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Abstract 

The purpose of this study was to evaluate the influence of acid etching on the 
bond strength of a universal adhesive system (Single Bond Universal, 3M) to 
caries-affected dentin. Forty permanent third molars were selected and ca-
rious lesions were induced by the microbiological method with S. mutans 
ATCC25175. Teeth were allocated randomly across four experimental designs 
(n = 10): PA-I: phosphoric acid etching and application of the adhesive sys-
tem, followed by immediate microtensile bond strength testing; PA-CC: 
phosphoric acid etching and application of the adhesive system, followed by 
microtensile bond strength testing after a 14-day cariogenic challenge; NPA-I: 
application of the adhesive system without acid etching, followed by imme-
diate bond strength testing and NPA-CC: application of the adhesive system 
without acid etching followed by bond strength testing after 14-day cariogenic 
challenge. For microtensile bond strength testing, a restoration with Charisma 
composite resin was made and each specimen was sectioned with a 
cross-sectional area of 1 mm2. Only adhesive and mixed fractures were consi-
dered for bond strength calculation. Results were evaluated by the 
Kruskal-Wallis and Friedman tests. The highest bond strengths were observed 
in the phosphoric acid etching groups (p < 0.05). Cariogenic challenge did not 
affect bond strength (p > 0.05). The predominant fracture type was adhesive. 
We conclude that phosphoric acid increased the bond strength of the Single 
Bond Universal system to caries-affected dentin, and that cariogenic challenge 
did not interfere with this bond strength. 
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1. Introduction 

The minimal intervention dentistry approach is currently advocated for the 
treatment of carious lesions [1] [2] [3]. The infected, necrotic dentin with irre-
versibly altered collagen is removed, while affected dentin in which the collagen 
is amenable to reorganization is kept in the cavity [3]. Histologically, affected 
dentin consists of dentinal tubules obliterated by acid-resistant crystals during 
the remineralization process [4] [5]. 

Recently, universal adhesive systems, which may be applied with or without 
phosphoric acid etching, have become commercially available [6] [7] [8]. 
Another important characteristic of these adhesive systems is the presence of 
MDP (10-methacryloyloxydecyl dihydrogen phosphate) as the functional mo-
nomer. This monomer, which has a pH of 2.7, is capable of molecular bonding 
to calcium hydroxyapatite, forming a stable, resistant hybrid layer [9] [10] that 
reduces nanoleakage [11] [12]. According to Tsuchiya et al. [13], the bonding of 
MDP to hydroxyapatite helps prevent secondary carious lesions, improves the 
marginal seal, and enhances the durability of restorations. 

Optimal sealing of the cavity enhances the longevity of dental restorations by 
cutting off the bacterial nutrient supply, thus halting progression of the carious 
lesion. However, recurrence of caries and postoperative sensitivity may occur 
due to the presence of viable microorganisms after cavity preparation. A review 
of the literature carried out for this study did not find any studies comparing the 
bond strength of the Single Bond Universal adhesive system to caries-affected 
dentin with or without phosphoric acid preconditioning. The decision to use a 
universal adhesive system with or without phosphoric acid can influence the 
adhesion in caries-affected dentin [12] [14]. Within this context, the objective of 
the present study was to evaluate the influence of phosphoric acid on the bond 
strength of the Single Bond Universal adhesive system to a carious substrate. The 
null hypothesis was that phosphoric acid etching would have no significant ef-
fect on the bond strength of the Single Bond Universal adhesive system. 

2. Materials and Methods 

The present study was approved by the institutional Research Ethics Committee 
(protocol no. 722184). 

1) Sample selection 
Forty permanent third molars were obtained from a university Dental Clinic. 
2) Inclusion criteria  
Erupted permanent third molars; no visible cracks, carious lesions or fractures 

on inspection with a magnifying glass (10X magnification) were included. The 
selected teeth were stored in saline solution (Eurofarma, São Paulo, Brazil) and 
disinfected with 0.1% thymol (Carcajon, Campinas, Brazil) [15] [16]. A diamond 
disc (Fava, São Paulo, Brazil) was used to expose the dentin on each specimen. 
The specimens were sanded with the aid of a polisher and 120- and 240-grit sili-
con carbide discs (Arotec, Cotia, Brazil), under constant cooling. This was fol-
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lowed by sanding with 400-grit paper (3M, Sumaré, Brazil) for 10 seconds to 
standardize the smear layer [17]. The teeth were rinsed in running water and 
stored in saline solution (Eurofarma, São Paulo, Brazil), under refrigeration, un-
til the start of the study.  

The apical region of the specimens was sealed with epoxy resin (TecBond, 
Embu das Artes, Brazil), and the root system and all crown enamel surfaces with 
nail polish (Impala, Guarulhos, São Paulo). Only the crown dentin was exposed 
to the cariogenic challenge. The specimens were then autoclaved (Sercon, São 
Paulo, Brazil) for 15 minutes at 121˚C and 1 atm. 

3) Cariogenic challenge 
To induce carious lesions in the exposed dentin, the teeth were placed in ste-

rile test tubes containing Brain Heart Infusion medium (BHI, Labcenter, São 
Paulo, Brazil) supplemented with 0.5% yeast extract (Labcenter, São Paulo, Bra-
zil), 0.5% glucose (Labcenter, São Paulo, Brazil), and 1% sucrose (Labcenter, São 
Paulo, Brazil)and a standard strain of S. mutans ATCC 25175 (Fundação André 
Tosello, Campinas, Brazil), standardized to 0.5 McFarland turbidity (Labcenter, 
São Paulo, Brazil).  

The specimens were then incubated for 14 days at 37˚C in anaerobic jars 
(Labcenter, São Paulo, Brazil), and stored in a bacteriological incubator (Sterili-
fer, Diadema, Brazil). Throughout the 14-day incubation period, BHI medium 
was renewed every 24 h [15] [18]. The pH was measured at every medium 
change to ensure it was 5 or lower, thus characterizing a cariogenic challenge.  

Infected dentin was removed by hand with 320-grit silicon carbide sanding 
discs (3M, Sumaré, Brazil) until affected dentin was reached—characterized by 
tissue resistant to penetration by the probe (SSWhite, Juiz de Fora, Brazil) with-
out applying pressure [15]. 

4) Division of experimental groups 
All samples with carious dentin lesions were randomly allocated 

(http://www.random.org) across four experimental groups (n = 10/each). The 
number of specimens in each group (n = 10) was obtained by sample size calcu-
lation after a pilot experiment. Sample size calculation was performed by 
ANOVA, with a minimum difference between treatment means = 0.38, standard 
error = 0.23, number of treatments = 4, statistical power = 0.80, and alpha = 
0.05. The sample size was calculated as 10. 

Group PA-I: etching of affected dentin with 35% phosphoric acid (Ultradent, 
South Jordan, UT, USA) for 15 seconds. The specimens were then rinsed and 
dried with cotton balls, without allowing dehydration. The Single Bond Univer-
sal adhesive system (3M ESPE, St Paul, MN, USA) was actively applied with a 
microbrush (Angelus, Londrina, Brazil) onto the entire dentin surface for 20 
seconds. An air jet was then applied over the adhesive for 5 seconds, until the 
solvent had evaporated. Finally, the adhesive system was light-cured for 10 
seconds (VALO-Ultradent, South Jordan, UT, USA). Microtensile bond strength 
testing was performed immediately. 

Group PA-CC: the test specimens were prepared as for the PA-I group, but 
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microtensile bond strength testing was performed after a 14-day cariogenic 
challenge. 

Group NPA-I: the Single Bond Universal adhesive system (3M ESPE, St Paul, 
MN, USA) was actively applied with a microbrush (Angelus, Londrina, Brazil) 
onto the entire dentin surface for 20 seconds. An air jet was then applied over 
the adhesive for 5 seconds, until the solvent had evaporated. Finally, the adhesive 
system was light-cured for 10 seconds (VALO-Ultradent, South Jordan, UT 
USA). Microtensile bond strength testing was performed immediately.  

Group NPA-CC: the test specimens were prepared as for the NPA-I group, 
but microtensile bond strength testing was performed after a 14-day cariogenic 
challenge. 

