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[57] ABSTRACf 

Apparatus for producing a gradient gel which serves as 
a standard medium for a two-dimensional analysis of 
proteins, the gel having a density gradient along its 
height formed by a variation in gel composition, with 
the apparatus including first and second pumping means 
each including a plurality of pumps on a common shaft 
and driven by a stepping motor capable of providing 
small incremental changes in pump outputs for the gel 
ingredients, the motors being controlled, by digital 
signals from a digital computer, a hollow form or cas
sette for receiving the gel composition, means for trans
ferring the gel composition including a filler tube ex
tending near the bottom of the cassette, adjustable hori
zontal and vertical arms for automatically removing 
and .relocating the filler tube in the next cassette, and a 
digital computer programmed to automatically control 
the stepping motors, arm movements, and associated 
sensing operations involving the filling operation. 

5 Claims, 1 Drawing Figure 
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AUTOMATED APPARATUS FOR PRODUCING 
GRADIENT GELS 

CONTRACTUAL ORIGIN OF THE INVENTION 5 

2 
other objects will become apparent from the following 
detailed description. 

SUMMARY OF THE INVENTION 

Briefly, this invention is directed to apparatus for 
The U.S. Government has rights in this invention 

pursuant to Contract No. W-31-109-ENG-38 between 
the u.S. Department of Energy and The University of 
Chicago representing Argonne National Laboratory. 

BACKGROUND OF THE INVENTION 

This invention relates to an automatic system for 
sequentially filling a plurality of slab-gel holders with a 
coagulable or polymerizable gel solution having a con
tinuous variation in density to provide a gel having a 15 
density gradient along its height. The gel is useful as a 
standard medium in the analysis of proteins by two-di
mensional electrophoresis to form two-dimensional 
protein maps. More particularly, the invention relates to 

automatically producing a gradient gel which serves as 
a standard medium for a two-dimensional analysis of 
proteins, the gel having a density gradient along its 
height formed by a variation in gel composition. The 

10 apparatus comprises (1) mixing means for forming said 
gel composition from different (usually light and heavy) 
combinations of gel ingredients, (2) first and second 
means for transferring the combinations to the mixing 

an automatic system for filling the slab-gel holders to 20 
control gel variation between gels in a plurality of slab
gel holders and for automatically indexing or advancing 
from one slab-gel holder to another holder as each 
holder is filled. 

The gels are used for electrophoresis separation of 25 
proteins for protein analysis and identification. The 
procedure begins with the isoelectric separation of pro
tein species along a thin, elongated or spaghetti-like gel 
medium. In this original separation, the proteins migrate 
to a previously established pH point within the gel at 30 
which the sample is electrically neutral. These separa
tions are quite well known and can be followed by a 
second dimensional electrophoresis separation to pro
vide a high resolution of protein and protein subunits. In 
the electrophoresis separation, sample protein species 35 
migrate through a gel acting as a sieve to a point deter
mined by their molecular weight. 

The initial isoelectric separation and the second elec
trophoresis separation are both described in the assign
ee's U.S. Pat. No. 4,088,561 issued May 9,1978, entitled 40 
"Apparatus for Electrophoresis Separation." This pa
tent is expressly incorporated herein by reference. The 
electrophoresis separation is performed across an acryl
amide gel containing sodium dodecyl sulfate (SDS) 
employed to negate the proteins' intrinsic charges. Gel 45 
compositions are well known and include polymeriz
able monomers as well as cross linking agents, catalysts 
and iniators, along with a gel buffer. Apparatus associ
ated with the filling operation are described in assign-
ee's U.s. Pat. No. 4,169,036. 50 

In the past, the slab-gel holders have been filled man
ually in a batch-wise manner. This has required consid
erable effort in controlling gel variation between 
batches of gels to provide a plurality of standard gels. 
The production of standard gels is important not only 55 
for the accuracy of the protein analysis at a particular 
laboratory but also to control variation in standard gels 
at different facilities to provide results which may be 
transferred between those facilities. 

