or eisc 1%
would not keep, at ordinary room tcmpcraturc here in Texes for
more then a fow days without going had., AT »Drosent we are us—
ing some uncertificd carmine manufacturcd by Coleman end Bell
and erc obtaining a satisfactory stain in tho following way,

In one flask an cxcess of carmine is simmcered, under e rvflex
condenser, 40 per cent acetic acid, for an hour or two, when
it is coolod and filtcred, In anothor flask carmine is hoiled
in 80 per cent acetic acid similarly, and aftcr cocling is fil-
tered. A trece of ferric acetatc 1s addod to moth sbock solu-
tions, From time to tine, as nceded, the two stalns are mixed
in equel »rewortions, We are unablc To explain why this pro-
ccdure gives a Zood stain but it works,

The salivary glands are dissectcd out in Ringerils solution
(cold=-blooded or frog formula) and transferred tc a clean slide
with a pipctte. The Ringecrts 1s auickly rcmoved with a nipette
and iron~aceto-carmine is flowed ovecr the glands fi»om onc glde.
After a fow moments the flrst stain 1s removed and i1'csh stain
1s added in considerablc cxcess. The slide is put to one side
and allowed to stand until a 1little of tho carmince deging to
precipitate around the edge, a mattor of 15 to 25 ninutes de-
pending on atmosphoric conditicns. A cover slip 1s now nlaced
over the «1ands, and tho excess stain removed with a pivette
and filter paper. Being careful not to let tho coverglip move,
the preparation 1s next blotted with a good dcal cof pressure,

a process wklech ususally frecs the individual nuciel from theo
surrcunding cytoplasm. Under a digsccting binocular., tho indi-
vidual nuclel are crushed with a blunt necdle, by tho prcssure
appiied locally to the cover slip, and then after alormnm the
slide once more to remove 21l traccs of the stain the covorslip
is scaled with vaseline or meltecd paraffin.

The type of light filter uscd for thc cxamination of prep-
arations 1s the BG 7 optical glass filtor »Hut out by Zelss.

Marshak, A. A rapid method for (1) A saturated soluticn
mak g nermcn“nt mounts of of aceto-carmine is nro-
Drosophila salivary gland chro- parcd by beiling carmince
MO SOMECS. in a 45 per cent agucous

solution of glacial acctic
acid for scvoral hours, A reflux condenser 1s attached to the
flask containing the soluticn in order to prcvent chengos in
concentration bJ cvaporationes. A clear dsrk rcd solution is oh-
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taincd, cither My scdinentoticon or filtrati-n. No iron is
addcd 3t any time. '
(2) The glands arc disscetcd cut ‘and-steincd in dcop do~
pressicon slidcs for not lonzor than fiftcen to twoenty ninutcs,
If loft for a2 longor poricd the éhronosomcs bocome fragile ~nd
cannot bc well stretched,
(3) The glands arc m~untcd on o nieroscope slidc and
washed with fresh accto-cormine to romnve eny debris that mey
be wrescnte Thoy arc thon covered with a sauare coverslip and
the oxcess fluid taken up with hlotting pepor, » .
(4) The chremosomes ere then snrﬁad by préssing on the
coverslip with a dissceting necdly. The .coverslip must neot e
ellowed “to slidé or the nuclﬂi will ‘he rhllod ‘inte dcnsc usce
lcss mbéssces., This is T”Sily prevented by wressing firmly ~n
cne corncr of the coverslip with the finpﬁr.. This stop is
cxccuted under a dissctting nicrosccpe sc that cach nuclcus mry
e ObSuerd arid adequately. sprcad. . .
(5) A saturated SOlutl“n of carpmine in ”1ycor1nb is then
out arcund the coverslip end a picce of absorbint pepor placed
azainst one edic of the envaorslin. The slide is -thon out away
until the "1ycer1ne hes disp1?c~d all. tho. ecoto=cermine under
the orvurslip, usually -~ver night. | The "lycvro-oqrM1no golution
is prepercd by dlssc'_L‘VinT tho. crrmino An werm glyccrinc snd
thon fllturlna. If ordinary mlyccrinc 1s uecd in this ste n,‘
thﬂ _preparation will fade aftor o few days. .
_ (8) The slide is 1mmurscd in alechol to romeve the oxeoss
glyccrine end then blotted. It is.then scaled W1tn holsqm, gum
mastlc-ne affin or any othor suitable scal, .
By thls tcchnlquu it has bcén prssiblc to mount thre
hundred ﬁlﬁnds in twe ‘days and hnvv ‘then all orescrved in ﬁx-'
ccllent conditicrn £or chscrvation., Aftor ~ne month therc hege
been no netieta®le chanze in the chremeos-mes, - Furthormors, 1t o
is pogsible by this tochnicue tro stretch the ohrﬁnnqmmﬂs 2 rﬂntw'
o2l withrut breaking  thom. | _
If it 1s desired £t~ mount tho flﬁnos in balsem, the slidos
may e allowed to stand with tha zlycorinc f£or o day or twoe _ .
“longer, The coverslip can then e r-2dily slivmed off, or pricd -
of f with 2 fine ncedle, nr floated off in absnlute alcohnl.; It -
is thon cl sred in-clove cll and xylol and mountod in balsam. -
The loss of matcriel by this tochnigue is much less then Wlth
the mcthod of rimoving thv enrverslip in ac\to—cﬁrmlnc. :
Bridmzes, Calvin B." Qgrrpnt‘mcthod_ Tnial nf Various.modifiar
for pérmanont aeetqzoarmino.smoars. . cati~ns of the methrds o
' - for making temporary and.
then permanent proevarations of smcercd cells frem se 1ivery o
glands and othor tissues have been carricd out hy varicus, Wwark—
ers herc, The method 1s s¢ uniformly rcliable and yialds pore
~manents of ‘such high auality thet it 1s no lenger. custsmary to
carry ~ut cven prvlinlnery bkamlnptl’ns on tunoorary mountse
Permenents arc essential for continual rechecking-of the hend- . -
ing in cach ccse es new informetion or mate riel raisos ouestiﬂns.,
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