After application of the adhesive system (Single Bond Universal, 3M ESPE), a 
restoration with Charisma composite resin (Heraeus Kulzer, Hanau, Germany) 
was constructed by the incremental technique atop the dentin surface, in four 
layers, each approximately 1 mm high, light-cured for 40 s each, until a total 
height of 3 mm was reached. The composite resin increments were measured 
with a digital caliper (Mitutoyo, Suzano, Brazil). The curing light used in this 
study (Valo, Ultradent, South Jordan, UT, USA) had an intensity of 1000 
mW/cm2, checked with a radiometer (Curing Light, Brasilia, Brazil). 

5) Obtaining the specimens for microtensile bond strength testing 
For microtensile bond strength testing, the root portion of each tooth was re-

moved with diamond discs (Fava, São Paulo, Brazil). Each tooth/adhesive/resin 
block was cut with diamond discs on an Isomet 1000 precision sectioning saw 
(Buehler, Illinois, USA), into parallel slices following the long axis of the tooth, 
in the lingual-lingual direction. These slices were again attached to an acrylic 
plate and taken back to the Isomet 1000 precision cutter (Buehler, Illinois, USA), 
with a pre-set cutting width of 1.3 mm, so that the resulting stick-shaped speci-
mens would have an area of approximately 1.0 mm2 . 

Before microtensile bond testing, the width and thickness of each specimen 
were confirmed with a digital caliper (Mitutoyo, Suzano, Brazil; accuracy 0.01 
mm). Forty-four specimens were obtained from each group. 

6) Microtensile bond strength test 
The ends of the specimens were attached to the microtensile assay device 

(Geraldeli jig) with cyanoacrylate glue (Loctite, Henkel Ltda., São Paulo, SP, 
Brazil), so as to keep the adhesive area perpendicular to the long axis of the ten-
sile force [6]. 

The jig was then taken to a universal testing machine (EMIC, São José dos 
Pinhais, Brazil) and run with a crosshead speed of 0.5 mm/min until fracture 
occurred [19] At the instant of fracture, the load in Newtons (N) recorded and 
the specimen examined under a 40X stereo microscope (Tecnival, São Paulo, 
Brazil) to ascertain the fracture mode (adhesive, cohesive dentin, cohesive resin, 
or premature). Only specimens with adhesive/mixed (interface) fractures were 
used for microtensile bond strength calculation [6]. The fracture load of each 
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specimen was divided by its bonding area. For analysis of fracture mode find-
ings, the following scores were assigned: 

Score 1: premature fracture; 
Score 2: adhesive fracture; 
Score 3: cohesive dentin fracture; 
Score 4: cohesive resin fracture. 
All results were obtained in Newtons (N) and converted to megapascals 

(MPa) by the following formula: 

0.0981FBS
S

= ∗  

where BS = bond strength; F = force in Newtons; S = bond surface area of the 
specimen (cm2); 0.09801 = correction factor for conversion of kp/cm2 into MPa. 

7) Statistical analysis 
The results were analyzed in Biostat 4.0. D’Agostino’s test showed that the 

sample departed from normality. Thus, the Kruskal-Wallis non-parametric test 
(with Student-Newman-Keuls post-hoc test) and Friedman test were used. The 
significance level was set at 5%. 

3. Results 

The highest bond strengths were observed in the groups in which phosphoric 
acid etching preceded application of the self-etching adhesive system (p < 0.05). 
There was no significant difference in bond strength before (immediate testing) 
and after cariogenic challenge (p > 0.05) (Table 1). 

Analysis of fracture mode 
There was no significant difference in fracture mode across sample groups 

(p > 0.05) (Table 2). 

4. Discussion 

Contemporary dentistry advocates a minimally invasive approach to cavity 
preparations removing infected dentin while preserving caries-affected dentin 
that is amenable to reorganization [15] [20] [21] [22] [23]. The methodology of 
 
Table 1. Descriptive analysis: Minimum (Min), maximum (Max), median (Md), inter-
quartile range (IQR), and Kruskal-Wallis statistic (with Student-Newman-Keulspost-hoc 
test) for each sample group (MPa). 

 PA-I PA-CC NPA-I NPA-CC 

Min 10.25 10.20 2.22 0 

Max 44.37 58.89 48.73 82.84 

Md (IQR) 24.30 (11.98)A 27.10 (21.97)A 15.31 (23.07)B 14.93 (20.91)B 

Different letters denote significant differences (p < 0.05). PA-I, phosphoric acid etching followed by imme-
diate testing; PA-CC, phosphoric acid etching followed by testing only after cariogenic challenge; NPA-I, 
immediate testing with no phosphoric acid etching; NPA-CC, testing only after cariogenic challenge, with 
no phosphoric acid etching. 
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Table 2. Descriptive analysis: minimum (Min), maximum (Max), median (Md), inter-
quartile range (IQR), and Friedman test. 

 PA-I PA-CC NPA-I NPA-CC 

Max 2.0 2.0 2.0 2.0 

Min 2.0 2.0 2.0 1.0 

Md (IQR) 2.0 (0.0)A 2.0 (0.0)A 2.0 (0.0)A 2.0 (0.0)A 

Same letters: No significant differences (p > 0.05). 

 
this study used affected dentin as a substrate for bond strength testing, a design 
consistent with previous work by Nakajima et al. [24], Yoshiyama et al. [2]. Ar-
rais et al. [25], Erhardt et al. [5], De Carvalho et al. [26], Carvalhoet al. [27], 
Scheffel et al. [3], Becci et al. [15], Lenzi et al. [4], Mattos et al. [28], and Li et al. 
[29]. 

In the present study, the microbiological method was used to induce dentinal 
caries [3] [18] [23] by challenge with a S. mutans and supplemented culture me-
dium. The microbiological cariogenic challenge was used in this study to repro-
duce the characteristics found in natural carious dentin, such as discoloration 
and changes in texture [1] [4] [26] [27] [30]. Shibata et al. [14] and Sattabanasuk 
et al. [20] reported the need for standardization of the method used to remove 
carious lesions in studies seeking to evaluate the bond strength of adhesive sys-
tems. In the present study, infected dentin was removed while affected dentin 
was preserved by using the standard method described by Arrais et al. [25], Becci 
et al. [15], and Scheffel et al. [3]. Infected dentin was worn down with 320-grit15 
silicon carbide sandpaper until resistance to manual pressure with a dental ex-
plorer was encountered. 

Bond strength was evaluated with a microtensile test [4] [6] [12] [19] [21] [24] 
[25] [26] [31] [32]. Stick-shaped specimens with a cross-sectional area of ap-
proximately 1 mm2 were obtained for better stress distribution during the test, in 
an attempt to reduce the number of cohesive failures, as is common in the shear 
test [33]. 

To evaluate the longevity of the bond strength of the Single Bond Universal 
adhesive system, the specimens were subjected to a cariogenic challenge, i.e., a 
14-day stress period in supplemented BHI medium. In the literature, samples 
have usually been stored in distilled water [5] [31] [32] or artificial saliva for as-
sessment of bond-strength longevity [17]. In the present study, however, speci-
mens restored with composite resin were exposed to a microbiological cariogen-
ic challenge with the objective of simulating what happens to composite resin 
restorations in the oral cavity of patients with recurrent caries. Our literature did 
not find any previous studies with a similar methodology. 

The results of the present investigation demonstrated that phosphoric acid 
etching enhanced the bond strength of the universal adhesive system to affected 
dentin. The null hypothesis was not accepted. This is in agreement with the 
findings of Yoshiyama et al. [2], Ceballos et al. [34], Arrais et al. [25], Li et al. 
[29], Aggarwal et al. [35], and Naik et al. [36]. Caries-affected dentin is characte-
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rized by occlusion and ultimately obliteration of the dentinal tubules by ac-
id-resistant crystals; application of phosphoric acid solubilizes these intratubular 
mineral deposits, increasing the permeability of dentin and, consequently, im-
proving penetration of the adhesive agent. 

Bond strength was lower when acid etching was not employed. This is consis-
tent with the findings of Pinna et al. [37], who reported that self-etching adhe-
sives fail to effectively penetrate dentinal tubules occluded by the carious 
process, and of Ceballos et al. [34] and Arrais et al. [25], who noted that the acid 
monomer present in the self-etching adhesive system is not enough to dissolve 
the mineral deposits found in caries-affected dentin and allow penetration of the 
adhesive system. Arrais et al. [25] reported that this is an inefficient pH for pe-
netration of the adhesive agent into caries-affected dentin. Regarding fracture 
patterns in the present study, adhesive-type fractures were predominant; this 
corroborates the findings of Shibata et al. [14] in caries-affected dentin. Only the 
group of specimens subjected to cariogenic stress without phosphoric acid etch-
ing exhibited premature fractures (20%). This is consistent with the findings of 
Scholtanus et al. [38], who reported that this fracture mode is attributable to in-
trinsic failures of the dental substrate and composite resin material. The diffi-
culty of penetration by the adhesive system caused by obliteration of ca-
ries-affected dentinal tubules and compounded by the carioenic stress probably 
explains the percentage of premature fractures in this group [2] [25] [34]. 