Accordingly, one object of this invention is to pro- 60 
vide apparatus for sequentially fIlling a plurality of 
slab-gel holders not limited to a fixed batch size. An
other object of the invention is to provide apparatus for 
automatically controlling the fIlling operation and for 
transferring the filling apparatus from holder to holder. 65 
Another object is to provide a mechanism for quickly 
computing and producing one or a series of new gradi
ent formulations for test and optimization. These and 

means including first and second pumping means, (3) 
motor means for incrementally driving the pumping 
means, (4) a hollow form or cassette for receiving the 
gel composition, (5) means for transferring the gel com
position from the mixing means to the form with a fIller 
tube extending into the form (generally near the bot
tom), (6) arm means for sequentially withdrawing and 
relocating the filler tube in the next adjacent cassette 
and (7) digital computer means for providing digital 
signals to the motor means and arm means. In one em-
bodiment as illustrated in FIG. 1, the computer pro
vides digital signals to sequentially drive stepping mo
tors and vertical and horizontal adjustment arms. The 
computer is programmed to control the rate of pumping 
of each of the gel formulations identified as light and 
heavy combinations of gel ingredients. The stepper 
motors permit pumping a small increment of each gel 
ingredient simultaneously for each set of gel ingredi
ents. In addition, the arms are adjusted by a series of 
incremental movements for the fIlling tube to be re
moved and relocated for the next fllling operation. 

BRIEF DESCRIPTION OF THE DRAWINGS 

FIG. 1 is a schematic of an apparatus representing 
one embodiment of this invention. 

DETAILED DESCRIPTION OF THE 
PREFERRED EMBODIMENT 

The apparatus embodying this invention includes a 
plurality of means for transferring a plurality of gel 
ingredients to mixing means. For mixing two combina
tions of gel ingredients as illustrated in FIG. 1, the trans
fer means includes two sets of pumps arranged on a 
common shaft and associated connecting lines. These 
pumps are driven by motor means which preferably are 
stepper motors to drive the pumps by a series of small 
incremental movements to provide accurate control of 
gel ingredients to the mixer. 

A gel composition is provided in the mixer and is 
transferred via the associated lines to a hollow form or 
cassette in which a filler tube provides access to a posi
tion near the bottom of the cassette. 

In the filling operation, means are provided for limit
ing the gel composition to a predetermined height in the 
cassette. In the illustrated embodiment, a predetermined 
amount of gel composition is provided to the cassette 
and any deviation in height is corrected by the addition 
of a small quantity of the heavy gel combination at the 
bottom of the cassette. The limiting means includes a 
sensor which is actuated electrically as the level reaches 
a predetermined height to shut off a valve. After the 
desired height of gel composition is achieved, an upper 
protective layer is provided over the gel composition 
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by means of a shorter filling tube which also connects cassette 92. If movement line 86 is restricted, switch 83 
the sensor to the liquid. is activated to stop the downward movement and the 

Arm means are provided for automatically with- horizontal position is adjusted. When an opening is 
drawing and relocating the filling tubes and includes located, the feed line 86 is lowered to the final position. 
adjustable vertical and horizontal arms. Means are pro- 5 Computer 63 provides the preprogrammed signals for 
vided for adjusting this arm to sequentially withdraw stepper motors 21 and 29 and for the movement of arms 
the tubes and relocate them in the next adjacent cas- 51 and 53. As iIIustrated, stepper motors 21 and 29 are 
sette. each connected to the individual pumps by shafts 23 and 

A digital computer provides a series of signals to the 31. 
stepper motors to sequentially actuate the motors. Pref- 10 Addition~l objects, advantages and novel features of 
erably, compositional gradients are made by a method the invention will be set forth in part in the description 
such that a pulse actuates the first motor and the ab- which follows, and in part will become apparent to 
sence of a pulse actuates the second motor according to those skilled in the art upon examination of the follow-
a program loaded in the computer. The computer fur- ing or may be learned by practice of the invention. 
ther provides after the filling operation is completed, a 15 The embodiments of the invention in which an exclu-
series of digital signals to operate the arm means to sive property or privilege is claimed are defined as 
move the filler tubes to the next cassette. follows: 

