SRR&CVR GOVT. DEGREE COLLEGE(A), VIIAYAWADA
Department of Biochemistry

Hands on Training
Activity: Guest lecture and hands on training by Mrs. Dorka Vijaya, Lecturer in

Biochemistry, GDC Women, Guntur.
Date: 13/03/2019

Description: The department Biochemistry, SRR&CVR GDC, Conducted hands on training
on protein separation by SDSPAGE. Mrs. Dorka Vijaya from GDC Women,
Guntur acted as resource person, demonstrated the technique, and
separated the protein “serum albumin”. Students also practiced the gel
loading and sample loading techniques by hands on training. We thank our
principal Dr. Joshi sir for giving permission to buy the SDS PAGE kit and to

conduct this hands on training programme. Faculty from department of

zoology and microbiology also participated in this training programme.
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[AEmtracd] Sodiam dodecyl sulfake pokacrylamede ol eleckophonsis (EDS-PACE) is used o
stparmie probeing with relalve molecular mass o smaller han #0 KD, Very small proteins (<10

KD ane diScul fo resolvi dus b ey abdiity of binding o B0, which can be sobeid by Gradont

geks oF ushne Siferent elriraphoness conditions, B Tiioing-S00-popr. The basi Lasmimli S0E
PRCE procidiing & desoribed hafa.

Matarials and Reagents

Pro-Staim Protsm MW marke (Blo-Rad Laborabors |
TEMED {Life Tachnokigios, Gbo®)
ATTIMOT persulae (Sigma-Akanch )
B0E [Resaarch Organics INC)
A Acrplarmide siodk (3T 5 1 aorylamide: Bsacrdaneds] (Bi-Fad Laboratones)
Eimiraphaiiol Blus [Thaims Fisher Sokindlc]
Tl Bl (Calbocham-Eehring)
Glytine (EM Schnoe)
EDTA {Amnssa]
. Giyoerol (EM Science
. | oo ol
. Ts-HCl {pH 6.8
. p-mircaptoaifanol | Sigma-aidrich
. PO rundd g BT | S Riddipi )
. & BlS piofoi S phi Biller (sed Foipes)
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Enuipment

1. Proiin mind gl cassobes Bi-Rad)
z
3. Table-top ot
4,
E
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B Filir papar

A Making EDS-PAGE gl

1, Chisan and comphtisl dry glacss plalis, combs, and seacers an regud

2. Assemble gul cassane by following manuacturer Pstrucions.

3 Prapare 10% kower gel (separating gel] by adding the folowing sohiions (wear goves
whin pripane gl sohation) (il volimes 5 mi)
2 mi deH:0
167 mil 30% acrylamideBis
125 mil 1.5 M Tits {pH 28]
25 4 20% BDE
25 4l 10% ammonium pirsullane (make it besh and sices al 4 "C up 10 @ monh)
2.5 o TEMED {acd & right befors pour the gef)
Noie: Change raticn of duH-0 1o 30% acrdamide@s 1o gel oWt percentage of
separating gal

4. To avod pokmerzation afor adding TEMED, mi wel and quickly barshe the gel
soluion by Lsing 1 mi pipetie 1 th casting chamber betwoon th glass plates and 8 up
A0 abour 017 e biskow tha botiom of comb when tha comb i in place

5 Aod @ smal kayer of isopropancd fo e fup of the el prior o polymirization to straigiien
this vl o thes g

B Onok the gl has polymeried, start to prepan stacking gel (5%) by adding he foowing
soluions (1ol volume= 3 mi)
2082 mi ;0

0U50E mil 30% acrdlamideBis
0375l 1 M T (pH £.8)

15l 20% fwiv) 505
15 il 10%: armmonium persullae
1.5l TEMED {add & right befiore ihe gel & poured)

7. Rusfrve i Bopropandd liper by using fer paper. Rinss i 100 kyer of te gel with
didHeD and dry off as mach of e wiilker a& possible by using Tler papor,

& Add TEMED and mix i stacking gl sobution wel. Oulckly imrdler thi gel solulon by
ising @ 1 mi papatie il the spacs 15 Jull, Gnd B inse the appropriate oomb

9 Allow the top portion i solidiy and tisn canedilly remow i comb.
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Mol The gols Ca0 be siored wilh Be combs & o GQhlly wiagned' i esic wisg and
pul in 8 Second confame wilh sl bosus douel [keap the peis molslj af £ "C v Y 0 2
wiihs

B. Sampie pregaration

1. Prepare same amount of ol samphs according 1o BCA assay resull see BCA
(bcinachoning: acid) protn assay.

T Add e same volume of 24 prolsn samgie bufler i each prolen sample, mix and bl
the sampies al 95 "C heating biock modube for 10 min.

1 Spn he samphs ot the maximal speed for 1 min (samples from some tssueioel sources
Mary Nk konger Spin) in tabletop conuifuge and leave the samples G room [ETpemEiTe
Tl ous e Pesady o load onko this gel.
Mole Can sioe edmoied [wowin samphs (contmining sample buder) ot -20 °C and
rehal at 35 *C for 5 min when used the iolowing tima.

€ Elcrophoresis

1. Remowe the gol cassene from he casting stand and place il in e dectiode assembly
with the shor plale on the inskde. Press down on e dectiode assembly whik damging
the ¥ame o secure Be elechode assembly and gt the camping Fame into the
el OphOrEss Nk

2 Pog some 1% olcyophoitss naning butler e the opening of e castng frame
batwenn the gel casseties. Aod enough buffer 1o 11 the wels of the ge. Fil the rgion
outskde of the frame with 1x unning bulier,

3. Sivwly koad the same amount of prokein samples ino each well as well as lead 10 yl of
proiEn MW markor,

4, Cofnect e ehcrophoriss @nk 10 te povdr Supply.

D Prodein dekecion
IT proiein of inlerest & aboul 0.3 4g of Mo in The sample, teecally use CooMmascie Diu

slaineng (soe COCMassic Db SIENNG). Othirsse, use silver staming (shver slaining), whoh
b mend Snsiive and can deieo & e a5 5 ng prokn

1. 0 runing butar
303 g Tris-base

144 0 g glycire

Copprgie € 31 Tha Aofon: axess Esrsss Do-zaoioonl LLE. -]
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0o g EOS

C-u:-rr:nl-uﬂ.u:if.mlﬁin s BOD il daHy 0 ared Tt reada ddH 20 p io 1 Wi
2 1w B05 protein samphe bufler

1.25ml 1 M Tris-HOl (pH £.8)

40l 10% [wiv) SDE

2.0 il gy

0.5 i 0.5 M EDTA

4 mj Bromophiinol Bl

0.2 rnd e rosapioethanol (14.3 M)

Bring the woluma 1o 10 mi with ddH0.

1. Laemmi, . K. {1970} Chiavagn of syucoural prolg
bactpnophage T4 Nature 227(5250) BEO-E85.
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