Within the limitations of an in vitro design, the present study demonstrated 
that, in caries-affected dentin, a substrate characterized by obliteration of den-
tinal tubules and altered mineral content, the use of phosphoric acid etching 
prior to application of the Single Bond Universal adhesive system was associated 
with better results. However, additional studies in this line of research are 
needed to contribute further scientific evidence on this matter. 

5. Conclusions 

We conclude that: 
Phosphoric acid etching increased the bond strength of the Single Bond Uni-

versal adhesive system to caries-affected dentin; and the pattern of fracture was 
predominant adhesive. 

Cariogenic challenge did not interfere with bond strength. 
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Abstract 

The nucleus-initiated augmentation of ER membrane is reflected in a coordi-
nated synthesis and intercalation of the explicit proteins and lipids required 
for the replacement, repair and function of the cell and its organelles. The di-
rect connection between nucleus and the membranes containing labeled 
sphingosine (SphN) and ceramide (Cer) was affirmed by determining syn-
thetic activity of serine palmitoyltransferase (SPT). The SPT and the newly 
synthesized serine-labeled lipid products were identified in the Outer- and 
Inner-Nuclear Membrane (ONM, INM) and ER. The pulse-chase experiments 
disclosed that the incorporation of radiolabeled lipids into both nuclear 
membranes declined upon their simultaneous increase in Endoplasmic Reti-
culum (ER). These results, and prior findings regarding metabolic transfer of 
nuclear membrane phosphoinositides to the outer leaflet of ER [Slomiany and 
Slomiany, Health, 2011, 3, 187-199], allowed us to reason that INM and ONM 
are not distinct entities, but uninterrupted continuum facing nucleosol and 
then cytosol when protracted into segment known as ER. Consequently, the 
identification of SPT and its products in the inner leaflet of nuclear and ER 
microsomes lent credence to the luminal presence of Cer in Golgi, luminal 
synthesis of glycosphingolipids (GSphLs), sphingomyelin (SM), and their de-
livery to the outer leaflet of apical and basolateral cell membrane, respectively. 
The findings presented in this communication provide further support to our 
concept that the factual intercalation of proteins and lipids into the cell mem-
branes can only take place during their simultaneous synthesis that is guided 
by the nuclear and cytosolic processes enacted in nuclear-ER membrane con-
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tinuum. At the nuclear stage, the signal-specific genes expression promotes 
active synthesis and intercalation of lipids into the organelles’ customized 
membrane that is protracted and articulated in ER in form of transport ve-
sicles. 
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1. Introduction 

The nuclear envelope is viewed as a double bilayer membrane barrier, the entity 
separating and yet fully linking nuclear and cytoplasmic processes that promote 
and impact cellular physiological functions and organelles’ and cell’s restitution 
[1] [2] [3]. The knowledge regarding this phenomenon is extensive but its main 
focus on proteins and molecular transport crisscrossing envelope via nuclear 
pores generates incomplete and unfounded portrayal of the event [4] [5] [6]. The 
highly detailed pictures corroborated with labeled, nucleus specific transitory 
substances, fail to recognize the properties, the contribution, and the dynamic 
role of the membrane lipid bilayer in the pronouncement of the nuclear and cy-
tosolic signals [7] [8] [9]. In the presently accepted interpretation, the segments 
referred to as Inner Nuclear Membrane (INM) are physically separated from 
cytosol-impacted membrane biogenesis, and thus appear frozen in the interac-
tion with the same sets of nuclear elements. Hence, as so far envisioned, the 
process designed on the detailed information about segments of nuclear barrier, 
the complexity of genome and protein organization, the nuclear anchorage, the 
interaction with cytoskeleton and more, still create incomplete, metabolically 
inactive and lipids-deficient membrane complex [10] [11] [12] [13]. The entire 
anabolic process that requires trafficking of active and incessantly changing 
components to enter and evoke signal-specific transcription in nucleus and exit 
to cytosol to complete the task of translation is not documented and viable [14] 
[15] [16]. The fundamental vital energetic purpose of the system with the inten-
tional and crucial function of the inner and outer nuclear membrane and their 
coded differences in composition subsequently reflected in ER processes is not 
considered. Consequently, the common orthodox view developed decades ago in 
which cell membrane lipids and their site-specific functions were reduced to 
static interaction with proteins continues to rule [17]-[22]. Likewise, the 
3-dimentional computerized models of proteins shown to interact with any 
cocktail of the admixed lipids, further popularize lingering concept that only 
protein structure is of utmost significance [23] [24] [25]. Thus, the advance in 
the understanding of lipids involvement in the specific compartmentalization of 
processes remains status quo, and the lipids somatic properties, unlike their 
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protein or nucleic acid counterparts, are not truly investigated. In the interim, 
the investigations of artificial lipid and protein composites produce semblances 
which further depart from the in situ dynamic specificity and the order dictated 
by anabolic complexes [22] [23] [24]. Irrefutably, the scheme of nuclear mem-
brane function in the assembly of cell structures, without parallel emphasis on 
lipid involvement in the completion of the signal-induced processes remains in-
complete, dimensionless and static. 

Based on the organelle-specific lipid synthesis-derived concept, we depart 
from commonly accepted view of membrane proteins organization determined 
by proteins alone, and the existence of double nuclear barrier membrane [24] 
[25]. We explore further the active assembly of single bilayer nuclear envelope 
that generates changes in membrane exposure to nuclear components by sig-
nal-driven synthesis and restitution of the nuclear and ER lipid and protein 
membrane components [26] [27]. In our perception of the process, the move-
ment across nuclear surface is achieved by specific lipid and protein synthesis in 
the inner and outer membrane leaflet and that is regulated by signal-encrypted 
expression of genes. Henceforward, we advance an idea that signal-controlled 
synchronized synthesis of lipids and proteins assemblies coordinately intercalate 
into the existing nuclear barrier, then the nucleus-determined membrane proto-
type exits to cytosol-exposed ER that completes orderly formation of the orga-
nelle and cell specific membranes [27] [28] [29]. This tenet of membrane bioge-
nesis cannot be substituted or mimicked by an in vitro prepared lipid and pro-
tein assortments [23] [24], the process that never could replicate the precision of 
the in vivo step by step signal-controlled vesicular membrane assemblies dele-
gated to Golgi and mitochondria transport pathways [28] [29] [30]. 

The dynamic process of the interaction between nuclear compartment signals 
and formation of code-dictated ER membrane required for the formation of 
transport vesicles dedicated for the specific organelle-and/or-cell membrane res-
titution and fulfillment of the cell assigned function, must entail simultaneous 
translation and synthesis of signal-specific membrane integral proteins and li-
pids. By the same principle, the membrane events that are initiated in the sole of 
nucleus are not isolated from ER but constitute unique dynamic membrane con-
tinuum that evolves and produces signal-tailored ER membrane [31]. Hence-
forth, the described course of events empowers all structural elements of the 
continuous membrane encompassing nucleus-ER organelle system and elimi-
nates credence or the necessity of double nuclear membrane. 

Discernibly, the double nuclear membrane just as ER membrane microsomes 
are the artifacts created during membrane fragmentation and scission of the 
nucleus from ER. The sealing of the membrane segments in close vicinity of the 
nucleus creates shapes of double nuclear membrane, the nuclear microsomes 
(NM), whereas fragmented ER seals into structures referred to as ER micro-
somes. The question that arises at this stage of investigation is whether ribo-
somes attached to the nuclear microsomes differ in composition from clusters of 
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ribosomes seeking attachment to ER microsomes, and how that defines cell and 
the destination of the produced transport vesicles. While our study revealed that 
ER microsomes produce variety of transport vesicles whose lipid composition 
and appearance of the leaflet-lipid specificity defines their delivery to Golgi or 
Mitochondria [26] [27] [28] [29] [30], here we have investigated contribution of 
the nucleus-retained nuclear microsomes on the synthesis of the membranes re-
ferred in literature as Outer- and Inner Nuclear Membrane (ONM and INM). In 
our view both represent the continuum of the single lipid bilayer transiently 
facing nuclear contents (INM), one that egresses and is facing cytosol (ONM), 
and both are parts of the nucleus-ER membrane continuum. The investigative 
results presented in these studies on the metabolic activity of nuclear micro-
somes confirm synthesis-induced transfer of membrane with its specific labeled 
lipids into ER and further to the inner leaflet of Golgi. Together, the findings al-
lowed us to speculate that the nuclear microsomes contribute to Golgi-directed 
transport, and in turn, to renewal of the cell membrane.  