In the embodiment illustrated in FIG. 1, individual 1. Apparatus for producing a gradient gel having a 
streams of gel ingredients are provided by lines 20-26 . variation in composition along the height of the gel, the 
for the lower density or light gel formula, lines 28-34 20 gel being useful as in providing a standard medium for 
for the higher density or heavy gel formula, and lines a two-dimensional electrophoretic analysis of proteins 
36-38 for water and a gel cover formulation (a deter- and having a density gradient along said height result-
gent formulation) identified as "Photoflo" made by 
Eastman Kodak, respectively. Typical formulae for a ing from said variation in composition, the apparatus 

comprising: 
gel formula includes a gel-forming monomer such as 25 . . ~ .. . ·d I .. f 
acrylamide available from lines 20 and 28, a buffer pro- mlxmg means or tormmg sal ge compOSitIOn rom 
viding pH control and available from lines 22 and 30, a light and heavy combinations of gel ingredients, 
gel catalyst available from lines 24 and 32 and a poly- first and second means for transferring the light and 
merization initiator available from lines 26 and 34. As heavy combinations of gel ingredients to said mix-
illustrated, the individual gel ingredients for each for- ing means including first and second pumping 
mula are fed to the mixer 40 by individual pumps 42-48 30 means, 
for the lower density gel and 50-56 for the higher den- motor means for incrementally driving said pumping 
sity gel. Each set of ingredients for a particular gel is means for providing a predetermined quantity of 
pumped at a predetermined relative rate to provide a said light and heavy combinations of gel ingredi-
predetermined formula. As illustrated, the acrylamide ents, 
from lines 60 and 70 are combined apart from the other 35 a hollow form for receiving said gel composition, 
ingredients and fed to mixer 40. The remaining three first transfer means including a first filler tube for 
ingredients for each formula are fed via lines 62-66 to transferring said gel composition from said mixing 
line 68 and via lines 72-76 to line 78. Water is also pro- means to said hollow form to provide a predeter-
vided by pump 37 and line 41 to mixer 40. mined amount of said gel composition in said form, 

In mixer 40, the ingredients are mixed to form a gel 40 the filler tube extending to a position near the bot-
composition which is transferred via line 82 to feed line tom of the form, 
86 and into hollow form 90. Valve 84 is provided as a adjustment means for adding a small quantity of said 
means of disconnecting the flow when a predetermined heavy combination of gel ingredients through said 
amount of gel is provided. As illustrated, feed line 86 first filler tube to move said gel composition to a 
extends close to the bottom 94 of cassette 90. During the 45 predetermined height, 
filing operation, the cassette 92 is filed to a height 95 means for limiting the gel composition to said prede-
which may vary slightly because of the slight variance termined height in said form, 
of the inner dimensions of cassette 92. Therefore, an arm means for sequentially withdrawing the filler 
additional amount of the higher density gel is fed to the tube and relocating said tube in an opening in the 
cassette to provide a predetermined height 96 when a 50 next adjacent hollow form, including vertical and 
level sensor 98 shuts off the flow. Sensor 98 includes horizontal adjustment means, and 
line 99 which provides a feed line for the Photoflo (fed digital computer means for providing digital signals 
via pump 39 and line 48 to line 99) and is connected to drive said motor means and said arm means. 
electrically to tube 86. 2. The apparatus of claim 1 wherein each of said first 

Means for retracting the feed lines 86 and 99 are 55 and second pumping means includes a plurality of 
provided by movable arms 61 and 53 which may be pumps connected to a common shaft and wherein said 
adjusted horizontally and vertically by lead screw slid- motor means includes first and second stepper motors, 
ers 55 and 57, and by arms 54 and 61 which carry the each connected to one of said shafts. 
feed lines. Arm 54 is mounted in a fixed position while 3. The apparatus of claim 2 including means for pro-
arm 61 is moved vertically by lead screw slider 57. 60 viding an upper protective layer over said gel composi-

When the filing operation of cassette 90 is completed, tion. 
lead screw 57 acts to move arm 61 to retract feed lines 4. The apparatus of claim 3 wherein said arm means 
86 and 99. Lead screw slider 55 then acts to move arm includes vertical and horizontal moveable arms for 
53, 54 and 61 to a new position over cassette 92. The withdrawing and relocating said filler tube. 
horizontal and vertical adjustments are made by digital 65 5. The apparatus of claim 4 wherein said computer 
signals and therefore, the movement is by incremental means provides sequential operation of said motors and 
steps. The final adjustment is accomplished by feed line said arm means. 
86 acting as a probing sensor to sense an opening in * * * * * 
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