Consistently, our studies on membrane lipids synthesis disclose several fea-
tures that decide upon dynamic linkage of cell nucleus with cell organelles and 
the cell vital functions. We demonstrate here the significance of active assembly 
of the nuclear membrane, the importance of sphingolipids synthesis in the as-
sembly of inner leaflet of the uninterrupted membrane continuum enveloping 
nucleus and creating ER membrane with assets that define Golgi-directed 
transport and Golgi anabolic activity expressed in synthesis of GSLs and SM. 

2. Materials and Methods 

2.1. Isolation of Cell Organelles  

In the isolation of the intact organelles the meticulous fragmentation of cell 
structure is crucial. The preparation of the membrane-surrounded components, 
prevention of their cross contamination and recovery of the membrane frag-
ments-free cell cytosol require multitude of preparatory tasks and sacrificing ei-
ther quality or quantity. Hence, to minimize the breakup of nuclei and recovery 
of the original cell cytosol, this investigation utilized organelles obtained from 
subdivided cell preparation. One part of the cells was fragmented with the em-
phasis on preparation of the intact nuclei and of the genuine contaminant-free 
cell cytosol. The other portion of the cells was subjected to the procedures de-
scribed in earlier investigations in which the pure microsomes of Endoplasmic 
Reticulum (ER), Golgi, and the endosomes were indispensable for the optimal 
fusion of the transport vesicles with correct organelle [27] [28] [29] [30] [31]. 
Briefly, the cells were prepared from rat liver as described previously [28] [32] 
[33] [34] [35]. The single cells that were separated from larger debris with aid of 
specific cell size nylon mesh were centrifuged at 50 × g for 2 min, washed twice 
with the enzyme-free medium, twice with the Minimum Essential Medium 
(MEM) and counted in hemocytometer. The cells were then incubated in MEM 
for 3 hours with or without radiolabel, divided into two aliquots; one was used 
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for preparation of nuclei and cell cytosol while the other for ER, Golgi, endo-
somes and cell membranes [26] [36]. In the experiments dedicated to the deter-
mination of lipid synthesis with cell cytosol derived from untreated or 
RNase-treated cytosol, the preparations of nuclei, ER, Golgi, endosomes and cell 
membranes were additionally rinsed with phosphate buffered saline (PBS). The 
2 M urea-PBS was used in the experiments to determine the presence and the 
location of the shingosine-generating enzyme (SPT) in the nuclear membranes 
that in the outset of the studies was identified in the inner and outer leaflet of ER 
microsomes [29]. As determined earlier the outer leaflet 56 KDa SPT was re-
leased from ER membranes by the treatment with urea-PBS, whereas the 58KDa 
SPT remained in the urea extracted ER microsomes. The activity of both forms 
of SPT was verified by assay utilizing radiolabeled [3H] serine or [3H] palmitate 
and thin layer chromatographic analysis of labeled products [27] [32] [33] [34] 
[35] [36]. 

The nuclear membranes, ER, and the organelles rebuilt via Golgi vesicular 
pathway were analyzed for the presence of radiolabeled (SphN) and Ceramides 
(Cer) to establish whether they originate from the synthetic activity of SPT in-
tercalated into the nuclear and ER membrane. Consequently, the se-
rine-radiolabeled ER-derived transport vesicles, and their fusion with Golgi was 
assessed by determination of the contents of labeled Cer in the vesicles and, fol-
lowing fusion with the organelle, its transfer to Golgi membranes. In continua-
tion, the Golgi-generated transport vesicles were analyzed for the contents of la-
beled Cer, glycosphingolipids (GSLs) and sphingomyelin (SM). To establish lo-
cation of SM in outer leaflet of Golgi membrane and in its vesicles, the organelle 
and the vesicles that remained in fusion solution after reaction with cell apical 
and/or basolateral membranes were treated with SMase [29]. In all experiments, 
the cell cytosol (CC) was used at concentration of 15 mg protein/ml of incuba-
tion mixture and was enriched with 50 µM ATP, 250 µM CTP, 50 µM GTP, 5 
mM creatine phosphate, 8.0 IU/ml creatine kinase, and where indicated 25µg/ml 
RNase, 10 mM UDP-Glc and 10 µM palmitoyl CoA [27] [32] [33] [34] [35] [36].  

2.2. Preparation of Nuclei and Transport-Active Cell Cytosol (CC) 

The viable cells, homogenized for 10 sec at 600 rpm in 3 volumes of buffer con-
taining 0.25 M sucrose; 50 mM TRIS-HCl (pH 7.4), 25 mM magnesium acetate 
and 10 mM each of aprotinin, leupeptin, chemostatin, and 1 mM phenylme-
thylsulfonylfluoride, were centrifuged at 5,000 × g for 15 min. The nuclei were 
purified further by the resuspension of the sediment in the buffer described 
above until small membranous impurities were no longer detectable under mi-
croscope, and then the fraction was used for identification of the serine-labeled 
SphN and Cer, or first subjected to isolation of the outer- and inner nuclear 
membrane (ONM, INM) and then each fraction was analyzed for the contents of 
the labeled sphingoid lipids. The original label-free cell cytosol, the first super-
natant separated from nuclei and containing remaining cell organelles was di-
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luted with 2 volumes of homogenization buffer, and centrifuged at 150,000 × g 
for 1h. Thus, obtained organelle-free cell cytosol was adjusted to 15 - 18 mg pro-
tein/ml, admixed with an ATP generating system consisting of 40 mM ATP, 200 
mM creatine phosphate, 2000 units/ml creatine phosphokinase, and referred to 
as transport active cell cytosol or active cytosol (CC). The first supernatant se-
parated from experiments performed with labeled serine was used to isolate mi-
tochondria [28]. 

2.3. Preparation of Cell Organelles and Membranes 

The cell membranes and subcellular organelles (mitochondria, ER, Golgi) were 
recovered from cold or radiolabeled cells as described earlier [27] [28] [32] [33] 
[34] [35] [36]. The ER and Golgi organelles sediment, remaining after separation 
of nuclei, mitochondria and cell cytosol, was suspended in buffer containing 0.2 
M PIPES (pH 6.9), 2 M glycerol, 1 mM EGTA and 1 mM magnesium acetate and 
applied on the top of discontinuous gradient of 2.0/1.5/1.3/1.0M sucrose and 
centrifuged at 100,000 × g for 16h. The cell membranes were recovered from 
1.0M sucrose, Smooth Endoplasmic Reticulum (SER) from 1.3 M sucrose, 
Rough Endoplasmic Reticulum (RER) from 1.5 M sucrose and Golgi from the 
top of the 2.0 M sucrose. Each sucrose-separated fraction was subjected to fur-
ther purification. The cell membranes were washed with original PIPES buffer 
and centrifuged at 3000 rpm for 2 min. To separate cells’ membrane, the buffer 
was adjusted with 0.2% Triton X-100 and the mixture incubated at 4˚C for 5 min 
[27] [36]. This treatment resulted in breaking up the phosphoglycerides-rich 
membranes into smaller segments and thus allow us to separate cell membranes 
containing cholesterol, sphingolipids and glycoproteins. The latter membranes 
were recovered by low speed centrifugation at 3000 rpm for 2 min.  

2.4. Generation and Purification of Transport Vesicles 

Serine-labeled ER- and/or Golgi-derived transport vesicles were generated in the 
presence of cold CC [27] [29] [34] [35] [37] [38]. The ER and/or Golgi mixed 
with cytosol, ATP-generating system, UTP, CTP GTP, fatty acyl CoA and water 
soluble cold lipids precursors, were incubated for 30 min at 37˚C, centrifuged 
over 0.3 M sucrose and treated with stripping buffer at 2˚C for 15 min followed 
by centrifugation at 10,000 × g for 10 min to separate transport vesicles from ER 
or Golgi membranes. The separated from maternal membranes transport ve-
sicles were recovered from the supernatant resulting from centrifugation of the 
supernatant mixture at 150,000 × g for 60 min. The crude fraction of the trans-
port vesicles was suspended in 55% sucrose, overlaid with 55% - 30% gradient 
and centrifuged at 150,000 × g for 16 h. The purified transport vesicles were re-
covered from the gradients as reported earlier [27] [32] [33] [34] [35] [36]. The 
same procedure was repeated with Golgi recovered after ER-derived vesicles fu-
sion to identify the vesicles and their radiolabeled lipids in the vesicles destined 
to cell membranes and endosomes. At this stage, the Golgi-derived vesicles were 

https://doi.org/10.4236/abc.2018.83005


A. Slomiany, B. L. Slomiany 
 

 

DOI: 10.4236/abc.2018.83005 53 Advances in Biological Chemistry 

 

reacted first with endosomes [29] and the material remaining in the solution 
destined to cell membrane were analyzed for the presence of SM and GSL. The 
fraction of ER transport vesicles destined to mitochondria was recovered from 
cell cytosol after ER vesicles fused with Golgi. The lipid extract from the recov-
ered material was analyzed for the serine-labeled lipids before and after alkaline 
methanolysis [32]. 

2.5. Fusion of ER-derived Transport Vesicles with Golgi 

One volume of ER transport vesicles (1.3 - 1.5 mg protein/ml) was suspended in 
one volume of active CC (15 mg protein/ml), and added to one volume of cell 
organelles (5 mg protein/ml). The reaction was allowed to proceed from 0 - 30 
min at 4˚C (control) and at 37˚C in the presence of ATP regenerating system 
consisting of 40 mM ATP, 200 mM creatine phosphate, 2000 units/ml of crea-
tine phosphokinase, or in the ATP depleting system containing 5 mM glucose 
and 500 units/ml hexokinase. After incubation, the Golgi organelles were recov-
ered by centrifugation through three volumes of 0.5 M sucrose at 3000 rpm for 5 
min. The remaining vesicles recovered from the supernatant after incubation 
with Golgi were used in the fusion experiments with mitochondria, or subjected 
to lipid extraction and identification of serine labeled, alkaline methanolysis 
susceptible phosphoglycerides and alkaline methanolysis-resistant Cer. One vo-
lume of the recovered vesicles (0.9 - 1.1 mg/ml) was resuspended in one volume 
of CC (15 mg/ml) and added to one volume of purified mitochondria (5 mg/ml) 
and the reaction was allowed to proceed for 30 min under same conditions as 
described for the ER vesicles fusion with Golgi. In the experiments estimating en 
bloc fusion of transport vesicles with Golgi and/or mitochondria, the associated 
but not fused vesicles were released from the membrane by subjecting the mem-
brane fraction to treatment with 2 M urea at 4˚C and then the recovered orga-
nelles were centrifuged through 0.5 M sucrose, washed and subjected to lipid 
analysis.  

2.6. Preparation of Outer and Inner Nuclear Membranes  

The carefully separated nuclei from cell organelles and the cell cytosol were sub-
jected to treatments described earlier that affords mixture of membrane frag-
ments commonly identified as outer and inner nuclear membranes (ONM, 
INM) [34]. To separate them into distinct fractions, the preparation of purified 
nuclear pellet recovered after centrifugation at 27,000 rpm in Beckman 45 Ti ro-
tor for 1h was suspended at concentration of 2 mg protein/ml in a buffer con-
sisting of 50 mM TIS-HCl pH 7.4, 0.25 M sucrose, 10 mM MgCl2, 1 mM DTT, 
10 mg/ml leupeptin and 2 mM PMSF and then adjusted to 1% (w/v) with so-
dium citrate. The preparation was then incubated on ice with gentle stirring for 
30 min, followed by centrifugation at 500 × g for 15 min. The obtained superna-
tant contained the ONM, whereas the pellet contained INM. The INM contain-
ing fraction was subjected to DNase 1 digestion (250 mg DNase/ml for 14 h at 
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4˚C), and the digest separated on the gradient of 0.25 - 1.6 - 2.4 M sucrose cen-
trifuged at 10,000 × g for 2 h. The INM were recovered from 1.6 M sucrose 
boundary. The fraction of ONM, collected from citrate supernatant was sub-
jected to the same preparative procedure as INM described above. On the aver-
age, the yield of INM to ONM was in ratio of 3:5. To remove sucrose, the sepa-
rated fractions were diluted in 20 mM phosphate buffer, pH 7.2 and centrifuged 
at 17,000 rpm (35,000 × g) for one hour. Then the samples recovered from su-
crose gradient were resuspended in 0.5 ml of the same buffer and used for SPT 
enzyme assays and lipid analysis.  

2.7. Isolation of Serine Palmitoyltransferase (SPT) from Nuclear  
Microsomes (NM), Inner- and Outer-Nuclear Membrane (INM,  
ONM) and ER 

To determine whether SPT enzyme is present in nuclear membranes, the puri-
fied nuclei ONM, INM and ER were used for preparation of STP before and af-
ter treatment with urea as described earlier [29]. Following release of 
urea-extractible form, the nuclei were subjected to the procedure used to sepa-
rate the Inner- and Outer Nuclear Membrane (INM, ONM) and those were used 
for purification of the SPT enzyme. The final purification of the enzyme was 
achieved by running the preparative PAGE and extraction of bands correspond-
ing to 58 and 56 KDa peptides. Thus purified enzymes were used in an in vitro 
enzyme assay [29] and in preparation of polyclonal antibodies against 58 and 56 
KDa SPT. The SPT isolated from NM, INM, and ONM was subjected to immu-
no-blocking using antisera raised against ER-derived enzymes. The antibodies, 
56 Ab and 58 Ab at concentration of 1.0 µg were used in the assays. 

2.8. Identification of the Products Assembled by SPT of NM  
Membrane 

The NM membranes were subjected to lipid extraction, and high performance 
thin layer chromatography (HPTLC) before and after alkaline methanolysis that 
degraded serine-containing phosphoglycerides. Before methanolysis, the chlo-
roform extracts equivalent to 50 µg membrane proteins were chromatographed 
on high performance thin layer plates in solvent system consisting of chloro-
form/methanol/water (65:35:8, v/v/v), and after methanolysis in chloro-
form/methanol/2 M NH4OH (40:10:1, v/v/v) along with SphN and Cer stan-
dards. After development and staining for serine-containing phosphoglycerides, 
SphN, and Cer, the plates was scored into 8 zones, scraped and counted.  

3. Results 

Underpinning for our hypothesis that the nuclear barrier is built of single bilayer 
membrane that embodies uninterrupted continuum with ER emerged during 
investigations of inositol phosphatides transformation culminating in synthesis 
of nuclear membrane phosphatidylinositol (PI) and its passage to ER [27]. In 
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our understanding, the transfer of labeled PI from INM to ER, and its allocation 
to ER-produced transport vesicles demands an uninterrupted continuity of the 
membrane. To substantiate the concept that generation of the specific transport 
vesicles is guided by processes enacted in nucleus-ER membrane continuum, the 
synthesis of SphN and Cer, the markers of Golgi transport pathway, in the nuc-
lear and ER membranes was investigated. Using radiolabeled serine as the 
marker of SphN and Cer assembly, the contribution of these lipids in the nuclear 
membrane growth and passage to ER was documented. As shown by the results 
presented in Figure 1, the serine incorporated into NM lipids was detected in 
SphN containing lipids represented by ceramides (Cer), and phosphatidylserine 
(PS) and their partially completed products. 

The chase experiments revealed that the labeling of serine-containing lipids 
diminished with time in NM and increased in ER (Figure 2). 

The labeled lipids increase in ER, although not exactly proportional to nuclear 
loss demonstrated movement of the membrane with serine-labeled lipids, in-
cluding newly assembled SphN and Cer-containing and Golgi-dedicated mem-
brane from nucleus to ER and ER transport vesicles (Figure 3). 

As demonstrated in Figure 3, the identification of labeled lipids in ER vesicles 
justifies the discrepancy in the determined gain of labeled lipids in ER that ac-
tively releases transport vesicles to cytosol and thus depletes the radiolabel  
 

 
Figure 1. High performance thin layer chromatography (HPTLC) of the serine labeled li-
pids identified in NM. The chromatography was performed in two solvent systems, one 
consisting of chloroform/methanol/water (65:35:8, v/v/v) to separate phosphoglycerides 
(phosphatidylserine (PS) and its derivatives depicted under area 4, 5, 6, and following al-
kaline methanolysis treatment in chloroform/methanol/2 M NH4OH to identify cera-
mides (Cer), sphingosine (SphN) and the unknown products detected in spots 1, 2 and 8, 
respectively. As shown, the chromatography of the labeled NM lipid extracts was per-
formed on four independent samples. 
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Figure 2. Chase of radiolabeled serine incorporating lipids from NM to ER. As evident 
from determination of the contents of serine-labeled lipids in samples drawn at 15, 30 
and 60 min the NM labeling was diminishing while ER was gaining the nucleus-exposed 
membrane. Within 60 min the nuclear label consisting of 10,563 cpm decreased in the 
parallel sample to 6635 cpm, whereas ER label increased from 3292 to 4516 cpm. 
 

 
Figure 3. Quantitation of radiolabeled SphN and Cer in the NM, INM, ONM, ER and ER 
vesicles (ER-ves). The lipid extract derived from 50 µg of purified membranes were sub-
jected to alkaline methanolysis to degrade phosphoglycerides depicted in Figure 1 and 
counted. As shown, the NM, the fraction recognized as INM, ONM, ER and ER-ves con-
tained labeled SphN and Cer products. 
 
transferred from NM to ER. Ideally these experiments should be continued fur-
ther to account for the nuclear release of radiolabeled ER products for mito-
chondria, but the technic that allows to quantitate synthesis of sphingolipids 

https://doi.org/10.4236/abc.2018.83005


A. Slomiany, B. L. Slomiany 
 

 

DOI: 10.4236/abc.2018.83005 57 Advances in Biological Chemistry 

 

marking Golgi-dedicated transport, requires degradation of serine-labeled 
phosphoglycerides and by the same token formation of the Cer-free transport 
vesicles committed for mitochondria.  

Yet, just as appearance of PI in ER [27], these results endorse our concept that 
the dynamic advance and continuity of NM with ER facilitate progress of the 
nucleus-designed fragments to ER and produced Cer-labeled Golgi-destined 
transport vesicles. 

The discovery of Cer synthesis in nuclear membranes that along with PI con-
stitute lipid markers of Golgi-destined and ER-assembled transport vesicles re-
flected on the initiation of the pathway that contributes to synthesis of GSLs and 
SM in Golgi. As demonstrated by the results shown in Figure 2, the nuclear 
membranes assemble serine-labeled Cer but question regarding their contribu-
tion to growth of the inner or outer leaflet of membrane remain unknown. In 
contrast to PI, the Cer, to provide lipid core for synthesis of GSLs and SM in 
Golgi should be incorporated in the inner leaflet of ER and Golgi membranes.  

To explore the connection between the Cer synthesis in nuclear membranes 
and their placement in the specific leaflet of ER and consequently Golgi mem-
branes, the SPT, the enzyme responsible for incorporation of serine label into 
the SphN of the Cer was investigated. As demonstrated in Figure 4, the SPT ac-
tivity was found in all membranes derived from nucleus and ER. 

As previously demonstrated, the SPT in ER appeared in two molecular forms 
[29]. The 58 KDa was incorporated into the inner leaflet (IL-ER) whereas 56 
KDa contributed to outer leaflet (OL-ER). This investigation revealed that the 
enzyme isolated from nuclear membranes was enriched in the 58 KDa form 
(Figure 5). Based on the previous findings regarding extractability of 56 KDa 
form with urea, and retention of 58KDa SPT in ER membranes we have derived 
with conclusion that inner leaflet of ER, and by the same principle nuclear  
 

 
Figure 4. Enzymatic activity of serine palmitoyltransferases (SPT) derived from nuclear 
and ER membranes. The samples consisting of 50 µg of purified membrane protein were 
used in assay employing radiolabeled serine. Four independent samples of the membrane 
proteins were utilized. Each bar depicts amount of radiolabel incorporated into SphN in 
an in vitro SPT assay and reflects counts/120 min/sample. As demonstrated the NM, its 
INM and ONM fragments, the ER and its inner and outer leaflet contained active SPT. 
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Figure 5. Polyacrylamide gel electrophoresis (PAGE) of the purified (lane 3, 4, 5) and 
crude (lane 6) SPTs isolated from ER (lane 3), ONM (lane 4) INM (lane 5) and the prep-
aration of NM (lane 6) used for isolation of 58KDa and generation of the antibodies. The 
molecular markers are depicted in lane 1 and the sample buffer was introduced in lane 2. 
 
membranes contain the SPT intercalated into the inner leaflet of the INM and 
ONM fragments. Hence, the presence of 58 KDa SPT in the inner leaflet of INM 
and ONM argues for their identity with SPT of the IL-ER and thus provides the 
support to our concept that nuclear and ER membrane represent continuous 
membrane whose lipid core and its destination to and from ER is determined by 
signals entering nucleus. In case of Golgi-dedicated signaling pathway, the pres-
ence of Cer core initiated in nuclear membrane and transferred to IL-ER links 
the process to Golgi synthesis of GSLs and SM that are confined to the inner 
leaflet of Golgi membrane. In contrast, the Cer core synthesized by the 56 KDa 
SPT of the OL-ER is involved in synthesis of the SM marking vesicles destined 
for endosomes and lysosomes [29]. 

To document the transit of nucleus-designed Golgi-dedicated transport ve-
sicles marked with labeled Cer, the ER-released vesicles (as shown in Figure 3) 
were subjected to fusion with Golgi and the recovered Golgi membranes ana-
lyzed for the presence of Cer and Cer labeled lipids. The fusion experiments of 
Cer-labeled transport vesicles from ER membranes with Golgi afforded incor-
poration of the radiolabeled Cer into organelle’s GSLs and SM (Figure 6). In 
turn, the fusion of Golgi-derived transport vesicles with endosomes/lysosomes 
enriched endosomes with SMase susceptible radiolabeled SM (not shown, but 
same as demonstrated in [29]), whereas GSL-containing vesicles remained in 
cytosol [33] [36]. Hence, the fusion experiments utilizing first nucleus initiated 
Cer-labeled ER vesicles with Golgi, and repeated with Golgi-derived vesicles 
transferred nucleus-designed membrane through Golgi pathway to cell mem-
branes and to endosome/lysosome organelles. Although the multi-step proce-
dure of fusion and identification of the products is extremely laborious and ge-
nerates substantial losses, the identification of the Cer labeled GSLs in the  

1 2 3 4 5 6
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Figure 6. Serine-labeled products revealed in Golgi membrane lipid extract following fu-
sion of ER-transport vesicles containig serine-labeled Cer. The serine-labeled nuclear 
membrane, ER, and Golgi membranes following fusion with radiolabeled ER-transport 
vesicles were subjected to lipid extraction, alkaline degradation and HPTLC in sovent 
system consisting of chloroform/methanol/water (65:35:8, v/v/v) along with Cer, GSLs, 
and SM standards. Following development and staining, the plates were scored in cor-
respondence to standards, scraped and counted. The same procedure was applied to Gol-
gi derived vesicles incubated with cell membranes. 
 
label-free Golgi demonstrates viability of the system and utilization of the nuc-
lear membranes-derived lipid substrate in the process. The conversion of the Cer 
to the Cer-labeled GSLs observed in Golgi demonstrates that the presence of the 
Cer substrate in the inner leaflet of Golgi membrane is crucial for GSL synthesis. 
Hence, the studies of nuclear membranes, and the results of the investigations 
utilizing specific lipid marker in form of SphN-labeled Cer allowed us to plot a 
course that is taken from the nucleus to cell organelles and the membrane, the 
route that nuclear signals are translated into restitution of the cell compartments 
and fulfillment of cell-designated function. 

The synthetic activity of both SPTs, differing in their extractability from the 
microsomes and about 2 KDa difference in the molecular weight, was the same 
whether enzyme was derived from nuclear or ER membranes. On the average, 
the synthesis of radiolabeled SphN evoked by SPT present in 50 µg of nuclear or 
ER untreated membranes were quite similar (Figure 4) and comparable with 
those characterized in [29]. 

However, in further attempt to establish whether difference in molecular 
weight determine not only intercalation into respective membrane leaflets but 
also activity of the specific form of SPT, the antibodies against each form were 
raised and their inhibitory activities determined (Table 1). As demonstrated in 
the Table the SPT activity of the enzyme in nuclear membranes (NM) was inhi-
bited by 62% using 58 Abs and 39% by 56 Abs. When the INM and ONM frag-
ments were assayed independently, both Abs equally inhibited the enzyme activity  
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Table 1. Inhibitory activity of the antibodies generated against 58 KDa SPT proteins ex-
tracted from ER and 56 KDa from ER SPT released with urea. 

Sample protein protein in 
the assay 

assay  
volume 

TK buffer [3H] serine Assay vol. % inhibition 

 
µg/µl µg µl µl µl µl 

 
NM + 58 3.12 50 16 2.48 1.2 80 62 

NM + 56 3.12 50 16 2.33 1.2 80 39 

INM + 58 3.12 50 16 2.48 1.2 80 52 

INM + 56 3.12 50 16 2.33 1.2 80 41 

ONM + 58 3.12 50 16 2.48 1.2 80 41 

ONM + 56 3.12 50 16 2.33 1.2 80 40 

ER + 58 3.12 50 16 2.48 1.2 80 43 

UE + 58 3.12 50 16 2.48 1.2 80 82 

UE + 56 3.12 50 16 2.33 1.2 80 89 

 
by 40%. The highest, but also equal inhibitory potency of 58 and 56 Abs was ob-
served with the urea released enzyme. On the average, both Abs inhibited the 
urea-extractible enzyme by 82% - 89%. It is possible that the displayed differ-
ences in the inhibitory activity demonstrated with preparation of membranes, in 
contrast to solubilized fractions, reflects on accessibility of the membrane inte-
grated SPT. Otherwise, except for the inner or outer leaflet integration, both 
forms of the enzyme led to formation of Abs with the similar recognition and 
potency.  

The overall similarities in the synthetic activity of SPT and the amount of the 
product generated from isolated nuclear and ER membranes led us to believe 
that the purified nuclear and ER samples represent fragments derived from the 
same membrane that encompases nucleus and ER. If INM and ONM were inde-
pendent entities, the INM would not contain SPT and generate membrane la-
beled with SphN and Cer. The presence of SPT and of radiolabeled products in 
INM indicate that ONM fragment of the membrane continuum advanced from 
the cytosol-facing, to the segment facing nuclear contents. Such movement al-
lows elaboration of the mebrane that its inner leaflet remains facing ER contents, 
and consequently the ER generates Golgi-specific vesicles with Cer incorporated 
into the inner leaflet of their membrane and as such progresses to Golgi. Impor-
tently, the membrane continnum asures the uninterrupted contact of nuclear 
processes with ER and evoke responses that precisely restore cellular organelles 
and cell membrane.  

In conclusion, the significance of our study of Golgi secretory pathway, and 
findings regarding SPT placement, is in demonstration that cell organelles’ 
membrane lipid composition is determined at the outset of the membrane bio-
genesis, the process that generates precise, organelle-specific replacement and 
defines pathway responsible for the precise restitution of the cellular organelles 
and cell anabolic functions.  
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4. Discussion 

The nuclear outer membrane and ER are studded with ribosomes engaged in the 
protein renewal of the cell and its organelles [39] [40]. Our investigations on the 
assembly of the organelles-specific biomembranes reveal that the process is 
coordinated with simultaneous synthesis and intercalation of lipids that also 
commences in nuclear membrane and continues throughout ER. The cell mem-
branes designed on nucleus and ER, are revealed in the compartmentalization of 
the vast array of functions inaugurated in nucleus, and fulfilled by the cell orga-
nelles and cell membrane. On one facet the nuclear membrane gates multiplicity 
of highly coordinated processes that regulate nuclear mechanics and gene ex-
pression and provides strict platform for the recognition and transport of sub-
stances between nucleoplasm and cytoplasm, while on the opposing surface, it 
provides binding sites for the released to cytosol ribosomes that translate explicit 
mRNAs and faithfully recreate cell-specific proteins [39] [40]. Thus, the mem-
brane barrier biogenesis and its components directly respond to the nuclear 
processes evoked by signaling. The transcribed messages revealed in the forma-
tion of the specific nuclear membrane segments meant for repair of multiple or-
ganelles, upon receiving suitable cargo in ER, undergo vesicles formation, fission 
from ER and journey to their outer membrane signal-pointed site [27] [28] [29] 
[30]. As determined in earlier investigations of the composition of ER-derived 
transport vesicles, the responses are transcribed into organelle specific combina-
tion of proteins and membrane lipids, and hence imply that each segment of the 
organelle specific membrane is translated by cluster of ribosomes dedicated to 
the task [39] [40]. Since ribosomes are only attached to so called outer nuclear 
membrane (ONM), the question arose as to the biosynthesis of the inner nuclear 
membrane (INM), how the INM is remodeled upon signal-initiated processes, 
and how the translates of the ribosomes reach the inaccessible membrane.  

In the orthodox view of nuclear membrane, the nucleus-ER structural assem-
bly explains ONM responsiveness to cytosol-promoted signals but is isolated 
from specific nuclear triggers that initiate the specific responses embodied in 
formation of the membranes required by the cell. By applying same mainstream 
concept, the INM is the entity isolated from ribosome-containing ONM and ER, 
and thence the synthetic processes on ONM determined by ribosomes and 
mRNA delivered to cytosol are not building and incorporating signal-demanded 
changes in INM.  

While studying conversions of nuclear membrane phosphoinositides, our in-
vestigative results provided strong support to the concept that nuclei are em-
braced not by double but by single bilayer membrane that is an uninterrupted 
continuum protracted into formation recognized as ER. The unconventional 
concept of the nuclear barrier induced by the data acquired on nuclear phospha-
tidylinositol (PI) synthesis [27], provided realistic explanation of the sig-
nal-prompted changes in INM and ONM. If, on the other hand, the INM and 
ONM represented two independent membranes enticing nuclear content, the PI 
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products would be retained in INM. 
The further support to our argument of the uninterrupted membrane conti-

nuum embracing nucleus and ER emerged from the investigation of nuclear 
membranes involvement in the SphN and Cer synthesis which along with PI 
represent specific markers of the ER-derived transport vesicles dedicated to Gol-
gi pathway [29] [32] [33] [35]. Continuing with our counterargument against 
independent ONM and INM entities, we challenge that if so, the SPT enzyme 
generating SphN and Cer-containing lipids would not be detectable in INM. 
Moreover, the Cer which are exclusively incorporated during biomembranes 
synthesis in response to cellular demand for assembly of ER transport vesicles 
destined for Golgi would only be found in the serine-labeled newly synthesized 
lipid components of ONM. The results of the investigation on serine-labeled li-
pids synthesis in NM have uncovered that the Cer lipids and active SPT enzyme, 
are present in NM, and the INM and ONM segments. These discoveries demon-
strated and further supported our stand that nuclear barrier is built as uninter-
rupted single membrane continuum that responds to nucleus and cyto-
sol-delivered signals materialized in membrane synthesis. Such process, impose 
membrane movement from the cytosol-facing portion recognized as ONM to 
nuclei-exposed putative INM and back to cytosol exposed ER.  

As the studies on transport vesicles destined for Golgi pathway determined, PI 
is incorporated into the outer leaflet of the membrane [27]. Indeed, its presence 
in the cytosol facing leaflet is in good agreement with destination–specific mod-
ification of PI arriving to Golgi and undergoing cytosol-triggered transformation 
into PI3P and PI4P [29] [36]. Thus, as determined in our earlier investigations 
[36], the transport vesicles outfitted with PI3P marker and cytosol-activated 
PI3K find their final destination by fusing with apical epithelial membrane, 
whereas portion with PI4P displays affinity for basolateral cell membrane and 
endosomes [29]. At that stage of our investigations, the directional specificity of 
transport vesicles was assigned to the nuclear membrane embedded PI and PIK 
that committed them to reach exact final destination. Moreover, it demonstrated 
that PIs in the assembled membranes and in the direct contact with cytosol do 
not require the transfer (flipping) of lipids from one facet to another. Similarly, 
the studies described in this paper reveal positional significance of the Cer in-
tercalation in the outer and inner leaflet of the membrane. Without flipping, 
these Cer serve in the inner leaflet as lipid cores for the synthesis of GSLs and 
SM and, after vesicles cargo delivery to cell membrane (basolateral release of the 
albumin and/or apical release of glycoprotein), face correctly the outer environ-
ment of the cell, or if intercalated into outer leaflet of the vesicles are committed 
for endosomes and lysosomes [29] [31]. The examination of the SphN-containing 
nuclear products delivered to Golgi via ER transport vesicles and transformed in 
Golgi into GSLs and SM demonstrated that the composition of the inner leaflet 
of ER transport vesicles is achieved through nuclear presence of 58KDa SPT and, 
incorporation of its SphN into Cer products to the inner leaflet of the mem-
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brane, determines the synthesis of GSL and SM dedicated for cell membrane res-
titution and fulfillment of its secretory function.  

Collectively, the evidence presented allows to conclude that from the outset 
the nucleus-initiated and ER completed transport vesicles differ in their lipid 
composition in the outer and inner leaflet, and together with the integral mem-
brane proteins, their pathway for terminal destination is demarcated.  

Without a doubt, the attributes of the ER-generated transport vesicles reflect 
nuclear release of the clusters of ribosomes and mRNA that elaborate specific 
sculpt of cell membranes [39] [41] [42]. The fact that SPT enzyme and that its 
products were identified in nuclear membranes and further traced in the inner 
leaflet of ER and Golgi defines the membrane movement from nuclear mem-
branes, through ER and its vesicular products to Golgi and then to cell apical or 
basolateral membrane. 

Based on the quantitative comparison of SPT presence in the nuclear mem-
branes of the secretory epithelial cells it is tempting to suggest that the expres-
sion of the 58 KDa SPT enriched in nuclear portion reflects on the degree of the 
epithelial cells restitution and apical/basolateral transport. Also, but in contrast, 
it is possible that 56 KDa SPT associated with ER outer leaflet and, involved in 
synthesis of SM in the outer leaflet of endosome-directed transport vesicles, is 
expressed in larger quantity on the account of drug-induced cellular degradation 
that demands transport of the proteolytic enzymes to lysosomes [31]. By the ex-
tension, it is quite possible that the final destination markers for Golgi vesicles 
pathway integrated into the membrane at the stage of nuclear biomembrane as-
sembly is quintessential in synthesis of the organelle-specific cargo in ER and its 
delivery to the exact site. This presumptive argument requires further explora-
tion of other protein markers that accompany SPT in the vesicles containing SM 
and transporting cargo to basolateral epithelial segment of the cell membrane or 
endosomes and lysosomes [39] [40], and all is decided by the cluster of ribo-
somes that are simultaneously involved in the synthesis of the signal-demanded 
membranes and secretory products [41] [42].  

In the initial early investigations that elucidated starting points for the intra-
cellular transport we had not enough background to embrace the concept that 
specific lipids may dictate destinations of the transport vesicles to Golgi or mi-
tochondria, or how the organelles renewed their structures and vitality [26] [32] 
[33] [34] [35]. However, the later concentration on role of lipids in the demarca-
tion of the restoration pathways of cell organelles allowed us to draw a highly 
specific and coherent picture demonstrating that specificity of the nuclear prod-
ucts precisely determines vesicles destinations. The cellular events followed 
through lipids synthesis dictated by nucleus receiving signals translated into 
ER-assembled products map the path to either Golgi or mitochondria [28] [30]. 
As recently determined, the mitochondrial pathway is defined by the presence of 
phosphatidylglycerol (PG), the proteins that restore outer mitochondrial mem-
brane, intramitochondrial delivery of the enzymes that generate cardiolipin, and 
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the absence of PI and Cer in the mitochondria-destined vesicles [28] [30]. Again, 
entire process is highly refined by combination of the specific proteins and lipids 
that are interwoven into the specific membrane required for the specific site of 
the organelle renewal and restoration of its optimal function [32] [35] [39] [40]. 
The outcome of both, Golgi and mitochondria pathways, is strictly controlled by 
the cell native cytosol, since fusion of the ER-released vesicles with the accepting 
organelle depends on the cytosolic presence of the organelle-specific phospholi-
pases [30] [31] [36]. Hence, utilization of the cytosol derived from the cultured 
cells, different tissue [43], or from animals subjected to drug treatment [31], 
generate results reflecting impact of foreign cytosol, or the drug, on gene expres-
sion in the particular cells including cytosol-released proteins.  

The dependence of the intracellular transport on cytosolic milieu was not 
considered in earlier investigations that relied on various fraction of proteins 
isolated from brain tissue and might as well be phospholipases depleted [43] [44] 
[45]. While this paradigm became the beacon for future investigations, the stu-
dies drifted to protein-only complexes and were not able to provide reasonable 
explanation for multiplicity of the pathways initiated by posttranslational 
changes in transport vesicles determining their final destination. The stand in 
the general assumption that any mixture of lipids provides sufficient environ-
ment to demonstrate protein function and specificity reflects imprecise reason-
ing and demands investigations that include the input of gene expression on the 
early stages of membrane assembly by following synchronized synthesis and in-
tercalation of protein and lipids into ER that is later revealed in the membranes 
of the organelles or cells [39] [40] [41] [42].  

Collectively, our study of membrane lipids of the Golgi and mitochondrial ve-
sicular pathway with specific involvement of innate cytosol, generate picture re-
flecting extremely ordered cellular activity that only then is capable to restore 
entire structure without errors in the assembly or function. From our point of 
view, the results from the commonly accepted investigative schemes employing 
individual components freed from confines of cell organelles do not capture true 
cellular order [39]. Also, the freedom of protein interaction released from the 
shattered (lysed) organelles generates convolutedness of the processes that do 
not take place in an undisturbed cell structure. The lysis-created cocktail of ef-
fects generates skewed and distorted view conflicting the true in vivo and in situ 
observed consequences of cellular signaling. As to the prevailing view of the ex-
istence of double and independent nuclear membranes separated by perinuclear 
space, the concept does not explain functional link of the inner nuclear mem-
brane segments with cytosol. In our understanding of the intracellular mem-
branes properties, and as our investigation suggest the segments recognized as 
INM and ONM constitute portions of the one continuum that has been inter-
rupted during preparation of the nuclei and ER and as ER structures referred to 
as ER microsomes should be recognized as nuclear microsomes. The NM in-
volvement in the anabolic-synthetic movement reflected in appearance of lipids 
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generated through action of its membrane intercalated SPT provides evidence 
that INM is not physically separated from ONM and ER, but suggest that the 
subpool of mRNA translated by the ribosomes attached to nuclear microsomes 
is involved in restitution of the inner leaflet of the nuclear-ER membrane [40]. 
In our studies, this is evident in the presence of 58 kDa SPT and its products that 
are essential for the synthesis of GSLs and SM in the inner leaflet of Golgi mem-
brane. 

The processes characterized by the investigations of ribosome footprints [39], 
heterogeneous ribosome distinct subpools [40] and the presence of the specific 
SPT on the inner and outer leaflet of ER imply that the placement of the specific 
lipids and protein is determined during early assembly of the membrane. The 
composition of the membrane and delivery of the synthetic cargo to the appro-
priate organelle are not relying on the process of flipping and flippases [46]. 
Contrary to common conjecture on the mechanisms of intracellular protein 
transport and protein involved in the intracellular lipid transport [16] [18] [47], 
our investigations reveal that membrane proteins and lipids of cell and its orga-
nelles are defined on the nucleus facing membrane. As much as is known about 
the principle processes of protein synthesis, the driving force for the genome 
translation, and nuclear envelope as a “signaling node” in the development and 
disease [11], our findings add to the manifold complexity of ER-nuclear barrier 
membrane and decipher further the complexity of the cellular organization. The 
reality of the process is manifested in synthesis of transport vesicles initiated by 
nucleus-induced steps that coordinately intercalate specific proteins and lipids 
into membrane, that are completed in membrane extension commonly recog-
nized as ER, and tailored to deliver cargo and replenish organelle of the specific 
pathway. 

A new concept on the flow of information from nucleus to cell specific entities 
developed from the investigative findings dedicated to cell membranes synthesis, 
illustrated through identification of the specific lipids defining organelle mem-
brane, allowed us to decipher cellular pathways that are defined in nuclear 
membrane by the simultaneous intercalation of the membrane proteins and li-
pids, the process that guards cellular structure from alterations, provides precise 
and timely repair and restitution, and retains the cell’s unmodified function. 
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